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Foreword 

Conferences such as this one bring together scientists dealing with a funda
mental problem for uninhibited and constructive discussion of each other's 
contributions to a major scientific endeavor. Often groups of investigators 
work independently on specific aspects of a broad program encompassing a 
single objective . .An example is the complex, multidisciplinary research pro
gram dealing with the organism Hydrogenomonas and its practical utility 
in the chemosynthetic approach to a closed ecologic bioregenerative life-support 
system. Through these conferences, the solution of problems can be more closely 
interwoven with more integration and dissemination among investigators of 
the problems and trends in this type of vast research. This conference was the 
second in this series. Unfortunately, we were unable to publish the proceedings 
of the first meeting in Columbus, Ohio, 1965. 

Looking back to our first get-together, we found ourselves acting as a 
self-contained appraisal and advisory panel. In the course of our discussion, 
we interposed reservations about specific direction of the program, brought 
to light major biologic parameters that temporarily occluded our mission, and 
identified the pathways by which we could proceed to the current state of 
progress we shared during our second conference. 

The second, and equally important, purpose of these conferences is coordi
nation, through candid and leisurely exchange of information; it is virtually 
impossible through written communication. Our sincere appreciation is ex
tended to the participants. The excellence of these conferences is attributed to 
their diligence and dedication to the solution of a complex biologic problem. 

JOSEPH F. SAUNDERS 

Ohief, Environmental Biology Bioscience Programs 
Office of Space Science and Applications 
National Aeronautics and Space Administration 
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Introduction JOSEPH F. SAUNDERS 

Office of Space Science and Applications, NASA 
Washington, D.C. 

It is necessary to define the objective and the 
goal of this conference. A distinction exists, if 
they are defined as according to Dr. Robert Sea
mans, NASA Deputy Administrator: "A goal
and usually in NASA we speak of such a goal 
as a 'mission objective'-may be described as 
something to be done in a given way, at a given 
time, for a given cost. A broad objective, on the 
other hand, is what we hope to accomplish as 
a result of reaching a series of specific goals." As 
indicated in the agenda, our broad objective for 
the future is a bioregenerative life-support sys
tem. The series of specific g.oals is represented 
in the various research tasks which you, as 
grantees and contractors, are pursuing in what 
we like to refer to as a systematiQ and concerted 
multidisciplinary effort. 

When we asked for your participati.on, we in
dicated that we wished to confer on the progress 
that has been achieved in the H ydrogenomo
nas-chemosynthesis and photosynthesis ap
proaches to a bioregenerative closed ecologic 
system. We were hoping to encourage an ex
change between those scientists working with 
that system and those pursuing the photosyn
thetic approach. Our final goal evolved about a 
discussion of the problems involved in these 
systems, avenues .of approach to solutions, and 
the potentia:l of either a single or mixed system 
for fulfilling a mission objective-long-term 
life support. 

Again, referring to the excellent list of topics 
to be presented and discussed, we should be able 
simply to put the pieces together and solve a 
perplexing puzzle. Unfortunately, this is not 
the case. During my 12 years with the Office of 
Naval Research, I was constantly plagued and 
harrassed by the expression "man IS the weak
est link in the weapons system.I?' I hQpe this will 

not be true for the biologic .organism in the 
bioregenerative system. I hope, also, that we can 
elaborate upon certain concepts and research 
results to answer some of the questi.ons we must 
ask. These may possibly include: 

1. In the Hydrogenomonas-chemosynthesis 
system we wish to know (a) is there an inherent 
danger of damage to the enzyme system, hydro
genase, by virtue of the molecular .oxygen in 
the medium; (b) regarding Hydrogenomonas
bacteriophage relationships, are there differ
ences between heterotrophs and autotrophs, 
what is the extent of lys.ogeny, and what are the 
potential dangers in a continuous culture sys
tem; (c) what are the factors required for 
protein synthesis; (d) are neutral fats and poly
saccharides formed and what are their charac
teristics so that some factor can be ascribed from 
the nutritional point of view; (e) are we myopic 
in concentrating on aerobes instead of exploiting 
anaerobes such as Clostridium a.eetioum singly 
or in combination with aerQbes such as Hydro
genomonas eutropha; and (f) what is the 
genetic stability of such cultures ~ 

2. Looking at both processes, (a) what are the 
advantages and disadvantages of each system; 
(b) is there any mutuality or commonality (for 
example) at the molecular level for energy col
lection and utilization, electron transport sys
tems, etc.; are the energy collection and conver-. 
sion sites similar, molecularly; (c) what are 
the kinetics of the various chemical reactions 
taking place in the closed ecologic system; (d) 
what are the trace element requirements for co
enzyme function ;'\ e) are there metabolic endo
toxins or toxins in human waste materials that 
could wreak havoc in the system; (f) is mem
brane function and resistance to exogenous poi
sons a. problem area; (g) what must we know 

VII 



VIII BIORE,GENERATIVE SYSTEMS 

about excited states and" interniediates of as
similates such as urea; and (h) can we think of 
a combination of chemosynthesis-photosyn
thesis~ 

3. Are we technologically on the verge of an 
engineering design to test the feasibility of a 
bioregenerative life-support system; can we de
cree with 'a high degree of certainty and con
fidence that these systems could withstand the 
rigors of space flight such as acceleration and 
vibration; is there any danger to them from such 
space environment factors as radiation and null 
magnetism~ 

I added the latter merely to provoke such 
comments as are apropos. However, your delib
erations may be pertinent to what the next 
speaker has to say. I do hope, however, that 
some of the foregoing problems will be given 

attention in the'presentations and considerable 
thought during thE} summary session. ~ 

It is often said that when one inherits a scien
tific program, one not only takes on the good 
but must live with the bad. My comments con
cerning this are that we would not be assembled 
here today to confer on one of the dynamic bio
science task areas of NASA, had it not been for 
the foresight and direction of Dr. Dale W. Jen
kins. I do not wish to overdo the accolades, but 
I must say that this NASA program will be 
synonymous with the name of Dr. Jenkins. 
With his continued support, I hope to carry it 
to fruition, perhaps as a future Biosatellite 
flight experiment for a pilot study. It is now my 
privilege to present the Assistant Director for 
Science of our Bioscience Programs Office, Dr. 
Dale Jenkins. 
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Bioregenerative 
Life-Support Systems 

DALE W. JENKINS 

Closed ecological life-support systems are one 
of the most difficult scientific and engineering 
tasks in the space program. Manned space flight 
of long duration requires a complete life-sup
port system able to supply all the oxygen, food, 
and water; to remove all excess carbon dioxide, 
water vapor, and human body wastes (table 
I); to maintain the oxygen, carbon dioxide, 
barometric pressure, and temperature at a suit
able level; and to remove any accumulated toxic 
products and noxious odors. In the spacecraft, 
a human being is confined in a restricted en
vironment where it is necessary to miniaturize 
a completely balanced microcosm or closed 
ecological system. This is an enormous biologi
cal and bioengineering problem. Weight, size, 
simplicity, and efficiency of operation,and, in 
particular, reliability are important factors. The 
disciplines involved in such systems include 
biology and microbiology, cryogenic fluid 
handling in low gravity, heat transfer, and 
thermal integration with other systems, such as 
power. Tpe physiological, psychological, and 
sociological problems of man must also be con
sidered. 

TABLE I.-Average Daily Metabolic Data jor a 
70-kg, 25-Year-Old Astronaut With Normal 
Spacecrew Activity a 

Item Data 

O
2 

uptake_ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ 0.862 kg. 
CO

2 
output__ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ 1.056 kg. 

Drinking H20_______ _ ___ __ __ _ _ __ _ 2.5 liters. 
Food-rehydrating H20 _ _ _ _ _ _ _ _ _ _ _ _ 1.0 liter. 
Food __________________________ ~ 3000 kcal. 

Water output: 
Urine _______________________ 1.6 liters. 
Respiration and perspiration ___ 2.13 liters. 
Feces _______________________ 0.09 kg. 

Total heat output ________________ 11 100 Btu. 

-After Talbot (ref. 1) 

Office of Space Science and Applications, NASA 
Washington, D.C. 

There have been rubout 15 years of fairly in
tensive research on algae, with occasional re
search studies on higher plants, and about 4 
years of research on Hydrogenomonas bacteria 
and electrolysis. During this time, no efficient 
and reliable system capable of continued opera
tion has been developed. 

Review of the research 'and development con
tracts of NASA, the Air Force, and other 
government agencies indicates that about $30 
million have been spent on research in photosyn
thetic bioregenerative systems during a period 
of 12 to 15 years. NASA has supported limited 
research ($1 million) on algae and higher 
plants to determine their potential for biore
generative systems. Research programs on con
tinuous culture of algae and photosynthesis 
have been supported for a:bout 6 years at the 
University of Maryland, University of Min
nesota, and the Research Institute for Advanced 
Study (RIAS). The Air Force has been quite 
heavily involved in research on photosynthetic 
systems. It was informally agreed that the Air 
Force would mainly support the photosynthetic 
systems and NASA the bacterial systems, to pre
vent duplication of effort. In the Hydro
genomonas research and development program, 
less than $1 million has been spent by NASA. 
The present program support is about $0.3 mil
lion per year. Other bacterial systems of inter
est and with a promising potential include 
M ethanobacter· in combination with Pseu
domonas bacteria, suggested by Dr. R. Hum
phreys, University of Pennsylvania. 

The major questions, often asked, are: will 
bioregenerative systems be used, when, and to 
what extent? Several answers are given. Some 
people have talked about farming on Mars or 
the Moon. Others about bioregenerative sys
tems for two or three men for 2- or 3-month mis
sions. In many publications, tradeoffs of stored 
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2 BIORE,GElNERATIVE SYSTEMS 

versus regenerative systems are considered for 
a variety of missions, ranging from a few men 
for a few months to a number of men for several 
years. Present plans in NASA for manned mis
sions indicate a possible first requirement for 
bioregenerative systems around 1985. A manned 
space station holding possibly nine men for 
several years is being considered for about 19'73. 
A manned lunar landing is planned by about 
19'70, followed perhaps by lunar exploration 
programs. (A lunar base has been proposed, but 
it is not a firm program.) There seems to be no 
need for a bioregenerative system in currently 
discussed lunar bases. As yet, no serious plans 
are being made for a probabJy large number of 
people for a long stay on the Moon. 

A manned fly-by to Mars with a surface sam
ple return has been discussed for 19'75; this 
would require about '700 days with four or more 
men flying by Mars in an ellipse into the aster
oid belt and back to Earth. It is doubtful that 
the required life-support system for such a mis
sion would be ready by 19'75. A manned Mars 
lander is being considered for the 1980's. There 
are three possible types of flight. The first is at 
opposition, in which the two planets are fairly 
close together in their orbits <around the Sun. 
This includes a direct transfer mission from the 
Earth to Mars, a stay time of about 50 days, 
and then return. The total time would vary from 
about 400 to 600 days, depending on the year. 
In the conjunction-type mission there is a trans
fer from Earth to Mars, taking about the same 
period of time, but involving a stay time of 
about 400 to 500 days, and then a return when 
Mars comes around in opposition again. This 
conjunction-type mission would take from 900 
to 1000 days. The other type of Mars manned 
mission is the Venus swing-by, flying directly 
from Earth to Mars with a stay time of about 
10 to 50 days, depending on the time period, and 
then swinging in toward Venus and using its 
gravitational pull to swing around and come 
back to Earth. This mission requires about 400 
to 600 days, depending on the date. 

These missions last from 400 to 1000 days. 
Most studies have shown that men confined for 
long periods should number not less than six, 

preferably eight-for psychological and soc\o
logical reasons. 

A company of eight to 10 men shut up for 
400 to 1000 days would require regenerative life
support systems. Bioregenerative systems would 
have to be weighed in comparison with the 
chemoregenerative systems that are being devel
oped by the NASA Office of Advanced Research 
and Technology. 

The first potential mission requiring a bio
regenerative system would be a manned Mars 
landing in the 1980's. The 1984 opposition is one 
of the best from the standpoint of shortest dis~ 
tance in time and probable availability of pro
pulsion systems and technology. With a 1984 
goal, flight-qualified life-support equipment 
would have to be ready to install in a flight 
system in 19'79. By about 19'74, completely de
signed life-support hardware should be ready 
for quality and reliability testing. This equip
ment would have to be tried out in a space sta
tion under weightlessness or low gravity. (No 
decision has yet been made whether partial 
gravity is required in a space station.) 

Two types of biological regenerative systems 
have been proposed. The photosynthetic sys
tem involves the use of algae or higher plants 
and requires the introduction of light energy 
with carbon dioxide and water to produce oxy
gen' cells, and water. Another system, proposed 
in 1961, involves the electrolysis of water and 
the concurrent use of H ydrogenomonas bacteria 
that take up hydrogen, carbon dioxide, and 
urine 'and prov1de wa,ter and bacterial cells. 
The difference between the two biosynthetic 
processes-photosynthesis 'and chemosynthesis 
("dark" synthesis)-is not in the synthesis 
itself, but in how the hydrogen is made 
available from water to reduce the hydrogen 
carrier. For photosynthesis, light energy is used 
to split the water (photolysis). If only artificial 
light is available, a heavy loss (about 80 per
cent) must be taken into account in converting 
electricity into visible light. 

The photosynthetic bioregenerative system 
has been studied extensively, with major empha
sis on aquatic algae-which are the most efficient 
plants for closed ecological systems. The use of 
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algae has been critically reviewed and the re
sdfts of all investigators compared (ref. 2). 
Using fluorescent light, the most efficient system 
for the support of one man requires 100 liters 
of algae with 10.4 kw continuous and 12 square 
meters of illumination surface (ref. 3). Using a 
GE high-light intensity Quartzline lamp, the 
most efficient system requires 43 liters, 48.0 kw 
continuous, and 1.7 square meters of illumina
tion surface (ref. 4) . 
It has been amply demonstrated that 

Ohlorella can be used in a closed ecological sys
tem to maintain animals such as mice or a mon
key. The algal gas exchanger has the capability 
of: (a) efficiently supplying all required oxy
gen; (b) rapidly and effectively removing all 
carbon dioxide; (c) removing excess water 
vapor from the air; (d) removing noxious and 
toxic odors from the air; (e) utilizing waste 
water from washing; (f) utilizing urine; (g) 
utilizing feces and .other organic and nitrog
enous wastes; (h) recycling water to provide 
clean water for drinking and washing; (i) sup
plying f.ood in the form of algae or 
algal products; (D supplying food to animals 
to produce animal fat and protein. The use of 
algae for supplying oxygen, food, and water, 
and removing carbon dioxide, water vapor, and 
odors has been considered by many authors for 
use in spacecraft and space stations, and for es
tablishing bases on the Moon or Mars. 

NASA has supported the development of 
the H ydrogenomon(J;8-electrolysis bioregenera
tive life-support system. This system com
bines the electrolysis of water with the 
growth of Hydrogenomon(J;8 eutropha bacteria. 
Water is split into oxygen (supplied to the as
tronaut and bacteria) and hydrogen (supplied 
to the Hydrogenomonas bacteria together with 
carbon dioxide and urine from the astronaut). 
Water of respiration from the astronaut and 
water produced by the bacteria are used in elec
trolysis. The bacteria can be a potential partial 
food source. The electrolysis system has been 
developed to operate. under conditions of 
weightlessness wi.th 3Jbout 80 ipercent· efficiency. 
This electrolysis-bacterial system requires no 
light energy and is potentially more efficient 
than the best algal or higher plant bioregenera
tive systems on the basis of electrical power re-

quirements. At present, comparison by weight 
and volume indicates the electrolysis-bacterial 
system as the more efficient. 

The chemosynthetic conversion is carried out 
by the hydrogen bacteria. In the enzymatic 
cleavage of molecular hydrogen, supplied from 
the eleotrolysis of water, energy is made avail
able for biosynthesis. The generation of this 
"biological energy" is mediated by a stable en
zyme, hydrogenase, which is present in most 
hydrogen bacteria. On the average, a cleavage 
of 4 moles of H2 is required for the conversion 
of 1 mole of CO2 (the hourly production of a 
man) . The removal of this amount of CO2 would 
thus require the cleavage of 4 moles of water. 
In addition, to supply oxygen for human respi
ration (at a rate of 1 mole of O2 per hour), re
quires the cleavage of 2 additional moles of 
water. Therefore, the chemosynthetic regener
ation and human respiration together would 
require, on the average, the splitting of 6 moles 
of water per hour. 

Figure 1 illustrates the material balances be
tween the electrolysis, bacteria, and astronaut. 
Comparison with the average metabolic data 
of an astronaut Ia8 recorded in table I shows 
that the CO2 of the astronaut and the bac
teria lare balanced at 1.056 kg per day. 
The water relations are not completely bal
anced, but are fairly close. In recent NASA
supported researoh, the amount of culture 
medium has been estimated by improved cul
tivation methods under the right conditions. 

4O:)'V ~. 

'" ~~ ~$ 
., ~'" ~ ..r. 
~ ~. 'I <'...!~ ., !;. 

~... ~~ 
~::f' CO2 %,' 
~. 44 g/hr. ~ \ 

n.056 kg/day) ~ 

CH 20 

1----30 g/hr.----+i 
( • 72 kg/day) 

urine ~ 
67 g/hr ................ 

U.6 Uday) 

FIGURE i.-Diagram of nw.terial balances in the elec
trolysis Hydrogenomonas life-support system. 
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For batch culture, the data show that from 10 
to 66 liters would be required per man with the 
best practical estimate of 20 liters with 9- to 10-g 
dry weight of bacteria per liter (ref. 5). For 
continuous culture, the present data, using the 
tmbidostat, indicate a demand of some 30 liters 
of suspension, and a volume of 20 li~rs (ap
proximately 10-g dry weight of bacteria per 
liter) as a realistic goal. At present, a density 
of 7 -g dry weight per liter has been obtained 
(ref. 6). 

Growth of hydrogen bacteria as a batch cul
ture, after an initial period of adjustment, be
comes steady and rapid during the exponential 
growth phase. This steady state of growth is 
temporary and ceases when nutrient substrate 
or gas concentrations drop to limiting values. 
For long periods, a continual supply of nutri
ents must be provided. Growth then occurs 
under steady-state conditions for prolonged 
periods; and such variable factors as nutrient 
concentration, oxygen, pH, and metabolic prod
ucts (which eventually change during the 
growth cycle in batch culture) are all main
tained constant iIi continuous culture. 

Use of an electrolysis-hydrogen bacterial life
support system requires continuous bacterial 
culture and integration with the electrolysis. 
The electrolysis system formed a separate unit; 
the hydrogen and oxygen gases were fed into 
the medium alternately with carbon dioxide. 

Two methods can be used for control of con
tinuous cultures. The tUI1bidostat is regulated 
by medium input, and cell concentration is con
trolled by optically sensing the turbidity of the 
culture. Organisms grow at the maximum rate 
characteristic of the organism and the environ
mental conditions applied. A disadvantage of 
the turbidostat is that all nutrient concentra
tions in the culture chamber are necessarily 
higher than the minimum, causing inefficient 
nutrient consumption. The turbidostat system 
for continuous culture of H ydrogenomonas bac
teria, developed by Battelle Memorial Institute, 
includes electrolysis of water in a separate unit. 
Hydrogen and oxygen are fed separately up to 
the point of injection into the culture vessel, and 
the mixed volume is kept very small to minimize 
any possibility of explosion. 

In the chemostat, growth of the organisms is 
limited by maintaining an essentJial nutri&.t 
concentration below optimum. A constant feed 
of medium (with one nutrient in limiting con': 
centratJion) with constant removal of culture at 
the same mte is used to achieve the steady state. 
The dilution rate is set at a predetermined value 
and the microbe population is allowed to find 
its own level. This constitutes a self-regulating 
system and allows selection of a desired growth 
rate and population age. 

Both continuous culture approaches are being 
studied with NASA s,upport. The turbidostat 
offers the greatest potential for greatest effi
ciency in weight and volume, but is less efficient 
in the use of nutrient materials and has greater 
engineering complexity. The chemostat is less 
efficient in weight and volume, but is simpler 
and more reliable. Hydrogenomonas eutr'opha 
has been grown in 15-liter batch cultures and in 
2.1-liter continuous cultures. A 20-liter contin
uous cUlture to balance the requirements of a 
man is under deVelopment. 

Potential problems in large-scale continuous 
bacteria production include assuring genetic 

. stability, the prevention or control of virus 
phage and bacterial contamination, and the pre
vention of heterotrophic growth. Research is 
progressing on these possible problems. Genetics 
of hydrogen bacteria and phage infection have 
been studied by DeCicco (ref. 7). When the 
bacteria are exposed to organic material (in 
the urine), they change from autotrophic to 
heterotrophic growth and do not utilize hydro
gen. The intermediary metabolism of the bac
teria is being studied, with radioisotope labeling. 
These problems cause significant effects and 
must be eliminated or controlled. Hyd1'ogen
omonas bacteria may lbe used for food in at least 
part of the astronaut's diet. The washed bac
teria have a mild taste and are being' studied for 
their total energy content, protein and lipid 
digestibility, and vitamin content. Carbon and 
nitrogen balances and respiratory quotient are 
being measured in animals fed on the bacteria 
and will be reported by Dr. Calloway. 

Table II gives the power and weight require
ments for both chemical and biological regener
ative life-support systems. These should be con
sidered tentative best estimates based on present 
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T~BLE n.-Requirements for Regenerative Life
Support Systems 

Requirements! 
man a 

System 

Weight 
(kg) 

Partial chemoregen-
erative ___________ ------

LiOH ______________ 125 
NaOH _____________ 155 
CO2-H2 _____ -- - ___ -- 34 

Full bioregenerative 
Algae-artificial 

illumination _______ 116 
Algae-solar illumin-

ation _____________ 103 
Electrolysis H ydro-

genomonas __________ 55 

• After Del Duca et al. (ref. 9). 
b After Bougers and Kok (ref. 8). 
, After Ward et al. (ref. 3). 

Power 
(kw) 

-------
1. 40 
7. 68 
0.36 

clD.40 

1. 70 

bO.75 

d Includes instrumentation and food storage. 

REFERENCES 

3-man b (270 
man-day mis-

sion) 

Weight Power 
(kg) (kw) 

------

d332 1. 75 
------ ------
------ ------
------ ------

591 25.00 

356 0.60 

129 2. 60 

data. The application of recent data on bioregen
erative systems to spacecraft systems has been 
studied by Bongers and Kok (ref. 8) who put 
this favorable-looking electrolysis-H ydrogen
omonas system in proper perspective: 

The bioregenerative systems are more or less in a 
transitory phase between research and development. 
The power data can be considered fairly accurate, at 
least within ±20%. The postulated weight data, how
ever, represent approximations, particularly with re
spect to auxiliary equipment and construction mate
rials. Also omitted are the weight penalties most 
probably involved in the processing of the solid output 
of the exchangers, elegantly defined as potential food. 
Further research is required in this area to evaluate 
the regenerative systems, especially the bacteria, with 
respect to this potential. Furthermore, as yet there 
is no experimental proof that the growth rates of the 
heavy bacterial suspensions can be realized in a large 
design, determined on a relatively small scale with 
fairly precise control of physiological oonditions and 
gas exchange. This aspect may affect considerably the 
weight involved in a chemosynthetic balanced system. 
Nevertheless, at present, this approach still seems most 
promising. 

1. TALBOT, J. M. : Life Support in Space Operations. Air Univ. Rev., vol. 16, 1965, pp. 42-52. 
2. MILLER, R. L.; AND WARD, C. H.: Algal Bioregenerative Systems from Atmosphere in 

Space Cabins and Closed Environments. Meredith Publishing Co., 1966, pp. 186-222. 
3. WARD, C. H.; WILKS, S. S.; AND CRAFT, H. L.: Use of Algae and Other Plants in the 

Development of Life-Support Systems. Am. BioI. Teach., vol. 25, no. 7, 1963, pp. 512-
521. 

4. HANNAN, P. J.; SHULER, R. L.; AND PATOVILLET, C.: A Study of the Feasibility of Oxygen 
Production by Algae for Nuclear Submarines. U.S. Navy Res. Lab. Rept. 5954, 1963. 

5. BONGERS, L. : Sustaining Life in Space-A New Approach. Aerospace Med., vol. 35, 1964, 
pp. 139-144. 

6. FOSTER, J.: Research on Techniques and Procedures for the Cultivation of Hydrogen
Fixing Bacteria. Prog. Rept., NASA Contract NASr-100(03). No. 136-02-903, 1965. 

7. DECICCO, B. T.: Genetic Studies of Hydrogen Bacteria and Their Applications to 
Biological Life-Support Systems. Prog. Rept., NASA Grant NGR-09-OO5-022, 1965. 

8. BONGERS, L.; AND KOK, B.: Life-Support Systems for Space Missions. Developments in 
Industrial Microbiol., vol. 5, 1964, pp. 183-195. 

9. DEL DUCA, M. G. ; HUEBSCHER, R. G. ; AND ROBERTSON, A. E. : Regenerative Environmental 
Control System for Manned Earth-Lunar Spacecraft. lAS National Meeting, Man's 
Progress in the Conquest of Space, 1962. 

COMMENTS 

Dr. TSUCHIYA. How is the power requirement for 
electrolysis calculated? From distilled water or urine? 

Dr. JENKINS. The calculatiprrs are fbased on WIater, 
not urine. 

Dr. TSUCHIYA. If there is organic matter in the sys
tem, the efficiency of meeting the power requirements 
drops off. 

Dr. JENKINS. II! the . case of HydrogenQf/umas, the 
urine would go to the culture medium, which is separate 
from the electrolysis unit, and only the water of res
piration and water from fuel cells wou1d be used for 
electrolysis. 

Dr. TSUCIDYA. Is the fuel cell water pure enough for 
electrolysis? 

Dr. SAUNDERS. Yes, by virtue of a fiJJtration system 
in the fuel cell-resin columns and millipore filters. 
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Dr. JENKINS. You can drink fuel cell water. We will 
use it in the 3O-day Biosatellite for the primate. 

Dr. TSUOHIYA. Using the old-time technology, at 
least, they UJSed 1Jo put in a fair amount of caustic. Thus, 
you will have to take care of that, too, will you not? 

Dr. JENKINS. That makes the electrolysis system 
most efficient, according to the papers I have seen. 
But only pure oxygen and pure hydrogen are evolved 
during electrolysis, and the caustic is left in the water 
and does not go in with the cells. In the system that 
we f.oresee, the growth of the organisms is cO'lllpletely 
separate from the electroly.sis unit. 

I would like to finish by pointing out that there have 
been a number of conferences held-I think most of 
you know of these. The Air Force published one of 
these dealing with biologistics for space systems. This 
was followed 2 years later by a conference held by 
NASA on nutrition and related waste problems in 
space, and the're were some papers presented on bio
regenerative systems. Perhaps the most critical report 
that has come out recently is by Miller and Ward on 
the Algal Bioregenerative Systems. I think all of you 
have seen this. It WIDS published ~n Industrial Micro
biology, and summarizes all of the algal work aU over 
the world. It is really an excellent treatise compiling all 
of the data in a system of figures so that you can 
actually compare different algal systems. The Air Force 
has also published a bibliography on bioregenera,tive 
systems for extroterrestrial habitation. In the NASA-

published document, "Significant Achievements in 
Space Bioscience," there is a summary on bioregenera
tive systems. It has also been extremely interesting to 
see whrut the Russians are doing. I would like to finish 
with a few comments about their program. 

I have :tJalked ,wilth a number of them. One of !the out
standing scientists in the biaregenerative area is Dr. 
Andre Rubin, whose specialty is phorosyntheSiis. A re
port has been published by the Aerospruce TelC'hnology 
Divisio!ll, Diblmry of Congress, which summarizes the 
work in ·the SovIet Union, particul:arly with Ohlorella 
and higher plants. A Life-Support System photosyn
thesis report of December 1965 gives a thtorough sum
mary of the work going on in Russia on photosynthesis. 

I summarized the Hydrogenomonas work of NASA in 
Athens in 1966. [Jenki!lls, D. W.: Electrolysis-Hydro
genom'Onas Bacterial Bioregenerative Life Support 
Sytsem. Proc. XVI Intern. Astr'OnaUltical Congress, 
Athens 1966, pp. 229-246.] Dr. Gazenko stated that 
RusSiia had not done runy wock O!ll Hydrogenomonas, and 
was intereSited in obtaining samples of H ydrogenomonas 
for them to look into the system. Buit they have done a 
great deal of work on Ohlorella and quite a bit on 
higher pronts. 

Dr. SAUNDERS. Our program has been divided into 
three main technical sessions 'and a summary session. 
The first sessIon is 'On the bi'OChemistry and physiology 
of hydrogen bacteria. Dr. Bongers will begin that ses
sron with his paper on Chemoautotrophic Metabolism. 
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Chemosynthetic Metabolism 
of Hydrogenomonads 

Bacteria that can synthesize 'all their cell con
stitutents, with carbon droxilde as the sole carbon 
source, are considered autotrophs. These 'Or
ganisms can be subdivided int'O two groups, de
pending on the nature of the primary source of 
energy used for the conversion processes. The 
organisms Ithat depend on the oxidrution of in
organic compounds as primary energy source 
are the chemoautotrophic, or the Clhemolitho
trophic bacteria. The 'Organi'sms that utilize 
light energy for the reduction processes are the 
photosynthetic or photo1i.thotrophi'C baoteria. 
Representatives of both groups, including 
algae, are listed in ta;ble I, together with the 
energy made available in the combustion or 
energy-yielding rea;ction. The autotrophic 
metabolism of these miscroorganisms CiOuld 
conceivably be applied t'O balance the hetero
trophic metabolism of man in a cl06ed environ
ment; the phot'OsyntJhetic algae and ,the 
hydrogen bacteria are considered promising 
candidates. 

N 8 26,2 9 
LEONARD BONGERS AND JOHN C. MEDICI 

Research Institute for Advanced Studies 
Baltimore, Maryland 

Criteria for the selection of a biological sub
system for food and oxygen regeneration in
volve parameters such as reliability, overall size, 
weight and energy requirement. Hydrogen bac
teria (e.g. H. ewtropha, H. jMili8, H. ruhlamilii, 
H. ~O), the subject of this presentation, are of 
considerable interest because their biological 
conversion efficiency is relatively high; also, the 
products utilized in the combustion reaction 
(H2 and O2) can be regenerated by electrolysis. 

A number of observations indicate that hy
drogen bacteria undergo 'autotrophic conversion 
according to the following equation: 

Electrolytic cleavage of 6 moles of H 20 would 
thus suffice to provide the products for the com
bustion reaction. Thus, the end result of biosyn
thesis plus electrolysis is the formation of 1 mole 
of CH20 and 1 mole of O2; this represents 

TABLE I.-Relationship Between Oxygen Oonsumed and Oarbon Dioxide 
A88imilated, and Efficiency of Growth in a Number of Autotroph8 

02{002 Efficiency Reference 
(percent) 

Chemosynthesis: 
Thiobacillus thiooxidens a 

S+ 1.5 O2+ H20 = H2S04 + 104 ___________________ 18 8.3 1,2. 
N itrosomonas " 
NH~ +1.5 02=NO-; +H20+2H++84 kcaL ______ 20-30 7.9 3,4,5,6. 
N itrobacter a 

NO:; +0.5 02=N0"3 + 18 kcaL _________________ 30-50 5.9 7,3,4,6. 
H ydrogenomonas 
H2+0.5 O2= H20 + 57 kcaL _____________________ 2 35 8,9. 
Algae (dark-reduction) 
Ha+0.5 O2= HaO+57 kcaL _____________________ 2 35 10. 

Photosynthesis: 
Algaeh _______________________________________ 

---------- 20 11,12. 
Chromatium spec ______________________________ ---------- 10-20 13. 

."The calculations of 02{002 quotients and energy efficiencies are based upon older data from the literature. It seems 
unlikely that the environmental conditions permitted maximnm culture s:ynthetic activity. 

bThe high efficiency is observed in light limited growth. 

295433 0-68-2 9 
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the approximate caloric intake and oxygen re
quired per hour by one man. Because the cleav
age of 6 moles of H 20 requires approximately 
600 kcal energy input (75 percent efficiency), 
the overall efficiency of energy conversion is 
in the order of 20 percent. This presentation 
will discuss in some detail the physiological 
requirements for batch and continuous cul
tures, the product composition and turn-over 
characteristics. 

MINERAL NUTRITION 

The nutritional requirements for H. e;wtrop~ 
were described by Repaske (ref. 14). Bartha 
(ref. 15) found a requirement for Ni and Eber
hardt (ref. 16) stimulation of hydrogenase ac
tivity of Mn and Co. A more simplified medium 
was tested by Bongers (ref. 17). He found that 
rapid growth of H. eutrop~ and H-20 could be 
obtained with a medium containing a urea or an 
ammonia-nitrogen source in the presence of 
magnesium, phosphate, and ferrous iron. Con
taminations in the major salt ingredients made 
supplementation with trace elements unneces
sary. This information on nutrient requirements 
for, batch cultures is summarized in table II. 

TABLE H.-Optimal Growth Requirements of 
Hydrogenomonas Eutropha 

Density 10 grams (dry wejght)/liter 

Temperature_ _ _ _ _ _ _ ____ _ __ _ ___ 33° C-35° C. 
Pressure_ _ _ _ _ __ ___ ___ _ _ ___ _ __ _ 105 newton/meter2. 
Hydrogeu_ _ _ _ __ __ _ ___ ____ __ _ _ _ 75%. 
Oxygen _______________________ 15%. 
Carbon dioxide_ _ _ _ __ ___ _ __ _ __ _ 10%. 
CO(NH2)2 ____________________ ~ 0.5 g/liter. 
MgS04·7H20_ _ _ _ _ ___ _ ____ __ _ __ 0.1 g/liter. 
Fe(NH4h(S04h-6H20_ _ _ _ _ _ _ _ _ _ _ 0.016 g/liter. 
Phosphate buffer; pH ___________ 6.0--7.5. 

When continuous-culture techniques, such as 
can be obtained with a turbidostat, are consid
ered, the desired condition is a steady state with 
regard to cell concentration, concentration of 
nutrients, rate of cell multiplication, and all 
other properties of the cell suspension. Levels of 
nutrients should not change as they do in batch 
cultures. In order to keep the supposedly opti-

mal concentration of the nutrients constant, the 
nutrients in the inflowing medium must be m~re 
highly concentrated than those in the suspend
ing medium. This is because the inflowing medi
um is diluted by the suspending medium to an 
extent that depends on the consumption of the 
medium constituents by the cells. This relation
ship will be illustrated with substrate nitrogen 
as an example. 

The simplest formulation for calculating the 
necessary concentration of nitrogen in the in
flowing medium is: 

Nm=N8 +Np (2) 

where N m is the nitrogen concentration in the 
inflowing medium, N 8 the concentration of the 
substrate nitrogen, and Np the concentration of 
( working) protein (expressed as nitrogen) in 
the suspension. This formulation demonstrates 
that the nitrogen concentration of the in
flowing medium (nitrogen feeding rate) de
pends on the protein concentration actually 
engaged in the reproduction process (nitro
gen consumption rate) and on the level of 
substrate nitrogen to be maintained. Thus, 
a low consumption rate and a low substrate 
concentration require a low feeding rate. Con
versely, a high consumption rate and a high 
concentration of substmte nitrogen require 'a 
high nitrogen feeding rate. A mlismatched ni
trogen feeding l'IaJte, 'and 'oornsequen'bly 'a devia
tJi1()n from SI:;eIady-StJate conditions,occurs if the 
actual nitrogen con'SUmption mte deviates from 
the expected value. Devialtlion'S in the nitrogem. 
consumption rate may occur if the population 
characteI1istics ohange wiltJh !time, e.g., if the 
rwtio of active metabolizing cells (!Working 
populati'on) over resting cens (in'amive popula,
mon) chianges in the course of 'an expmiment. 

Prooauti'Onrs such as th'O'Se discu'SSed for nitro
gen must be considered for other elements (P, 
Mg, Fe, <and trace elemenits) that are needed 
for cell repI"oduction. However, beciause these 
elements 'are tolerlated at relatively'hligh concen
trations and have limited use, a substrate con
centrationapproaching lthe concenitmti(lns in 
the inflowing medium should lead to steady
state condlitJrons oonducive to rapid cell Tepro
duction. This 'assumption is not documented 
and merits experimental verification. 
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t\nother problem related to nitrogen metabo
lisfu and supply is the extremely rapid decom
position Qf urea, the primtrury nitrogen source 
in a closed envirQIUIlent. This convEttSion into 
NHt and CO2 (and a concomitant upward pH 
shift) is ro be expected with suspensiQns culti
V'ated in thepresenee of relatively low concen
trations of ammonia,acrording to Konig at al. 
(ref. 18). Under these conditions, cells seem to 
be formed, with a high urease activity. Con
versely ,in the presence of certain concentrations 
of ammonia, urease formation is depressed (see 
fig. 1). 

We confirmed these observations---see figure 
2 (a )-andin addition, found that the ra,te 
decom.porsition of urea was hllrgely independent 
of the presence of an energy sourCe; compare 
figure 2 (b) and (c). Appaxentlya given con
centrnltion of ammQni'a in the suspending me
dium may be necessary toprevenlt the hu:i:1d-up 
of high urease 'activity. A nitrogen'tsupply Jteeh~ 
nique responsive tID ,the 'ammQnia conooIlltl:'atdlOn 
may be needed to staHilize the oonditions in the 
working suspenmon. 
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FIGURE 1.-Effect of ammonium ion concentration on 
urase activity in H-16 (according to Konig et al., 
ref. 18). 
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FIGURE 2.-Time course of accumulation of ammoni
umin the cell suspension of H-20 in the presence of 
urea. Gas phase: IL, 0., Co. (left); IL, 0., N. 
(center) ; and.air (right). 

SUPPLY OF GASEOUS SUBSTRATE 
In the ga;seous substrates Ithratprovide tJhe 

suspensi'Oll with energy 'and cwrbon dioxide, the 
hydrogen concentrati'On could be V'aried widely 
(liquid phase tensions, 4 to 60 em) with little 
effect IOn yield. Oarbon-dioxide 'and 'Oxygen con
centrations were more critical. Carbon-qioxide 
cJoncentrations up to 9 cm were tolerated but 
greater concmtratiQns were ha'J:'mful. The QXy
gen p!lIrtilal pressure 'Of the growing suspension 
had ;a strong effect on raJte of growth, energy
conversion efficiency, and met'llibolic Mtlivity 
With regard 100 produot rormrati'Oll. Aft low oxy
gen ooncentra'ti'OllS (3.7 to 6 cm liquid phase 
teIl'SiQn), the rate of carbon-dlioxfide converSion 
was some 50 pe:roont higher than at 15 em. How
ever, this relatively lrigh rate could n'Cit be mmn
t!llined. With prolonged incubation under these 
conditions, the rate 'Of carbon-dIQxide fixation 
declined rapidly, lood !inltracellular lipid mclu
sions were rormed. In tJhese SIl.Sperrsi'Ons cell 
diviSion declined rapidly. At high 'Oxygen con
renitl"3Jtions (15 to 20 peroent) nlO lipid inclu
sions were formed, 'and the rares Qf ceR diVlision 
and orarbon-d'iQxfide fixatiQn rem~ oonstanJt. 
The efficiencies of energy conversions were 
somewhat less 'than the V'Mues o~ed witJh 
low oxygen concentrations (see ltable In). Thls 
response 110 oxygen is 'illustrated in figure 3 'and 
the optJim'al condilti'Ons for growth are sum
marized in table II. 
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FIGURE a.-Rate of CO2 consumption (top) and forma
tion of cellular (PBHB) inclusions (bobtom) as a 
function of oxygen concentra!tion at constant H. and 
CO. supply. 

Also, nitrogen starVlation alters the distribu
,tion of the products of car,bon dioxide fixation 
(ref. 19); also, cell chamcl.eristios undergo 
changes like those obtained with ,prolonged in
cubation under low oxygen concentrations. 

.At ,present it is nOit precisely known what pen
alty this decrease in metabolic activity will 
exact on suspension VlOlume and conversion effi
ciency. From the above disclllSSion it is ohvious, 
however, that cells starved for oxygen and nit
rogen do not lend themselves to cultivation 
under steady-state conditions. The proportion 
of activity dividing cells in the total population 
would decrease, thus 'affecting the value N p (of. 
equation 2 ) and oausing a transition to anew 
steady state. In order to cope with this ,problem, 
culture "staging" is proposed. This technique 
would involve cultivation in two phases occur-

TABLE IlL-Oxygen Supply and Energy Oon
version. Gas Phase: 70-Percent H 2, to-Percent 
002 and O2 as Indicated. Urea Medium; 
Temperature 35° 0 

Percent 0, 5 10 15 20 

02/C02 _____ 1.9±O.2 2. l±O. 1 2. 9±O. 2 3. O±O. 2 

ring in two separate chambers; one cultl1}'e 
chamber containing substrate nitrogen, the 
other not • .At present there is no information on 
the adequacy of this approach, but it is expected 
to pr.oduce the best nitrogen economy in the 
closed envirQnment. 

ENERGETICS 

Hydrogen is used by hydrQgen 'bacteria for 
reductive -and energy-yielding purposes. Hy
drogenase-an enzyme which mediates the use 
Qf hydrQgen-catalyzes the reductiQn of SQme, 
yet unknQwn primary acceptor by hydrQgen; 
this reduced acceptQr then transfers electrons to 
other acceptQrs such as pyridine nucleotide, 
dyes, and (ultimately) oxygen. In !vhis process, 
the two essential reactants required for CO2 as
similationare generated: reduced pyridine 
nucleotide (NADH2) and adenQsine triphos
phate (ATP). 

In the combustion of 1 mole of H2 by oxygen, 
56 kcalare made available. In order to make 
the energy useful Ito the cell, it must be CQn
verted into a negotiable package 'Of energy, i.e.,_ 
ATP or its equiVlalent. The ATP thus gener
-ated can be utilized with NADH2 for C02 re
duction. In addition, ATP is spent fQr poly
merization of primary products and for the 
performanoe of other functions, such M osmotic 
wQrk and cell division. There is evidence that 
abQut 5 ATP are required fQr the complete 
synthesis of cell constituents. 

Judging by the 02/C02 ratios observed with 
autotrophic grown hydrogenomQnads, the effi
dency Qf ATP utilizatiQn must be rather low. 
A vail.able evidence indicates (equation 1) that 
for the assimilation of 1 mole of CO2, approxi
mately 2 m'Oles of oxygen are utilized for the 
cQmbustion of hydrogen. If one assumes (ref. 
20) that the intact cells have a P /0 ratio equal 
to that observed with mitochondrial systems, 
then approximately 12 moles 'Of ATP are re
quired for theassimilatiQn of. 1 mQle of CO2, 
This is approximately twice ,the amount re
quired for an effident system. 

At present, there is no evidence that the classi
cal respiratQry chain is operative in the whole 
cells. Evidence that an abbreviated chain is 
Qperative in ce11-free preparations was deS'cribed 
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TABLE TV.-The Effect of Uncouplers and Inhibitors. Phosphorylative and 
Oxidative Activity with Hydrogen 

Substrate Inhibitor or uucoupler 

Uncouplers 

H
2

_ _ _ _ _ _ ___ _ _ ____ _ _ __ _ ControL __________ - - _______ - __ _ 3.96 
1.05 
1. 17 
o 

7.95 
7.05 
6.55 
8.0 

O. 50 
0.15 
O. 18 
o 

H
2

_ _ _ _ ____ _ __ ___ __ _ _ _ _ lo-8M DNP ___________________ _ 
H

2
__ _ ____________ _____ 0.7 X 1O-5M CCCP ____________ _ 

H
2

_ _ _ _ __ _ _ _ __ ____ _ __ _ _ lo-3M dicumaroL ______________ _ 

Inhibitors 

H
2

_ _ _ _________ ___ _____ ControL ______________________ _ 4. 26 
1. 64 
4. 20 
4. 25 
4. 05 

9.2 
3.04 
9.3 
8.6 
8. 9 

0.46 
O. 48 
0.45 
O. 49 
0.45 

H
2 
____________________ 3 X 10-4M CN-_______________ _ 

H
2
__ _ _ _____ __ _________ lo-4M N;; _____________________ _ 

H
2 
____________________ 160 mm (Hg) CO _______________ _ 

H
2

- ___________________ 2 'Y/ml Antimycin A ____________ _ 

by Bongers (ref. 17), who also studied tlJhe effi
dency of ATP generation associated with the 
oxyhydrogen reaction. When oxidative and 
phosphorylative activities were compared in the 
presence ,and 'absence of specific inhibitors, effec
tive coupling between electron transport and 
ATP generation was found at the first site of 
phosphorylation. 

From the effects of ON-, Ng, 00, and Anti
mycin A on both activities (see table IV), it 
was a;ssumed that (at lea;st with H2 as electron 
donor) most ()If the phosphorylation o~urs at 
a site not affected by these inhibitors, i.e., be
tween hydrogen ('Or a low potenJtial electron 
donor) and cytochrome b, and that this cyto
chrome is auto-oxidizable. This could he further 
demonstrruted by spootrophooometric obseTva
nons. As illustra"ted ill figure 4, Ithecytochrome 
b 'absorpiti'on (curve 1, 562 mp and 528 mp), ob
ta;ined by incubruting cell-free extracts with H 2, 
disappeared when air was introduced in the 
presence of cyanide, while cytochrome (J (curve 
2, 552 mf.'and 520 mf.') remained reduced. Be
cause in the presence of cyanide cytochrome (J is 
reduced even in air, reduced cytochrome b is the 
only difference between the hydrogen-flushed 
sample cuvette 'and theair-equilibmted refer
ence cuvette (see fig. 4, curve 3) . Again, substitu
tion of H2 by 'alir yielded reoxida"tion of cyto
chrome b (fig. 4, curve 4). This obS'erv'llltion 

illustraJtes tha"t under certa.i'l1 conditions cyto
chrome b ca"n function asa termill!al 'Oxidase; 
moreover, it expla.ins the inability of termiwal 
oxidase in'hlibitors to in:hibit electron flow, and it 
verifies the 'assumption that with H2 'as electron 
donor the bulk of phosphorylation OOcurs .at a 
lower potentiul than cytochrome b. 

An attempt was also made to assess the ATP 
requirement for total cell synthesis by finding 
the efficiency 'Of CO2 fixation (02/002) in the 
presence of specific inhibitors. In addition, re
duction and oxidation of cytochromes band (J 

was spectrophotometflically determined in 
whole cells in the presence and absence of 
cyanide. The number of inhibitors that can be 
used with intaJCt cells is Hmited. Actually, only 
Site III (between cytochrome c and O2) can 
be effectively inhibited by either cyanide, azide, 
or carbon monoxlide. No effeciive inhibitors are 
known that block the electron transfer at Site 
II (between cytochrome b and cytochrome (J) 

in intact cells. However, it was observed with 
cell-free extracts that no reaction between re
duced cytochrome (J and oxygen occurred in the 
presence of 10-4M cyanide. A similar inhibition 
can thus be assumed to occur in inta;ct cells. It 
is therefore unlikely that in the presence of 
terminal oxidase inhibitors Site II will con
tribute substantially in the overall ATP 
formation. 
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FIGURE 4.-0xidation of reduced cytochrome b by 
oxygen. Sample (Thunberg) cuvette containing 2-ml 
extract (10-mg protein per ml) and cyanide in the 
side arm, was gassed with hydrogen. Reference 
cuvette contained 2-ml extract. in air. After an in
cubation of 5 minutes at room temperature, spectrum 
1 was obtained. Subsequently, cyanide was tipped 
(final conc. lO-'M) , the hydrogen in the sample 
cuvette replaced by air and spectrum 2 was obtained. 
Spectra 3 and 4 were obtained with 10-'M CN- in 
both reference and sample cuvette. Spectrum 3 was 
measured after flushing the sample with hydrogen 
and the reference with air. Spectrum 4 was obtained 
subsequently after slushing the sample cuvette with 
air. Measurements were made at room temperature 
in Cary model 15. 

The three inhibitors mentioned above not 
only inhibit electron transfer via cyt~hrome a 
to oxygen, but also react with other metal
loenzymes (e.g., hydrogenase, catalase, aldo
lase), but cytochrome oxidase has probably the 
greatest sensitivity known. Due to these side 
effects ()If cytochrome oxidase inhibitors, a con
siderable -decrease in the rate of growth can be 
expected. Actually, it is not the rate of growth 
that is of interest but their effect on conversion 
efficiency. 

Table V lists a number of observations con
cerning conversion efficiency in the presence and 

absence of terminal oxidase inhibitors. The con
version efficiencies are expressed as the 0z/OO2 
ratio. This ratio expresses the number of hydro
gen oxidations required for the assimilation of 
one oarbon dioxide. Under normal conditions of 
cultivation, a value of 2 is observed. It can be 
seen from table V that neither cyruride, axide, 
nor carbon monoxide substantially changes this 
value. Even a large number of observations 
shows no substantial increase in the 0z/C02 

ratio; this proves that in the uninhibited system, 
also, Site I satisfies the necessary ATP require
ment. The CO2 assimilation observed in the pres
enceof H2 and O2 depends on ATP formation, 
generated by oxidative phQsphorylation; this 
is evident from the fact that little C14, incorpora
tion is observed with cells incubated in the pres
ence of an uncoupler( COOP) of oxidative phos
phorylation. Also, the cells incubated in the 
presence of air or an air-OO mixture showed 
little CO2-fixing activity. The 002 assimilation / 
observed is thus a net synthesis that does not 
depend on substrate level phosphorylation. 

Spectrophotometric observations on intact 
cells, illustrated lD figure 5 (curves 1 and 2) 

iY-3. 
I 

I0200 ! 
I 
I 
J 
I 
I 
I 
1 

540 

H. H-20 
I. Hz- AIR (b/e =.57) 
2.lCN+AIR)-AIR (b/e =0) 

N.B. 
3. O-F (b/e =0) /"', 

I \ 

" \ I \ 
I \ 

I \ 
I \ 

I \ 
I \ 
I \ 

I \ 
I \ 

I \ 
f , 

f "-
/ ' .... 

560 580 600 
WAVELENGTH (mjL) 

" 

620 

FIGURE 5.-Curve 1: Absorption spectrum of intact 
H-20 cells (hydrogen reduced minus air oxidized) ; 
absorption maxima at 552 m,.,. (cytochrome c) and 
'562 m (cytochronie b). Curve 2: Absorption spec
trum of intact cells (CN- difference spectrum) j ab
sorption maximum at 552 mIL (cytochrome c), cyto
chrome -b is oxidized. Curve 3: .A!bsorption spectrum 
of intact NitrQbacter agilis cells (dithionite. minus 
feI'rocyanide) ; absorpti<m maximum 550 mJl (cyto
chrQIIle c) and 590 JIlfJ. (cytochrQIIle a). 
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TABLE V.-The Effects oj Inhibitors on Oonversion Ejficiency 

Condition of incubation 
Incubation cos fixation Os consumJE:lon 

Series (min) (pmoles/hr) (pmoles ) OJ/CO. 
Gas ghase (percent) Inhibitor 

Hs • CO. N. 

80 60 15 5 20 ControL _______________ 32 63 1. 95 
80 60 15 5 20% CO _______________ 17 43 2.50 

I 90 60 15 5 20 ControL _______________ 41 95 2.30 
90 60 15 5 20% CO _______________ 22 45 2.05 

0 70 20 10 ControL _______________ 3.8 8.0 2.1 
10 70 20 10 1O-4M NaNa ____________ 4.3 8.7 2.0 

II 35 70 20 10 lO-'M NaNa ____________ 3.7 8.8 2.4 
60 70 20 10 lO-'M NaN

a 
____________ 2.6 8.8 3.4 

120 70 20 10 l()-4M NaNa ____________ 1.1 6.8 6.2 
60 70 20 10 ControL _______________ 4.3 8.2 1.9 

Gas uptake co, fixation CountsM 
(pl/1i8sk) (CPM) 

10 55 5 40 ControL _______________ 370 54 000 146 
10 55 5 40% CO _______________ 127 23 400 184 
lOa 55 5 40 ControL ________________ 131 11 500 88 
10 a 55 5 40% CO _______________ 36 4290 119 
10 80 20 ControL _______________ 152 16 100 106 
10 80 20 lO-4M NaNa ____________ 150 15 700 104 

III 10 80 20 lO-3M NaNa ____________ 124 9 700 78 
14 80 20 ControL _______________ 226 23 000 102 
14 80 20 10-4 CN-_______________ 86 9 900 ll5 
14 a 80 20 ControL _______________ 203 21 500 106 
14 a 80 20 10-' CN-_______________ 77 6 600 86 
10 80 20 ControL _______________ 165 16 400 100 
10 80 20 5X1o-sM CCCP ________ 130 2 500 19 

• Snspension aerated (In air) for 1 hour before incubation. 

gave similar indications as cell-free extracts 
(see fig. 4) with regard to the role of cyto
chrome a. In the presence of CN only the ab
sorption due to cytochrome c (fig. 4, curve 2) is 
observed, while cytochrome a is completely 
oxidized. Kinetic studies have shown that this 
oxidation of cytochrome a by oxygen occurs at 
relatively low oxygen concentration, indicating 
a high affinity of cytochrome a for oxygen. 
Whatever the precise nature of the processes in
volved in this oxidation, the observation clearly 
complements the experiments described above 
and reinforces the conclusion that a cytochrome 
a-oxidase is operative in the intact cells. In or
der to supply energy for CO2-fixation, the cell 
apparently depends upon an abbreviated elec
tron transport chain (H2~Q~a~02)' See 
figure 6. 

In all cell-free extracts as well as in intact· 
cells examined spectrophotometrically, there 
was no convincing evidence of the presence of 
cytochrome oxidase. (Figure 5, curve 3 shows 
cytochrome (] and a in Nitroaaeter agiUs.) It 
is not known whether this behavior of the 
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+ 
HQNO I 

t 
2e- .. X .. FP .. Qcyt.b .. O. 

1 ~./~ ............ ;::' J ....... antimycin A 
, ,/'" ............ ;..... ....... t............ ~ ... t ! 
NAD~k3-/ .. cyt.c _la~o. 

:····I~~-

FIGURE G.-Electron transport scheme for cell-free 
extracts of Hydrogenomonas Sp. 
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cytochrome a-oxidase is a characteristic of all 
hydrogenomoruads or an. adaptive response to 
cultural conditions. It may well be that the cyto
chrome a-oxidase content strongly depends on 
the oxygen concentration at which the cells are 
grown. The relatively high concentrations of 
oxygen normally used for the cultivation may 
well be responsible for the depression of oxidase 
development. Consequently, electron transfer 
via cytochrome a to oxygen may 'become slow, 
and a changeover to a ·cytochrome b oxidase may 
be the result. This changeover in pathway 
would, as mentioned earlier, decrease the effi
ciency of the oxyhydrogen reaction. It is con
ceivable that the ceil, utilizing the abbreviated 
pathway, can make energy available rapidly 
enough to satisfy the requirements. 

STEADY-STATE TURNOVER 

Not enough observations are available at p'l'es
ent to give a meaningful evaluation of the rate 
of growth under steady-state conditions. Of the 
test ex~riments carried out to date in the de-

vice illustrated in figure 7, only a few runs of 
adequate duration have been made at const~nt 
conditions, since variables have been changed 
often in attempts to produce optimal growth 
conditions. With these qualifications in mind, 
the data discussed here must be considered. 

The cultures were initiated at a cell density of 
approximately 4 grams of dry weight per liter 
of resuspending freshly ha!vested cells in a 
fresh medium. No attempts were made to ob
tain high cell concentrations in the autoculture 
by starting out with a small inoculum. The gas 
concentrations maintained during the test runs 
were as follows: 12-percent oxygen, app'l'oxi
mately 9-percent CO2 and H2 as balance. The 
working pressure was 3.5 psig, and the tem
perature of the suspension 30'0 to 320 C. 

In figure 8 the K-values (dimension of K= 
hr-l) of two runs are shown. All K-values ob
served during the 4- to 5-day runs fell between 
the high and the low values shown here (fig. 8), 
and confirm the observations made by Foster et 
al. (ref. 22) . 

~ cot: 
I 

I I 
I I 

r---....J I I , _____ -1 J 
I I r--------
II : PI Gas recirculation pump 
I I I P2 Control loop pump 
I I ! S Solenoid vallie 
I I I B Baffle I I I C] thru C3 Digital (elapsed-

Density 
Controller 

I I I time) clocks 

1~=/=.~:::===.J-1 J ,I C4 Digital counter 
., Mv Metering valve 

Sensor I 
Level 

Control r-- __ °2 Senso~ ____ ~ 

_-1 

HARVEST 

FIGURE 7.-Autoculture unit; total volume 5 liters; working volume 4 liters. Configuration 
according to Finn (ref. 21) ; design adapted from Foster et al. (ref. 22). 
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The rate of CO2 consumption varied from 0.7 
liter CO2 to 0.9 liter of CO2 taken up per liter 
of working suspension per hour. Also, considera
ble variation in the rate of O2 consumption was 
noted. Consequently, the efficiency of energy 
conversion (02/C02) varied widely. The best 
value was 2, which is equrul to the best values 
found with batch cultures. The highest 02/C02 

value was on the order of 4, representing the 
lowest conversion efficiency. If one assumes that 
the conditions can be manipulated to produce 
a steady-state rate of K=0.20, extrapolation of 
the data points to a suspension-volume require
ment of approximately 20 to 30 liters per man. 

o.25,------:;:----;::--------------, 

K{hr-1) 
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FIGURE B.-Specific rate of cell production during 
steady-SJtate operation (density of working suspen
sion approximately 5 grams dry weight per liter). 
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COMMENTS 

Dr. REPASKE. It seems that you might be able to con
trol your urease activity by feeding both ammonia (to 
maintain the urease) and urea simultarreously, if you 
can control the level of ammonia accurately. 

Dr. BONGERS. If you give a mixture 'of urea and 
ammonia you are in business. But, then you have to 
control also the ammonia in the suspension all of the 
time and maintain its constant. I believe it can be done 
without too much difficulty. 

Dr. REPASKE. I am intere~ed. too, in your oxygen
CO2 ratios in the presence of carbon monoxide (CO). We 
find that carbon monoxide inhibits hydrogenase. I see 
that your oxygen-C02 ratios may remain the same. If 

I recall the figures correctly, your net oxygen uptake 
is lower; I thought it was the same. 

Dr. BONGERS. No, much lower; we have done the ex
periment at different levels. In general, an oxidase is 
very sensitiv'e to carbon monoxide or cyanide, very sen
siitive relative to hydrogenase. You can give a very low 
concentration of carbon monoxide and just not inhibit 
hydrogenase. If there is inhibition, it is very limited. 
We have done the experiments at very low C02 concen
trations and at very high C02 concentrations, and es
sentially the 0./C02 ratio does not go down. I have no 
idea how we can explain this. 

Dr. REPASKE. Endogenous? 
Dr. BONGERS. Endogenous? If you look at the same 

cells under conditions where you substiltute hydro
gen 14C for nitl"ogen, the amount of 14C fixed is about 
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zero. If you take out 'Only tl;\e oxyg$ and give it hydro
gen, the amount of "c fixed is very limited. It is 
definitely not endogenous. You can completely stop the 
C-fixation with ATP, bUit not !as well with DNP or with 
arsenate. Of course, they are apparently both incapaci
tated by hydrogen. 

Dr. HUMPHREY. Is it pGssible that your low efficiency 
might be due to an equipment anGmaly? I notice in the 
way Y'Oli operate your turbidostat that you are sucking 
the material frGm the surface. The lipid-rich cells will 
tend tG go into the foam because of the lipolytic action. 
They will tend to concentrate in the foam; you are 
sucking those 'Off. And, are not the lipid-rich cells the 
ones that are more efficient in fixing your C02? 

Dr. BONGERS. Any cells which go off have to go to the 
bGttom. It would not seem that this can explain the 
discrepancy. 

Dr. McFADDEN. It would seem that the problem in 
these chemostat experiments might be a drift of the 
composition of the recirculated gases. Do you encounter 
this problem? If the oxygen-C02 ratio is changing, this 
could result in a change in composition of the gases 
that are to be recirculated. I think that this might be 
an important problem for the long term. Don't you 
depend on more or less matching the input gas compo
sition with that used by the cells? 

Dr. BONGERS. Not essentially. What you do is to 
place your senSGrs in your liquid phase. When you 
measure this way, you do not care a bit what is above. 

Dr. McFADDEN. But you are recirculating these gases. 
Dr. BGNGERS. Yes. 
Dr. MCJ!'ADDEN. So, it seems to me you are changing 

the composition with time. 
Dr. BONGERS. No, you are not changing that mue'll 

with time, because your cell concentration stays con-

stant. Only if the cOlllsnmytJion sh'Ould cbange drasbi-. 
cally (let us say it would take up much more oxygV!n 
at one time than another) your composition should 
change. 

Dr. McFADDEN. Right. And it does change as much 
as twofold. 

Dr. BONGERS. I do not know how much it can be. 
Dr. DECICCO. I do not think you are getting recircula

tion in the way you estimate. This is a one-way feed. 
You do not recirculate your complete mixture. Is that 
right? 

Dr. BONGERS. You recirculate some of it. 
Dr. FOSTER. He is recireulating some 'of the gases. 

But, you are also feeding the gases in from the bottom. 
Our experience is that you get equilibrium wilthin less 
than a minute, at least. 

Dr. BONGERS. Yes, easily. I believe there is equi
librium at all times. 

Dr. REPASKE. It may eost us two sites of phosphory
lation, because of our methods of measuring those two 
sites. 

Dr. BONGERS. I believe it is due to our conditions. 
If you could cultivate them in a very low oxygen con
centrate, you definitely would develop a cytochrome 
oxidase. 

Dr. DECICCO. If I remember correctly-maybe Dr. 
Repaske would know better than I-I do not believe 
a bacterial system has ever been found that gives you 
a better P-to-O ratio than I-point-something. Is that 
not true? I know a lot of them have been checked. But, 
in general, they are very low. You cannot get anywhere 
near that which you would get with a mammalian 
system. 

Dr. REPASKE. That is generally true. But in Micro
baoterium phZiae it has approached 3. 



Biochemistry and Physiology 
of Hydrogen Bacteria: 

Biochemical Differences in 
Hetero- and Autotrophs 

Use of the hydrogen bacteria as a component 
in bioregenerative life-support systems during 
space flight will depend on a number of factors. 
One will be a thorough understanding of their 
metabolism. Several species undergo reflJdily re
versible transition from 'autotrophism to heter
otrophism. We have examined the carbon metab
olism of one of these species, Hydrogenomonas 
facilis, in an effort to define the differences be
tween these two modes of growth in molecular 
terms. 

In 1963 (ref. 1) we discovered that cells 
grown, washed, and presented with growth sub
strate under growth conditions coupled ribose 
oxidation 'with 14C02 fixation very efficiently. 
These studies were extended to investigate the 
mechani.sm of 14C02 fixation in very short fixa
tion times (ref. 2) . Fixation of radiocarbon into 
glutamate that depends on the oxidation of 
ribose was observed. Total incorporation was 
markedly inhibited by uncouplers of oxidative 
phosphorylation. Thus characteristics of the 

BRUCE A. McFADDEN 

Washington State University 
Pullman, Washington 

observed incorporation of 14-carbon into glu
tamate .suggested that it might be important in 
the biosynthesis of glutamate. An interesting 
fact is that intermediates of the tricarboxylic 
acid (TCA) cycle were not detectably labeled. 
Exhaustive efforts to identify the very early 
products of carbon-dioxide fixation were un
successful. However, the relatively early label
ing of glutamate and of phosphoglycerate 
(3-PGA) and metabolically related Ca-com
pounds afforded a means by which the mech
anism of CO2 fixation could be examined. 
Accordingly, glutamate and 3-PGA have been 
isolated ~nd degraded by standard chemical, 
enzymatic, and microbiological techniques. In 
addition, after a separate fixation experiment, 
pyruvate has been isolated as the 2,4-dinitro
phenylhydrazone, the derivative hydrogeno
lyzed to alanine and the alanine decarboxylated 
with chloramine T. Results are summarized in 
talble I. 

TABLE I.-Labeling Patterns in Purified Intermediates oj 14002 Fixation During 
Ribose Oxidation . 

Percent label fixed Distribution (percent) 
Compound 

6 sec 10 sec' 12 sec 6 sec 10 sec' 12 sec 

Glutamate____________________ 3.9 ca. 4 3.8 _______________________ _ 
C

l
____________________________ ________ ________ ________ 90 80 48 

C
s
-___________________________ ________ ________ ________ 10 20 51 

3-PGA_______________________ 5.6 ________ 9.7 _______________________ _ 
C

l
____ _ __ ____ ____ _______ _ __ _ __ _ __ ___ __ _____ ___ _ _______ 99 _____ _ _ _ 99 

C
2
__ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ 0 _ _ _ _ _ _ _ _ 0 

C
3
____________________________ ________ ________ ________ 0 ________ 1 

Pyruvate______________________ ________ ca.2 _______________________________ _ 
C

l
____________________________ ________ ________ ________ ________ 89 _______ _ 

• Both of these 1000econd experiments were conducted separately and were also distinct from the 6- and 12-second 
experiments, which were conducted simultaneously with cells of the same origin. Conseqnently data are not strictly 
comparable except for the 6- and 12-second fixations. 
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The kinetics of labeling of 3-PGA during 
autotrophic fixation by H. faoilis suggest that 
3-PGA is the first stable product of CO2 fixa
tion (ref. 3) and additional data establish that 
the Calvin cycle is the major fixation path 
(refs. 3 and 4) . The data in table I suggest that 
3-PGA arises from function of the Calvin 
cycle, which operates at a suppressed rate com
pared with that during autotrophic fixation. A 
similar conclusion was reached by Hirsch et al., 
who studied products after a single fixation time 
by HydrogenomonM H16 oxidizing succinate 
(ref. 5). The results (table I) also suggest that 
pyruvate arises from 3-PGA as the result of 

catalysis by phosphoglyceromutase, enolas~, 
and pyruvate. Of particular interest to us were 
the labeling patterns obtained for glutamate 
(table I). Incorporation of 14C02 into C1 was 
clearly consistent with the TCA cycle; yet, as 
mentioned before, intermediates of the cycle 
were not detectably labeled. We therefore 
examined the possibility that enzymes of the 
TCA cycle were repressed by growth of H. 
facilis on ribose by comparing levels of these 
enzymes in ribose- and yeast extract-grown cells. 
Table II presents data for extracts prepared by 
.sonic disruption (SO) or with the French pres
sure cell (FPC). 

TABLE n.-Enzyme Apsays 

Enzyme 

NADPH oxidase ___________________________ 
N AD H oxidase ____________________________ 
Pyruvate dehydrogenases ____________________ 
Citrate condensing enzyme __________________ 
Aconitase _________________________________ 

Isocitrate dehydrogenase (N ADP+) ___________ 
Isocitrate dehydrogenase (N AD+) ____________ 
a-ketoglutarate dehydrogenase _______________ 
Succinate dehydrogenase ____________________ 
Fumarase _________________________________ 

Malate dehydrogenase (N AD+) ______________ 
Malate dehydrogenase (N ADP+) _____________ 
Isocitrate lyase _____________________________ 
Malate synthase ___________________________ 
Lactate dehydrogenase (NAD+ and NADP+) __ 

• See reference 6. Specific activity is for fraction S. 
b Specific activity is for fraction S. 

Assayed at 
(mu) 

340 
340 
418 
232 
240 
340 
340 
418 
600 
240 
340 
340 
520 
412 
340 

Specific enzyme activities are reported only 
for fraction "C," which was the supernatant 
from centrifugation at 1500g after the disrup
tion of cells. However, the percentage of "0" 
activity that was recovered in the supernatant, 
"S," after recentrifugation of "e" at 144000g 
was also determined and is reported. As is evi
dent, all enzymes of the TCA cycle are detectable 
at similar levels in ribose- and yeast extract
cultured cells. This is true also of the meta
bolically related enzymes, isocitrate lyase and 
malate synthase. NADH oxidase, aconitase and 

Percentage of "0" 
activity in "8" 

Oells ruptured 

Specific activity in "0" 
ml'moles/min/mg protein 

by 
Ribose- YE- Ribose- YE-
grown grown grown grown 

FPC+SO -------- -------- barely detectable 
FPC 28 27 21 52 
SO 80 none 19 2. 3 
FPC 86 94 226 323 
SO 46 83 30 31 
SO 93 96 148 71 
SO -------- -------- undetectable 
SO none none 2. 2 1.5 
FPC none 25 323 610 
SO 95 81 341 243 
FPC 106 110 4360 3530 
FPC 113 105 72 206 
SO -------- aIOO b 16 a 23 
SO -------- a 100 b 102 a 65 
FPC+SO -------- -------- undetectable 

I 

the dehyrogenases for pyruvate, IX-ketoglutarate 
and succinate appear to originate in particles. 
These data (table II) and the recent results of 
Homann (unpublished observation) who has 
found rapid oxidation of succinate, fumarate, 
malate, pyruvate, oxalacetate and IX-ketogluta
rate by ribose-grown .gells, leave little doubt 
about the function of the TCA cycle in H. 
facilis. Triiper (ref. 7) has recently come to a 
similar conclusion on the basis of enzyme studies 
of Hydrogenomonll8 H16G+. It is interesting 
that, with the latter organism, autotrophic cul-
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ture significantly suppresses levels of enzymes 
df the TCA cycle. 

Our findings, nevertheless, left open the pos
sibility that ribose-grown H. fMilis did not 
possess one or more of the usual carboxylation 

enzymes that afford conversion of Ca-compounds 
to intermediates of the TeA cycle. This possi
bility was examined next and the observations 
are summarized in table III. 

In mixture 1, heavy meromyosin was em-

TABLE III.-Carboxylationof Pyruvate and Pho8phoenolpyruvate (PEP) 
by H14COa-

1400, ineorporation, cts/5 min 

Major components in incubation mixture a 
After ribose AfterYE 

growth growth 

PEP, IDP, ADP, GTP, heavy meromyosin (HMM) ____________ _ 1271 3052 
IDP, ADP, GTP, HMM ____________________________________ _ 705 1613 
PEP, IDP, ADP ____________________________________________ _ 1233 2000 

Pyruvate, NADH _______________________________ - - _______ - __ _ 630 2093 
NADH ____________________________________________________ _ 700 2021 

Pyruvate, ATP, biotin _______________________________________ _ 895 1997 
ATP, biotin ________________________________________________ _ 1080 1526 
Pyruvate, ATP _____________________________________________ _ 986 2100 

Pyruvate, N ADPH _________________________________________ _ 1876 3449 
NADPH ___________________________________________________ _ 1562 2623 
Pyruvate __________________________________________________ _ 703 1902 

PEP, acetyl-CoA ___________________________________________ _ 33800 ----------
acetyl-CoA _________________________________________________ _ 3210 ----------PEP ______________________________________________________ _ 8530 10650 
PEP, inorganic phosphate ____________________________________ _ 8100 7838 
inorganicphosphate _________________________________________ _ 2410 1964 

a Oells were disrupted with a French pressure cell in the presence of 4 mM GSH under the usual eonditions. The 
supernatant from 20000g (20 min; 2° 0) was then used. 

ployed to generate GDP from GTP. The data 
suggest that phosphoenolpyruvate (PEP) ca,r
boxykinase, pyruV'atecarboxylase, malic enzyme 
(NADH- and NADPH-linked), and PEP car
boxylase that utilizes inorganic phosphate as a 
phosphate acceptor play only a minor role in 
carboxylation. Instead, an acetyl CoA-stimu
lated PEP carboxyla.se is the chief catalyst of 
carboxylation. Heretofore it has been reported 
only in the enteric bacteria (refs. 8 and 9). 
After further study, the specific activity of the 
acetyl CoA-stimulated PEP carboxylase in 
ribose-grown H. facilis was estimated to be 0.60 
mpmole CO2 fixed/mm/mg protein at 30° C. 
Although Imv calculations establish that this 
level is adequate to account for the observed 
rate of C1 labeling of glutamate, if it is as-

sumed that carboxylation is followed by prod
uct turnover through the TCA cycle leading 
to a-ketoglutarate and subsequently to the ami
no acid. 

These observations, then, raise a question 
about the failure in earlier experiments (fig. 2) 
to detect labeled TCA cycle intermediates aris
ing from 14C02 fixation during ribose oxidation. 
Perhaps in those experiments this vms only due 
to reflected pool sizes or the loss of these inter
mediates during volume reduction of the acidj
fied ethanolic extracts. 

Of major interest in the present work is the 
rapid labeling of the y-carboxyl group of gluta
mate. One widely overlooked reaction that could 
partially account for this would involve cata
lysis by isocitrate lyase, which was shown to be 
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present in ribose-grown cells (tahle II). Thus, 
isocitrate derived from 14 C-1,4-oxalacetate 
would be cleaved to succinate labeled in a single 
carboxyl carbon. Reversal of the reaction would 
result in incorporation of 14 0 into the y-carbox
ylate group of isocitrate and eventual labeling 
of 0 5 of glutama.te. The 14 0-1,4-oxalacetate 
would arise from carboxylation of carboxyl
labeled PEP, in turn derived from labeled 
phosphoglycerate. The amount of label in each 
of the carboxyls of oxalacetate would approach 
equality as a consequence of turnover through 
catalysis by mal'ate d~hydrogenase and fuma
rase. Under the latter conditions, the specific ra
dioactivity of 0 1 of glutamate would be twice 
that of 0 5 in the limit. In the present work, the 
extent of labeling of 0 1 and 0 5 was about equal 
in the longest fixation time. 

There are other paths that might contribute to 
synthesis of 140-1, 5-g1utamate (fig. 1). The 
relative rates of labeling of 0 5 and 0 1 of gluta
mate by path two would depend critically upon 
the rate of the aforementioned equilibration of 
label between the carboxyls of oxalacetate and 
the specific radioactivity of each of these two 
glutamate carbons would be equal in that limit. 
Participation of path two in glutamate biosyn
thesis by extracts of Acetobacter subowydans can 
be tentatively inferred from the date of Seki
zawa ~ a1. (ref. 10), although very long in
cubations were conducted. If path two functions 
in H. facilis, this organism should be an excel-

lent source of the enzymes. A possibility that 
could account for the observed 05-labeling df 
glutamate would first involve conversion of ox
alacetate-1,4-140 to pyruvate-l-140. Oondensa
tion of the latter compound with acetyl ~oA 
would give rise to citramalate, which might 
then lead to glutamate-5-140 (ref. 11). Another 
possibility that would account for 05-labeling 
would involve catalysis in path one by a citrate 
synthase of abnormal stereospecificity, as found 
recently by Gottschalk and Barker for Olostrid
ium k1!uyveri (ref. 12). Further work on the 
biosynthesis of glutamate by H. facilis is antic
ipated in our laboratory. 

Our data with fixation of 14002 by intact cells 
oxidizing ribose (table I) suggested that the 
Oalvin cycle functioned at a reduced rate. For. 
several years now we have been conducting 
parallel studies at the subcellular level to dis
cover metabolic loci in the Oalvin cycle that 
were sensitive to repression or feedback inhibi
tion during heterotrophic growth. At the outset, 
we postulated that a complement of enzymes 
that functions uniquely in the reductive pentose 
phosphate pathway (Oalvin cycle) for 002 

fixation is synthesized as part of the adaptation 
to autotrophism. Oonversely, we presumed that 
synthesis of the same complement· would be 
suppressed during heterotrophic growth. Re
sultant levels of these enzymes might then con
trol the relative amounts of 002 fixed by 

*102-~2 Oxalomalate*- - - -Hydroxy 14C- 1,S-glu,amate 

C=O \ 

I \ 
CH 2 * \ 
I GI):Ylate 

Acetyl 

14 \ 
*C02 C-l,S-glutamate 

C A Lc· * Succinate* 
o· CD Itrate ~ 

Isocitrate 

.-k.rola~"'-l- "c 

G lutam\te-l- 14C 

FIGURE 1.-Sample of glutamate synthesis path. 
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various paths during heterotrophic and 
a~totrophic growth. 

Two enzymes that ostensibly function only 
in the Calvin cycle are ribulosediphosphate 
(RuDP) carboxylase and phosphoribulokin~se 
(Ru5-P kinase). kbout 4 years ago we dIS
covered a cell-free ATP-, NADH-dependent 
CO2 fixation (ref. 13). Because 'Of its properties, 
we felt that fixation was occurring via the 
Oalvin cycle. The prospect of correlating the 
level of 'this fiX'3Jtion with the level 'of 'One or more 
catJalysts in the Calvin cycle in probing ror con
trol points in CO2 fiX'ruti'On was quite 'attractive. 
Therefore, we thoroughly characterized the 
fix3Jtion. Figure 2 shows the dependence 'Of fiX'a
tion upon NADH and ATP. NADPH was 3 
percelllt as effective as NADH 'ruB a reducl;~nt. 
Table IV illustrates the dependence of fix3Jtwn 
upon HCOa - (provided Ilit cOIlBltant specific 
radioactivity) and Mg+2. Figure 3 presents data 
on the time course of ATP-, NADH-depen
dent CO2 fixation. It can be estimated that only 
cyclic fixatvon oan 'accommodate the l,evel of CO2 
fixation observed. N on cyclic fiX'rution reactions 
would have required extraction from the cells of 
CO2 acceptor (s) that had been present in the 
cell at a total concentration of 10 to 15 moles 
per liter. Incorporation by exchange is rendered 
unlikely by the marked dependence upon ATP 
and NADH and the prolonged constant rate 
of incorporation. Thus, all properties of ,the 
fixation suggested that it occurred via the re
ductive, energy-requiring pentose phosphate 
cycle. 

In parallel work, optimal conditions for the 
measurement of RuDP carboxylase were estab-
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FIGURE 2.-Depenuence of "CO. fixation upon ATP and 
NADH. 
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FIGURE 3.-The ldnetics of ATP-, NADH-dependent 
14CO. fixation. 

lished and the major product of RuDP-depend
ent 14C02 fixation was proved to be 14C-phos
phoglycerate (ref. 10) . However,. assay of 
Ru5-P kinase proved much more dIfficult be
cause published methods for preparation of the 
substrate failed. Extracts of H. frwilis contained 
ribose phosphate isomerase. Therefore, we de
cided to generate D-ribulose 5-phosphate 
(Ru5-P) from added D-ribose 5-phosphate 
(R5-P) . After incubation of extract with R5-P, 
the kinase reaction was initiated with ATP. 
Simultaneously, H14COa- and exogenous spin
ach RuDP carboxylase were added. In this 
manner, limiting kinase was coupled with ex
ogenous carboxylase and it was presumed that 
the rate of 14C02 incorporation into acid stable 
product would equal the rate of the Ru5-P 
kinase-catalyzed reaction. In all studies, three 
different lengths (10, 20, and 30 minutes) of 
preincubation of extract with R5-P were con
ducted prior:oo the addition of ATP, H14COa-

and exogenous carboxy lase. It was assumed that 
if saturating levels of Ru5-P had accumulated 
in the preincubation periods, subsequent incu
bation for 5 minutes to monitor the kinase 
would yield kinase levels independent of the 
preincubation periods. This proved to be true 
in most cases; exceptions will be noted in sum
marizing the data. 

Table V displays data which establish that 
the two levels (13.3 and 20 milliunits) of 
exogenous spinach RuDP carboxylase employed 
in all assays were indeed excessive. Figure 4 
illustrates the dependence of Ru5-P kinase on 
R5-P and ATP. Magnesium ion at 20 mM was 
used in these experiments and the apparent 
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TABLE TV.-The Effect of MgOl2 and H 1400z on Reductive ATP-Dependent 14002 Fixation 

MgCl. varied 
(mM) 

Complete 
(count/min) 

Complete minus 
ATP and NADH 

(count/min) 

1 1000 886 
11 14024 1148 

101 15845 1156 

a Provided at constant specific radioactivity. 

TABLE V.-The Amount of RuDP Oarboxylase 
Required for the Ru5-P Kinase Assay 

Milliunits of RuDP 
carboxylase added 

20 
13.3 
10 
6.7 

None 

3000 

~ 2000 
::: 
<: 

" o 
(.) 

Ru5-P kinase activity 

Complete (count/min) CompleteminusATP 
and R5-P (count/min) 

2400 
2482 
1876 
1479 
624 

3.0 6.0 
ATP or R 5-P 

70 
67 
76 
64 
66 

.-... ATP 
0--0 R 5-P 

9.0 Millimolar 

FIGURE 4.-Dependence of Ru5-P kinase activity on 
R5-P and ATP. Preincubation of 10 minutes occurred 
before addition of H14COa-. 

8000 

<: 

e .... 
~4000 
o 
(.) 

10.0 30.0 Millimolar 

FIGURE 5.-The effect of MgCb upon Ru5-P kinase. 

HHCO, varied a Complete Complete minus 
(mM) (count/min) ATPandNADH 

(count/min) 

10 45076 756 
20 96564 662 
25 110454 680 
30 102808 700 

inhibition especially at higher ATP concentra
tions, may only have been due to desaturation 
of one of the catalysts with respect to Mg+2. 
Figure 5 shows the dependence of the kinase 
upon [MgH]. Figure 6 shows radioautographic 
evidence that the only acid-stable radioactive 
product in the incubation mixture designed to 
measure Ru5-P kinase is phosphoglycerate, as 
would be expected. 

With the establishment of apparently optimal 
conditions for the assay of ATP-, NADH
dependent CO2 fixation, RuDP carboxylase 
and Ru5-P kinase, the specific activities for 
these processes were determined in regions of 
first-order dependence upon protein concentra
tion. The data are summarized in table VI. 

As evident, RuDP carboxylase and .Ru5-P 
kinase are apparently not coordinately regu
lated. On the other hand, inspection of the data 
in table VI reveals that the specific activity 
of RuDP carboxylase approximately parallels 
that of reductive ATP-dependent CO2 fixation. 
If these activities are coordinately regulated, 
the ratio of their specific activities should be 
constant over the wide range of growth s:ab
strates employed. Division of data in column b 
by the corresponding data in column e (or d) 
gives a mean ratio of 9.07. Mean deviation of 
individual ratios is 42 percent, revealing re
markable constancy considering the complexity 
of one 'Of the processes, i.e., ATP-, NADH
dependent CO2 fixation. On the other hand, the 
mean deviation of individual ratios of cle (or 
d) is 80 percent. Thus, the kinase activity does 
not parallel CO2 fixation nearly as closely as 
does that of RuDP carboxylase. 

The observed suppression of specific activi
ties of kinase and carboxylase after various 
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TABLE VI.-The Specific A.ctivities a oj RuDP Oarboxylase, Ru5-P Kinase, and ATP-, NADH-
~ 

Dependent 002 Fixation 

Cultured 

Autotrophically ______ • _____________ _ 
On fructose. __ ._ •• _. ______ • ________ _ 
On glucose ___ •• ____________ • ______ _ 
On ribose _________________________ _ 
On glutamate ____ • _________________ _ 
On lactate __ • - _________ - - - - - - - - - __ . __ 
On succinate _______ • _. ___ • ____ ._. ___ _ 
On acetate ________________________ _ 

RuDP carboxylase 
(millil'moles CO. 

fued/min/mg protein) 

b* 

67 . . 3 
51. 1 
51. 4 
24. 6 

2.05 
10. 2 
2.25 
1.4 

Ru5-P kiIiase(millil'
m()les RuDP formed/ 

min/mg pr()tein) 

c* 

24. 7 b (19. 7) 
24. Ob (22. 3) 
23.2b (21. 4) 
15.2b (12. 2) 
12.8 
12.9 
13.4 
2.8 b (2.43) 

ATP-, NADH-dependent CO,fixation 
(millil'moles CO. fued/min/mg pr()tein) 

d* 

4. 75 
4. 83 
1.65 
2. 07 
0.85 
1.73 
0.24 
0.41 

e* 

(4.54) 

(3. 10) 
(2. 87) 

(1. 51) 

• All the data are corrected for results with controls which lacked substrate(s). 
b These values are calculated from the lQ-min preincubation experiment while all others including those In parenthesis represent the average of 

experiments involving 10-, 20-, and aQ-minute prelncubations. 
"The tnree experiments b, c, and e were conducted on the same extracts; in d and e the experimental conditionS were identical except that 12 mM 

and 20 mM MgCh, respectiVely, were used. 

FIGURE 6.-Radioautogram prepE\,red by exposing a 
two-dimensional paper chromatograrr.. to Eastman 
Kodak No-Screen X-ray film. An aliquot was re
moved after a typical incubation to assay for Ru5-P 
kinase, chroma to graphed and the chromatogram 
then radioE\,utographed. 

295-333 0-68--3 

modes of growth might have been due to repres
sion or the accumulation of inhibitor(s)_ If in
'hibitor(s) had accumulated in excess over the 
enzyme activity of interest, mixing of extract 
from cells having suppressed activity with ex
tract from cells of higher activity would result 
in non-additivity of enzyme units. Data in 
taJble VII provide presumptive evidence that 
the decreased specific activities of both RuDP 
oarboxylase and Ru5-P kinase ~re due to 
repression. 

Results shown in table VIII reveal that 
Ru5-P kinase and ATP-, NADH-dependent 
CO2 fixation are similarly inhibited by AMP, 
providing further evidence that reductive, 
ATP-dependent C02 fixation occurred via the 
Calvin cycle_ AMP has essentially no effeoton 
the RuDP carboxylase-catalyzed reaction. It is 
evident also that ADP inhibits CO2 fixation 
and Ru5-P kinase. 

In conclusion, the data suggest that asig
nificant fraction of the CO2 fixed during ribose 
oxidation by H. facilis is assimilated via the 
Calvin cycle. Suppression of CO2 fixation into 
phosphoglycerate qualitatively parallels repres
sion of the synthesis of RuDP carboxylase in 
ribose-grown cells. Da,ta obtained with extracts 
from H. facilis grown in a variety of ways im
plicate levels of ·the carboxylase in the regula-
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TABLE VII.-RuDP Oarboxylase and 
Ru5-P Kinase Activitiesa in Mixed Extracts 

Culture of origin and 
Activity (count/5 nUn) 

amount of protein (mg) 
Observed Expected 

if additive 

RuDP Carboxylase: 
Autotrophic (0.1) ____________ 7540 --------
Ribose (0.1) _________________ 1566 --------
Acetate (0.1) ________________ 17 --------
Autotrophic (0:05) + acetate 

(0.05) ____________________ 3805 3779 
Ribose (0.05) + acetate 

(0.05) ____________________ 720 792 

Ru5-P Kinase: 
Glucose (0.1) ________________ 1674 --------
Lactate (0.1) ________________ 957 --------
Glucose (0.05) + lactate 

(0.05) ____________________ 1320 1316 

.. " All the activltles are corrected wlth those for controls whiCh lacked 
substrate(s) . 

tion of CO2 flux through the Calvin cycle dur
ing heterotrophic growth. Another catalyst that 
may regulate this flux is hydrogenase, <the spe
cific activity of which is suppressed by hetero
trophic growth-as is well known from the 
reports of a number of laboratories. Hydro
genase may maintain saturating levels of re
ductant. of CO2 during autotrophic growth. 
It 'Would be interesting to see whether hydro
genase and RuDP carboxylase are coordinately 
regulated. 

Superimposed upon the regulation described ,. 
may be control of CO2 fixation through feed-
back inhibition by adenylate or ADP. Since CO2 

fixation requires ATP, the present ohservation 
is in accord with otheradenylate effects (ref. 
14). Thus, as the ATP / AMP + ADP ratio falls, 
cells would be afforded a mechanism to con
serve ATP. Inhibition of CO2 fixation by AMP 
or ADP using extracts of certain chemosyn
thetic and photosynthetic species has been re
ported (refs. 15 and 16). On the basis of the 
present work and another recent report (ref. 
17), it is clear that one locus of the inhibition is 
the step catalyzed by Ru5-P kinase. 

It is of riiajoiinterest from a comparative bio
chemical viewpoint that in H. facilis and the 
two other chemosynthetic bacteria examined. to 
date (refs. 18 and 19) NADH appears to be the 
reductant of CO2, The saIl).e is true in photo
synthetic bacteria (ref. 20). By contrast, work 
in a host of laboratories has indicated that the 
02-evo1ving photosynthetic species use N AD PH 
as the reductant of CO2, Horecker has suggested 
that use of N ADH in reductive biosynthesis may 
be a very primitive property (ref. 21). These 
observatJions, then, provide support for the con
jecture that 02-producing photosynthetic spe
cies evolved from chemosynthetic and anaerobic 
photosynthetic bacteria. 

In conclusion, it is well to remember that a 
mutation of hydrogen bacteria to obligate 
heterotrophism during space flight would be 
lethal to the passenger. This underscores the 

TABLE VIII.-The Effect of AMP and ADP on RuDP Oarboxylase, Ru5-P 
Kinase and ATP-, NADH-Dependent 002 Fixation 

Conditions RuDP 
carboxylase" 

Complete___ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ b (lOO) 
- substrate(s) _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ 1. 4 
+ 0.01 mM AMP _____________________ _ 
+ O.lmM AMP ______________________ _ 
+ 1 mM AMP_______________ 94 
+ 0.1 mM ADP _______________________ _ 
+ 1 mM ADP ________________________ _ 

"Extract from fructose-grown cells was used. 

Ru5--P 
kinase" 

b (lOO) 
3. 9 

86 
55 
27 
69 
25 

ATP-, NADH-dependent COs fixation 

Cultured Cultured on Cultured on 
auto- lactate fructose 

trophically 

b(lOO) b(100) 
1. 3 2.4 

b (lOO) 
3. 6 

92 
32 30 31 

46 

'Count/min incorporated by the complete systems from left to right were: 2706, 1343, 17486, 18840,2065. 
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importance of a thorough understanding of 
~utotrophism and heterotrophism. 
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COMMENTS 
Dr. JOHNSON. I am curious why you referred to the 

fixation which you achieved when nitrogen replaces 
hydrogen. Why do yon refer to this as a heterotrophic 
fixation? 

Dr. McFADDEN. I think I referred to it as the so-called 
heterotrophic fixation. This is the term· we used that 
proved to be dearly inadequate. When you are taking 
autotrol1hically grown cells, they are making storage 
materials; they can fix some C02 that is probably 
coupled witJh degradatiollof storage material. They also 
fix it by a mechanism that is identical, apparently, 

with that functioning under strictly autotrophic 
conditions. 

The interpretation of experiments is difficult. I would 
only Ray that with H. facilis Briles' group has sho,wn, 
under conditions of steady-state chemosynthesis, that 
PGA labels as if it is a major early product. In ex
periments as short as 5 seconds he was able to get, as 
I recall, up to 40 or 50 percent of the label in phospho
gly.cerate. The kinetics definitely indicated tJhaJt it was 
decreasing with time to some steady-state level. 

I do not think this question can be answered at the 
moment. 



Enzyme Systems and 
Electron Transport 

Dr. McFadden has reported on some biochemi
cal differences and similarities in carbohydrate 
metabolism of autotro.phically and heterotro.phi
cally gr6wn Hy(ir-ogenomonads. We are study
ingthe electron-transport system of autotrophi
cally grown cells and have made some 
preliminary observations on the electron-trans
port system of heterotrophically gro.wn cells. 
These kinds of data on CO2 fixation, carbohy
drate metrubolism, and terminal electron-trans
port systems will pro.vide a basis fo.r determin
ing the effect of nutrients o.n the metabolism of 
Hydrogenomonas eutropha. The data may also. 
give us info.rmation that permits somecontro.l of 
the organism's metabolism, thereby allowing 
some latitude in growth conditions but still 
making these o.rganisms fulfill their role in a 
bioregenerativesystem. 

In a sense these data will give us information 
rubout selected metabolic pathways at two ex
tremes, that is, autotrophic and heterotro.phic 
growth. We sho.uld not negloot the transitio.n 
period, i.e., the time during which the cell will 
be committing itself to a change in substrate. I 
suggest that metabo.lic studies be supplemented 
with physiological studies to determine: (1) 
what concentration of organic metabolites in
duces heterotrophic growth, (2) what quanti
tative effect can be expected on gas utilizatio.n 
and cell growth during the changeover, and (3) 
how much time is required after depletion 'Of the 
organic substrate before heterotrophic cells re
establish autotrophic meta;bolism. Since this is 
our first formal presentation of results at our 
annual conferences, my discussion will include 
a summary of earlier data. 

Figure 1 shows some o.f the reactions we have 
studied in cell-free extracts of autotrophically 
gro.wn H. eUt1>opha. These reactions can be 
coupled to provide a model oxyhydrogen re
action. There are reaso.ns for reserving judg-
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ment as to whether these reactio.ns describe the 
physio.logical electron-transPo.rt system of the 
intact cell. Some of these reasons will be ap
parent during the discussion of particular 
reactions. 

We had studied in some detail the hydro
genase coupled to. pyridine nucleotide reduction. 
Flavin mo.no.nucleotide (FMN) was found to 
be specifically needed; neither flavin adenine 
dinucleotide (FAD) nor ribo.flavin were ade
quate substitutes for flavin mononucleotide 
(FMN) ; diphosphopyridine nucleotide (DPN), 
but no.t tripho.spho.Pyridine nucleotide (TPN) , 
served 'as electro.n 'acceptor. Hydrogenase could 
also. be assayed by methylene-blue reductio.n; 
this reaction was lIDaffe0ted by Ithe addition 'Of 
FMN. In bo.th assays the electron acceptors were 
reduoodat simi}ar rates. We had to determine 
whether the hydrogenase mediating methylene
blue reduction and the hydrogenase coupled to 
DPN reduction were different or the same 
hydrogenases (table I). If there were two 
hydrogenases, one would expect that when both 
electron accepto.rs were added simultanoously 
each 'a'CCepto.r would be reduced at the rate a;t 
which it was reduced when it was the o.nly avail
aible acceptor. It is obvious that bo.th DPN and 
methylene-blue reduction were inhibited when 
they were combined. Furthermo.re, under these 
conditions DPN could compete for electrons 
more effectively than methylene blue. These 
results suggested that the two acceptors shared 
a commo.n electro.n donor, as sho.wn in figure 2. 
The symbol X is undefined and may represent 

~~enadione 

/.... °2 H2~-~>DPN~ >Cytoc )~ 
~ H20 

Ferricyanide 
FIGURE I.-Scheme 1. 
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/----~>MB 

)X 

" ..... _...;...;FM..;,.;,;N~_)~DPN 
FIGURE 2.-Scheme 2. 

TABLE I.-Simultaneou8 Reduction of Methylene 
Blue andDPN 

Electron acceptor (pH 8.5) ml' dOD per Inhibition 
minute (%) 

DPN ____________________ 340 0.034 --------
DPN +MB _______________ 340 0.027 21 
MB _____________________ 610 0.260 --------
MB+ DPN ________________ 610 0.134 48 

reduced hydrogenase or a reduced electron 
carrIer. 

It was observed that in the absence of FMN, 
ATP stimulated DPN reduction by molecular 
hydrogen when ATP and enzyme were prein
cubated together for 3 to 5 minutes (table II). 
Magnesium ions stimulated this reaction (table 
III). Note that ATP stimulation was not ob
served when FMN was present; additive rates 
are not obtained with saturating concentrations 
of FMN. A complete series of ribose tri-, di-, 
and mononucleotides were tested; only ATP 
and ADP give equivalent and significant stim
ulation. We cannot yet assess the role of ATP. 
ATP did not reaot wirth endogenous riboflavin 
and flavokinase to synthesize FMN, since added 
ATP and riboflavin had no additional effect 
over ATP alone. ATP did not participate in 
any reaction in which an exchange reaction with 
free phosphate was possible, because arsenate 

TABLE H.-Effect of Preincubation on ATP 
Stimulation 

Assay 

No addns ______________________________ _ 
FMN __________________________________ _ 
ATP (no preincubation) __________________ _ 
ATP (with preincubation) ________________ _ 

AOD34oper 
minute 

0.344 
0.599 
0.304 
0.498 

TABLE lII.-Stimulation on DPN Reductida 
by FMN and ATP 

Assay 

Noaddns ______________________________ _ 
FMN __________________________________ _ 

Mg CI
2
------ ___________________________ _ 

ATP ___________________________________ _ 
ATP plus Mg CI

2 
________________________ _ 

FMN plus ATP _________________________ _ 
FMN plus ATP, Mg CI

2 
_________________ _ 

dOD.1ll 
per minute 

0.136 
0.450 
O. 124 
0.210 
0.308 
0.466 
0.452 

had no influence on the ATP stimulation. Un
coupling agents for oxidative phosphorylation 
had no effect. 

The crude ceH-froo H. eut1'opha extraot was 
placed on a Sephadex G-IOO column. A frac
ti~)ll which followed elution of the oytochrome 
(J band was slightly yellow in color and was re
quired for ATP stimulation of DPN reduction 
by molecular hydrogen (table IV). As shown, 
the crude extract which was stimulated slightly 
by ATP. was stimul'tlked twofold, by this frac
tion and by ATP. The Sephadex fraction alone 
(not shown here) had no detectable hydrogen
ase activity by methylene-blue reduction or by 
the reduction of DPN with added FMN or 
added ATP. The Sephadex fraction and FMN 
clearly differed in their ability to couple hydro
genase with DPN reduction. The FMN con
centration added to the crude extract was re
duced to give approximately the same rate of 
DPN reduction as the added Sephadex fraction. 
Neither ATP nor the Sephadex fraction indi
vidually stimulated the rate with the suboptimal 
concentration of FMN. The expected stimula
tion by ATP plus the column fraction did occur 
in .the presence of FMN, and i.t could be added 
to the FMN activity. Increased amounts of the 
column fraction plus ATP increased the rate of 
DPN reduction by the crude extract until the 
rate was equivalent to that obtained with satu
rat.ing concentrations of FMN (table V). The 
rate was not exceeded by the addition of FMN. 
We therefore have what appears to be a second 
route for electron transport via an ATP
activated pathway to DPN. 

We have preliminary evidence that a third 
pathway may exist for the routing of electrons 
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TABLE IV.-ATP Stimulation by Orude Extract 
• Supplemented, with ATP and a Sephadex 

Fraction 

Assay aOD"o per minute 

Crude extract plus: 
No addns ____________ _ 
ATP _________________ _ 
Sephadex fraction _____ _ 
Sephadex fraction + 

ATP. 

0.100 
0.124 
0.108 
0.252 

0.138 FMN (1.7X 10-8 M)---
FMN (1. 7X 10-8 M) + 

ATP. 
0.180 (0.162 addition) 

FMN (1.7X10-8 M)+ 
Seph. fraction. 

0.124 

FMN (1.7XlO-8 M)+ 
Seph. fraction + ATP. 

0.284 (0.290 addition) 

FMN (6.7X 10-7 M)---- 0.380 

TABLE V.-Maximum ATP Stimulation by a 
Sephadex Fraction 

Subject of test 

Extract: 
without addition ____________ _ 
plus 0.1 ml Seph fraction ____ _ 
plus 0.2 ml Seph fraction ____ _ 
plus 0.4 ml Seph fraction ____ _ 
plus 0.6 ml Seph fraction ____ _ 

0.6 ml Seph fraction ____________ _ 

aOD34o per minute 

ATP assay FMN assay 

O. 016 
0.196 
0.250 
0.316 
O. 300 
O. 016 

0.322 
0.300 
0.284 
O. 296 
O. 284 
0.020 

from hydrogenase to DPN. This pathway does 
not require added FMN or ATP. 

With the reduction of pyridine nucleotide, the 
cell has a reduced intermediate of low potential 
which is a common coenzyme required for many 
synthetic reactions. Tracing the electron trans
port system at this level is not simplified (fig. 
1) because there are apparently three DPNH
oxidizing pathways. 

With mammalian as well as with some bac
terial systems, benzoquinones (Coenzyme Q or 
ubiquinones) or naphthoquinones (K vitamins) 
act as electron acceptors for reduced pyridine 
nucleotide. H. eutropha contains Coenzyme Qs 
but a reduced pyridine nucleotide (CoQ or Vit 

K reductase) has not been detected. We have 
found instead a very active benzoquinone and 
naphthoquinone reductase which is most active 
with unsubstituted quinones (table VI). The 
reductase is specific for reduced DPN and re
quires FMN for maximum activity. 

TABLE VI.-Quinone a8 Electron Acceptor8 for 
DPNH-Menadione Reducta8e 

Quinone Conc. a OD"o 
X 1<r' M per minute 

1,4 naphthoquinone______________ 1. 2 
2-methyl-1,4-naphthoquinone 1. 2 

(menadione) . 
2-methyl-3-chloro-1,4-naphtho- 0.27 

quinone. 
2-amino-1, 4 naphthoquinone ____ _ 
2-hydroxy-3-methyl naphtho

quinone. 
p-benzoquinone ________________ _ 
methyl-p-benzoquinone _________ _ 

0.12 
0.27 

1.2 
1.2 

0.000 
0.358 
0.040 

0.000 

0.004 
0.000 

0.490 
0.566 

A DPNH cytochrome e reductase not requir
ing added quinones was also found. There is not 
enough H. eutropha cytochrome e yet available 
to determine whether natural cytochrome (J be
haves differently from the horse heart cyto
chrome (J we have used in our assay. This reac
tion, too, requires F'MN as a cofactor and it is 
stimulated additionally by FAD. Unlike 
menadione reductase, cytochrome (J reductase is 
inhibited 30 to 50 percent by mono- and di-valent 
cations at concentrations of 10-2 M. 

DPNH dehydrogenase (fig. 1) measured with 
ferricyanide as the electron acceptor may sim
ply be the cytochrome e reductase which 
changes its characteristics because it is assayed 
with a different electron acceptor. This reac
tion, too, is stimulated by FMN; FAD has no 
effect. Unlike the cytochrome (J reductase, how
ever, it is not inhibited by mono- or di-valent 
cations. On column 'chromatography there isdif
ferential separation of DPNH reductase and 
DPNH cytochrome (J reductase activities (table 
VII), which raises the question as to whether 
the enzyme catalyzing ferricyanide reduction is 
related to cytochrome (J reductase. 

In this series of reactions we have studied, 



32 BIOREGEINERATIVE SYSTEMS 

TABLE VII.-DiiJerential Elution oj DPNH 
Dehydrogenase and Oytochrome c Reductase 

DEAE fraction 
DPNH dehydrogenase 

ratio 
Cyto c reductase 

1,2,3,4__________________ 1.1 
5_________________________ & 4 
6_________________________ 1& 7 
7_________________________ 23.8 
8_________________________ 31.4 
9_________________________ 26.8 
10________________________ 15.8 

only cytochrome oxidase is associated with par
ticular elements of the cell. The cytochrome 
oxidase (fig. 3) is of the 0 type; the reduced 
spectrum has no absorption peaks in the 590- to 
650-mp. region where cytochrome oxidases of 
the a type have typical a,bsorption. A difference 
spectrum with reduced enzyme plus cavbon 
monoxide (fig. 4) shows a carbon monoxide com
plex is formed with the reduced enzyme; this 
spectrum is typical of o-type cytochrome 
oxidases. Reduced cytochrome 0 oxidation by 
cytochrome oxidase is sensitive to carbon mon-

1.000 

0.900 

Q.800 

0.700 

0.600 

~O.500 

0.400 

0,100 

523np. 552mp 

/60ml' 

o 400 420 440 460 480 500 520 540 560 580 600 620 640 
ml' 

ci 
C! 

FIGURE 3.-Reduced spectru:m, with cytochrome 
oxidase. 

+0.300 

+0.200 

+0.100 

-0.100 

-0.200 400 420 440 460 480 500 520 540 560 580 600 620 640 
miL 

FIGURE 4.-':'Difference spectrum, with reduced enzyme 
minus reduced carbon monoxide. 
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+0.200 429m,a 

d+ O.IOO 560mp 

ci o~-+~~---~~----~~------
-0.100 
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FIGURE 5.-Difference spectrum, with cytochrome bl. 

oxide and cyanide; carbon-monoxide inhibition 
is partially relieved by light. 

Another cytochrome, cytochrome b1 , is pres
ent in these organisms (fig. 5) ; it is also asso
ciated with particles of the cell. In mammalian 
electron-transport systems, cytochrome b is 
thought to participate between DPN and cyto
chrome o. Cytochrome 0 is rapidly reduced by 
H. eutrophaextracts without the addition of 
cytochrome b. Virtually all of the DPNH cyto
chrome 0 reductase activity is recovered in the 
supernatant fluid after 2 hours of centrifuga
tion a-t 140000 g. 

Heterotrophically grown cells have the same 
cytochrome complement as aut()ltr~hically 
grown ceHs. Cytochromes 0, b1 , and 0 are de
tectruble. HydrogeRase a-ctivity mea,sured by 
methylene-hlue or DPN reduction is less than 
one-fiftieth of that found in autotrophically 
grown cells. DPNH-menadione redu~ase from 
both types of cells has the same specific activity 
and the same characteristics of cytochrome 0 

reductase; DPNH ferricyanide reductase and 
cytochrome oxidase have not been made. Pre
liminary findings suggest that heterotrophic 
growth affects the amount of hydrogenase pres
ent in the cells. However, this finding is not 
consistent with Bovells' observation (Ph.D. 
Thesis. Universi,ty of California, 1957) that hy
drogenase is a constituitive enzyme and, when 
measured manometrically with methylene blue, 
is virtually unchanged in heterotrophic cells. 
In addition, he finds tha,t CO2 has the same 
initial rate as both types of rcells. The reasons 
for these discrepandes will be looked for. 

COMMENTS 
Dr. DECICCO. Were your heterotrophic -cells grown 

with glucose only? 
Dr. REPASKE. Also with Trypticase Soy ,broth. 
Dr. JOHNSON. Was Bovell's organism H. eutropha, 

or did he use H. faviUs? 
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Dr. REPASKE. No, he U!Sed H. eutropha. As R matter 
'of fiact, he is the one who isolruted H. eutropha in the 
first place. Sometimes I am given credit f'Olr that, but 
I sh\)Uld not be. If you postulate that electrons travel 
as far as B by whatever mechanism, then there is 
auto-o~idation of B. 

Dr. BONGERS. Why do you need 01 
Dr. REP ASKE. I do not know. The contenJt {)If 0 is very 

high. 
Dr. BONGERS. It is about equal to B in whole cells. 
Dr. REPASKE. I noticed one thing that mayor may 

not 'bear on our results-that is, your results and 
mine. When one 'reduces a preparation with hydrogen, 
cytoohrome C is immedliately reduced and cytochrome b 
comes up very slowly. Sometimes full reduction is not 
achieved for 5 or 10 minuJtes. This is not because oxygen 
has not 'been depleted in the cuv~te. Y'ou can bulbble 
hydrogen through the extracts, and if there is oxygen 
left, there would only be traces. 

Dr. BONGERS. Which may be just enough to oxidize B. 
Dr. REPASKE. Yes. But with additional hydrogen 

constantly there, if B is really reduced at all rapidly, 
and if it auto-()xidi~ ropidly, the reservoir of 
oxygen will be very low, and you would expect more 
rapid B reduction. But B reduction is terribly sluggish. 
I raise the question whether B is on the major path
way of electron flow. 

Dr. McFADDEN. From our studies with H. {acilis, it 
may be of some interest to you that the C02 fixing sys
tem, which is dependent upon reducing power in ATP, 
appears to be in the soluble portion that we recover 
from high-speed centrifugation, after very brief son
icati'On. This suggests, then, tblat perhaps the enzymes 
of the Calvin Cycle are available to use in reducing 
equivalents possibly generated by your soluble system. 

Dr. REPASKE. I believe we have indirect evidence, 
too, that the cell knows when CO2 is present, because 
it can grind away and oxidize hydrogen at a fantastic 
rate in the absence of CO2. As soon as one provides 
CO2 , the cell knows that it had better start making 
ATP, and, it does. If ATP were made in the presence 
of oxygen and hydrogen, the amount of either phos-

phate or ATP availabie would soon be tied up as ATP, 
with no place to go, bringing the reaction to a halt. 
And; in fact, it does. It just keeps on cranking along in 
ne'utral. So, it does seem as if there is some kind of 
control between ATP formation in the presence of 
C02. 

Dr. McFADDEN. Do you attribute any physi'ol'ogic 
role to ATP as an effector, that is, a possible effector of 
the hydrogenase activity that you are looking at as a 
gener3Joor of DPNH? ]jj; is a possibility, certainly. 

Dr. REPASKE. It is premature to say anything about 
that. In the first place, the cell has an active hydro
genase that is stimulated by FMN; yet, there is not 
very much FMN available in the cell. In a way, this 
seems like a fluke. You have hydrogenase coupled with 
DPN, stimulated by FMN, with the cell having a very 
limited amount of free FMN available. 

Dr. JOHNSON. I wonder if Dr. McFadden's finding 
that the DPNH stimUlates an ATP-requiring enzyme 
could be tied in with this in some wily. 

Dr. REPASKE. I intuitively fool tl1'at there is going to 
be some connection between the two. And I thought the 
hydrogenase was simple 1 Suddenly it has become very 
complicated. I believe the picture'is going to get more 
muddled before it gets clearer. 

I did not show you data on the ATP system without 
added FMN. I get very good quinoquine perturpation, 
suggesting that riboflavin does not replace FMN. We 
have other evidence that IlJ is perhaps not hydrogenase. 
If you store these extracts, this activity is lost. The 
methylene-blue activity is still retained. So it looks 
as if we have got something here in addition to FMN. 
A little longer storage and this drops out, too. But 
we still cannot get at the heart of 1lJ. We do not have 
a clue; or if we have it, we have overlooked it. We do 
not yet know what is beyond hydrogenase. 

Dr. BONGERS. Have you any idea about the potential 
ofllJ'I 

Dr. REPASKE. No, we cannot reduce methyl naphtho
quinones. We can reduce benzoquinone; phenozene 
methly-sulphate is reduced. But our activity is highest 
with methylene blue. And it is most reproducible. 



Metabolic Products of 
Hydrogenomonas Eutropha* 

The first attempts made in our laboratories 
to determine the nature of the metabolic prod
ucts of Hydr.ogenomona8 eutropha were pub
lished by Brown, COok, and Tischer in 1964 
(ref. 1). Preliminary tests were made on the 
cell-free medium for carbohydrates, amino 
acids, and proteins; subsequently, many tests 
were made in efforts to oharacterize polybeta
hydroxybutyric acid (PBHBA) production. 
Absorption of C-14-labeled extracellular prod
ucts, using two iron-exchange resins ·separately 
and together, indicated that the cation resin 
absorbed approximately 60 percent of the radia
tion; the anion absorption resin about 90 per
cent; and an equal mixture of resins, about 91.3 
percent of the 14 CO2• Since approximately 60 
percent of the radioactivity was absorbed by 
both the cation and anion exchange resins, with 
an additional 30 percent absorbed by the anion 
exchange resin, it was thought that approxi
mately 60 percent of the metabolic products in 
the medium were amphoteric, while 30 percent 
were anionic. The remainder between this total 
and 100 percent is 'about 9 percent, and this 
quantity of metabolic products was oonsidered 
uncharged. Originally ribose and the amino 
acids, glutamic acid, alanine, and tyrosine were 
identified in the extracellular material. Sub
sequent work indicated thwt glucose, arabinose, 
xylose, and ribose are also products of H. 
eutropha metabolism. Tests on amino acids indi
cated that three are produced by H. eutropha 
and that the same organism can oxide or assimi
late all three amino acids without impairing the 
ability of the organism to oxide hydrogen (ref. 
2). 

The general objective of the work currently 
finished or being undertaken is to define the 

*The methods used in attaining the ends explained 
in this paper have all been published or exist in doctoral 
dissertations which are referenced at the end of the 
paper. 

ROBERT G. TISCHER AND LEWIS R. BROWN 

Mississippi State University 
State College, Mississippi 

types and amounts of carbohydrates, proteins, 
rats, salts, etc. in the spent medium due to the 
growth of H. eutropha cells, expressed in terms 
of the medium's possible use as human food. On 
this project most of the effort has been spent on 
the identification and quantification of the car- f 
bohydrates, both used and produced by H. eu
tropha. It is hoped that very soon we may be 
able to branch out into other areas for a more 
comprehensive definition of the me;tabolic 
produots. 

A list of sugars (ref. 3)-induding arabinose, 
fructose, galactose, glucose, lyxose, mannose, 
rhamnose, ribose, sedoheptulose, sorbose, su
crose, :x;ylO'se, and a control-were tested to 
discern whether H. eutropha would use any of 
these sugars as a carbon and/or an energy 
source. The results were extremely simple, con
sidering that the test organism used only one 
carbohydrate to any appreciable extent. This 
carbohydrate was fructose; it was used either 
heterotrophically or autotrophically and ap
parently did not inhibit the use of hydrogen. 
It was observed that autotrophically grown cells 
exhibited an RQ value of about 0.4 after 90 
minutes of elapsed time, while fructose grown 
cells estrublished an RQ of 0.9 or almost the 
theoretical 1.0 in the same time. 

Comparisons between fruotose-grown rells 
and autotrophically grown cells indicated that 
the fructose-grown cells oould oxidize fructose 
without any lag phase whatsoever, whereas the 
autotrophioally grown cells required a lag pe
riod of some 40 to 60 minutes before they could 
begin oxidizing fructose at anything like the 
rate exhibited by the fructose grown cells. Fur
ther studies indicated that H. eutropha metabo
lized fructose wholly or partly by the Entner
Doudoroff pathway. 

When glucose is autoclaved under some condi
tions, it apparently breaks down into fructose 
which may then be employed by the H. eutropha 

35 
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cells. This was disturbing neW$. Detailed tests 
of the effect of pH on the autoclaving of glucose 
solutions indicated that a pH values of from 3.0 
to 6.0 there was very little change in color and 
very little oxygen consumption when these solu
tions were supplied to resting cell suspensions of 
H. erwtropha;thus indi<m.ting t'hat very little 
fructose was produced at these pH values. On 
the other hand, the color of the glucose solutions 
autoclaved at pH's 6.0 to 10.0 changed to yellow 
or brownish-yellow, and the oxygen consump
tion of resting cells with these solutions was 
markedly inc-reused from 20-30 ILl to 200-400 ILl 
in 90 minutes, thus indicating that at higher 
pH's, fructose is apparently produced from glU
cose during autoclaving. 

Up to the present time, ribulose 1,5 diphos
phate + CO2 , if not the only method of intro
ducing CO2 into 3 phosphoglyceric acid, has 
been one of the most common. Having estab
lished the production of PGA by the organism, 
we have also established that PBHBA, when 
starved of nitrogen, is stored rather in the way 
that fat is stored in the human body. The 
PBHBA may, perhaps, be used up by the or
ganism as fats are used by the human body un
der stress conditions such as very low tempera
tures or those conditions encountered during 
space travel. The remaining important alterna
tive to the disposition of PGA in the present sys
tem appears to be glucose, possibly through one 
of the fructose intermediaries. 

This pathway is not known, but it is known 
that ribose, xylose and arabinose,all of which 
are pentoses, are produced by some process that 
could go roughly in this dirootion. Ineid~ntally, 
these pentoses are probably nowhere near as 
digesta:ble by human beings 'as is the glucose that 
is produced but not used by the organism. 
Observation of our simple final diagram, then 
should indicate that we have available a very 
small amount of glucose, which should be read
ily available for human food. Steps evidently 
should be taken to maximize the production of 
glucose and similar carbohydrates that can 
readily be used by humans for food but not by 
the H. eutropha. It is clear also that the produc
tion of pentoses ribose, xylose, and arabinose, 
should probably be reduced in favor of more 
glucose production. 

PBHBA and cells may be an excellent sub'" 
stitute for conventional foods for humans under 
the stressoonditions of space, and the maximiza
tion of its production and the production of 
glucose, either by direct, indirect, or sequential 
methods, may submit to further experimenta
tion. Therefore, in future research we must try 
tJo maximize tihe production of gluoose and sim
ilar edible substances, investigate the pathways 
from carbon-dioxide fixation "(possibly through 
PBHBA to glucose) and find one or more mu
tant strains of H. eutropha that could maximize 
the human food value of both the metabolic 
products and the organism itself. Expansion of 
this area of knowledge will necessarily include 
studies 'Of acidic,ampihoteric and neUJtral or
ganic metabolic products and a consideration of 
the simple and complex salt effects that may 
arise in the re-use of a rejuvenated, spent 
medium. 

The informa;tron exhibited in .figure 1 i'8 a 
composite of information from Cook, Kennedy, 
and Sultan (refs. 4, 5, and 6), plus some obser
vations and speculations made in conjunction 
with a survey of the existing literature. From 
this diagram, it seems readily apparent that ri
bulose diphosphate plus carbon dioxide pro
duces two units of 3 phosphoglyceric acid which 
may then go in the direction of carbohydrate or 
PBHBA. 

Ribose 
Xylose 
Arabinose 
Glucose (maximize) 

Fructose? 

(M. E. Pathway?) 

(E. D. Pathway?) 

t 
t 

Ribulose 1,5 Diphosphate + CO2 __ 3 Phosphoglyceric acid 

t 
t 
t dt 

POlYBETAHYDROXYBUTYRIC ACID 
(PBHBA) 

FIGURE I.-Possible metabolic pathways from auto· 
trophic conditions to human food. 
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COMMENTS 

Dr. REPASKE. I tried to grow H. eutropha on glucose. 
After my culture had been shaking for at least 2 
weeks, I finally got some trace of growth, after which 
the growth was luxuriant. The organism grew very 
well on glucose and still looked like H. Outropha. But 
it was brilliant yellow and it would not revert to auto
trophy. It would repeat its subculture in glucose, but 
it lost all of its autotrophic ability. If this is a general 
kind of thing (perhaps in an environment in 'which 
you have free glucose in the medium as a waste prod
uct) , you may just get a mutant of this kind and over
growth and soon find that you have a heterotrophic 
population that will not revert to autotrophy. I raise 
this as a possibility. 

Dr. DECICCO. We have done some work with glucose 
as well. As Dr. Repaske said, you can obtain mutants 
of H. eutropha which will grow in glucose. I was 
amazed. For once our results agreed with those of 
everyone else, specifically Dr. Repaske's. Bovell, I be
lieve, also grew the organism on glucose. It takes be
tween 7 and 14 days for your culture to come up if 
you innoculate at a very low level, about visible tur
bidity. The organism is still H. eutropha, as evidenced 
by phage studies. The organism grows very, very slowly 
on glucose, although you get very good cells yields. The 
best generation time (this is in shake flasks at low den
sities, which would be your maximum growth rate) is 
about lllh hOllrs. These will keep going, and you will 
reach optimum densities in shake flasks of up to 14, 
which would be roughly about 5 milligrams dry weight 
per milliliter or about 5 gram per liter. 

One unusual characteristic of the population we 
studied is that half of the cells, after growth on glu
cose at different intervals of time, are glucose-utilizing 
organisms. The growth rate is very slow. It appears 
that the wild-type cells (normallynon-glucose-utiliz
ing) can live off the glucose-utilizing organisms. The 
pH drops considerably. Thus, the glucose-utilizers are 
probably pumping out some organic acids which the 
wild~type organisms can then utilize for growth. 

When I checked these cells, only 20 percent of the 
population ,,'ere glucose-utilizers. The other 80 percent 
presumably were growing off the glucose mutants. We 

purlified the glucose mutants and checked these for a 
few characteristics. Pure glucose utilizers (they had 
hydrogenase more active than any other we found) 
grow autotrophically. 

Dr. REPASKE. They do grow autotrophically? How 
did you grow them in glucose, under gases or in air? 

Dr. DECICCO. In air. 
Dr. REPASKE. 'Ve will have to exchange cultures. 
Dr. DECICCO. The other thing is, we usually use from 

0.2- to OA-percent organic substrates when we culture 
the organisms heterotrophically. They grow much bet
ter at 1 percent. It appears to be impermeability, as 
you would expect, to an -impermeability mutation-a 
mutatiton of the transport system. The wild-type cul
ture is cryptic with respect to glucose. If you grow 
them in I-percent glucose, the cells in culture would 
come up much faster. In some cases you do not get 
growth at all at 1 or 2 percent. 

The mutation rate is fairly high. I would expect the 
mutation rate to be a'bout 10-6 or 10-'; in other words, 
about one organism is about 10" or 10'; will be the 
mutant that will occur. The problem is not that the 
glucose-utilizing mutant is hard to come by. More im
portant is the fact that it grows so slowly on glucose 
that even .after it comes up, you get one mutation oc
curring that is not going to reach turbidity for another 
8 to 10 days. By this time, usually you have wiped out 
your experiment. 

Dr. TISCHER. Then by replenishing your culture from 
other cirCUIllStances you should be able to hold that in 
tow, should you not? If I understand correctly, Dr. 
Repaske got his yellow organism-which I hope you 
have a culture of':""'after 2 or 3 weeks on a glucose 
medium; is that right? 

Dr. REPASKE. The autotrophic medium supplemented 
with glucose was grown in air •. 

Dr. TISCHER. Then it would seem to me that what 
we need to know for our situation is what happens in 
the situation we are planning to use-that is, growing 
it in hydrogen rather than in. air. In other words, 
would the same situation prevail there as it does in 
air? If not, then it is not a problem. If it does, quite 
obviously maximizing glucose output would have some 
extra difficulties built in. 

Dr. DECICCO. By glucose-utilizing mutants I am re-
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ferring to organisms that show growth on glucose. I 
feel that the wild-type culture can take glucose in very 
slowly. Here is where your concentration effect is prob
ably evident. They probably can take in enough glu
cose to maintain themselves. Our wild-type culture 
grows verY, verY slowly. Before the mutants have a 
chance to come up, there is a generation time of prob
ably 24 hours or more. 

Since it is a transport system, this is not unreason
able. Glucose may penetrate verY, very slowly and 
enable the cells to obtain enough energy for main
tenance and slight growth. 

Dr. TISCHER. This probably would be a survival 
mechanism. 

Dr. DEOIcco. Yes, possibly. 

Dr. TISCHER. If that is all it is, and it only goes on 
at that rate, it seems to me we ought to be able to 
circumvent that whole situation without too much 
trouble. 

Dr. DECICCO. I do not know how you would get around 
the glucose rapid-utilizing mutants, which are another 
problem. 

Dr. TISCHER. We do not have any of thpse to date, 
do we? 

Dr. DECICCO. Yes, we have. TbJese are the ones!lJhat 
come up in 7 to 14 days. You get this burst, which is 
probably wblat you observed. EvenJtuaily you get 1.'IIlpid 

growth. Very Low i!;ul1bidiity for a long time, and then 
they start up fairly 1.'IIl'Pidly. Upon sooculiturdng, theBe 
will keep on growing at !about thioS rete; a doubling time 
of 10 or 11 hours. 

Dr. TISCHER. La your WlOIl"k tin iIlJir ialso? 
Dr. DECICCO. Thtis ioS in !air. We have done some 

Work wilth some other compoundis under wblat we call 
simultaneous condi1JioIllS. I dn noit know if we have done 
anything With glucose under those conditions generally. 

Dr. TISCHER. I do not see bow this WIOuld affect 
the eircUInstJances I was describing, because th~ one 
WIOuld be in hydrogen. 

Dr. DECICCO. The question is J/lJl'e they g1Oingto use 
glucose when they are growing in hydrogen? We blave 
information using other organic compounds including 
fructose. This may have a bearing I()n it. 

Dr. TISCHER. It obviously needs some solution. 
Dr. McFADDEN. How are you sure thJat the cells are 

excreting gludo:se 'and that this is not just a reflection 
IOf ly,si,s? 

Dr. TISCHER. I do not suppose that at thils point we 
are enltirely isure tOf this. It iJs a rether difficult thing 
to get at, lis it not? Lystis is lOICCurl'li!ng even during the 
most oo'pid rote of glrowth. This cyclic sort of 'thing iJs 
likie the insides of pbiotosyrrthesil<:! and TeispiMtion. It 
is pretty hard to separate them and find out something 
about one and DJOt about 'the iOther in ill compounded 
fashion. I am afJ.1ruid I cannot answer your question. 



Genetic Stability of 
Hydrogenomonas Eutropha 

Population changes during long-term culti
vation of "pure" baoterial cultures are well 
known. These were first .observed 'and studied 
during the early 1900's and were explained by 
various concepts, including cultural adaptation, 
.orderly life cycles, .or 'a combination .of such 
ideas. Although the mutati.on and selection 
theory was 'accepted by moot bi.oI.ogists shortly 
after it was ,proposed around 1900, the maj.ority 
.of microbiol.ogists rejected ,the application .of 
these ideas to microorganisms until the later 
1940's. The classical experiments.of Luria and 
Delbruck (1943), Newcombe (1949), and the 
Lederbergs (1952) laid the foundation for the 
acceptance .of mutati.on as 'a maj.or oause .of 
populati.on changes during bacterial growth. 
These populati.on shifts were observed durIng 
subcuLturing in h.oth liquid and solid media and 
were later studied using the chemostat and the 
rturbid.ostat, where such shifts :are readily 
.obsermble. 

The mechanisms behind P.oPulation changes 
in miorobial cultures have been investigated in 
the past, few decades, and many causes for such 
changes have been reported. These mechanisms 
involve factors allowing for the selection of cer
tain cell types in the population. rather than 
others. When large cell populations are studied, 
such as the 1 to 10 trillion hydrogen bacteria 
usually obtained per liter of medium, a geneti
cally pure bacterial culture is not possible. Be
cause of spontaneous mutations, the number .of 
different cell types present under these c.ondi
tiQns is very large. Since the occurrence of these 
mutations cannot be controlled, c.onditions must 
be maintained that will prevent any unfavor
able cell types from reaching sizeable pro
portiQns. 

SQme factors allQw the complete selectiQn of 
mutant cells in a populati.on. This selection 
commonly occurs during phage infections, since 
.only phage-resistant cells can survive and the 
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progeny of these will eventually repopulate the 
culture. The same situation could arise by phage 
infection of a H ydrrogenomonas life-support sys
tem. The important factors here are phage 
infectivity under the specific cultural condi-' 
tions; the rate of repQPulatiQn by uninfected 
.or resistant cells; and the physiological behavior 
of the new P.oPulation, especially with respect 
to growth rate, gas consumptiQn, and conversion 
efficiencies. 

A quantitative selection of mutant cells often 
occurs as a result of medium composition. This 
may, in turn, result from the production of se1£
inhibiting extracellu1ar products by wild-type 
cultures, which allow grQwth of cell types resist
ant to the products. The isolation by Dr" 
Tischer's group of extracellular products dur
ing autotrophic growth .of H. eutropha suggests 
that such products may prove inhibitory when 
sufficiently high cell densities are studied . 

Perhaps mQre important are selective forces 
imposed by the initial composition of the me
dium, especially when large am.ounVs .of unde
fined :organic ~.ompQun:ds are present. The use 
of a complex material like urine in 'a sysrum. 
designed specifically f.orautotrophic growth 
requires considerable attention. The effect of 
.organic substances upon the autotrophic matab
olism .of wild..,type cells must be considered. The 
high .organic ct)ntent .of a urine-supplemented 
medium could 'also enable variants:of H ydrogen
omO'lUlS with impaired autotrophic 'cap3JC'ities to 
thrive, and it.is quite P.ossible th~t variants with 
increased heterotrophic capabilities might be 
somewhat deficient, .or less efficient, in their auoo
trophic systems. The .overall result could be 
decreased H2 and CO2 consumption and in
creased O2 demands. 

STABILITY OF THE AUTOTROPHIC 
SYSTEM 

In addition to the variations encountered 
among genetically distinot cell types, .one must 
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also consider the range of variation possible 
within a single cell type and the variation type 
that can produce more rapid fluctuations in cul
tures. We therefore wanted to know the range 
of activity of a presumably normal H. eutropha 
culture during cultiv3!tion under a given set of 
conditions. As one measure of activity, hydro
gen oxidation was observed as a function of cul
ture age under strictly autotrophic conditions. 
For these experiments, flasks containing Bon
gers' salts medium (ref. 1) with urea were inoc
ulated to just visible turbidity and observed for 
6 days. The gas 3!tmosphere was 70-percent H 2 , 

20-percent O2 , 'and 10-percent CO2 • Hydro
gena:se ,activity was measured m'anomeJtrically at 
various growth stages throughout this period 
(table I). Activity is expressed per OD 10, 
which refers to 1 ml of OD 10 culture per War
burg vessel; this corresponds to 3.5-mg cells 
(dry weight) per vessel. It is apparent that 
hydrogenase activity is quite constant between 
the late-lag and late-log growth phases. Ac
tivity then gradually declines until, at the sixth 
day, the activity is about one-fourth of its mid
log phase value. This lowered activity does not 
appear to be caused by a high proportion of 
de3Jd cells since, as seen below, activity is rapidly 
restored upon subculturing. 

TABLE I.-Hydrogenase Activity of 
Autotrophically Grown H. Eutropha 

Time (days) Growth phase 1'1 H. consumed/ 
min/OD 10 

1.0 _________ Late lag________________ 17.0 
2.0 _________ Mid log________________ 21. 4 
2.5_________ ________________________ 18.6 
3.0 _________ Late log________________ 17.2 
4.0 _________ Early stationary_________ 11. 5 
6.0 _________ Stationary______________ 5.6 

Table II shows the effect of inoculating a sta
tionary phase culture of autotrophic ally grown 
H. eutropha into media containing various or
ganic substrates. The cultures were incubated 
under air for 7 hours tD allow the cells to un
dergo one and a half to two divisions and were 
then assayed for hydrogenase activity. The data 
demonstrate that the hydrogenase activity of 

H. eutropha is not repressed by the tested or
ganic compounds. In fact,although a sta: 
tionary-phase autotrophic culture with low 
hydrogenase activity was the inoculum, the ac
tivity under heterotrophic conditions rapidly 
increased to about the maximum autotrophic 
level. Thus H. eutropha clearly contains a con
stitutive type of hydrogenase. 

TABLE H.-Hydrogenase Activity of Auto
trophically GroWn Oells After Oulturing in 
Organic Media for 'l Hours 

Substrat 

Autotrophic inoculum ________ _ 
Fructose ___________________ _ 
Phenylalanine _______________ _ 
Trypticase soy broth _________ _ 
Glutamate _________________ _ 

Hydrogenase activity 
Cl'l gas/min/ODlO) 

5.5 
22.5 
20.1 
17.4 
25.4 

We had previously reported an inhibition of 
hydrogenase activity of H. faailis by certain 
organic compounds (ref. 2). H. facilis, however, 
contains an inducible hydrogenase and might be 
expected to show such a repression. With H. 
eutropha, the effects on the autotrophic or het
erotrophic systems when both types of substrate 
are available were studied by observing the 
growth of the organism under these "simul
taneous" conditions and correlating this with 
measurement of pH, hydrogenase activity, and 
remaining organic substmte. For the simultane
ous experiments, glutamate was chosen as the 
organic substrate since this allowed the most 
rapid heterotrophic growth of any single com
pound tested. With 0.4-percent glutamate in 
Bongers' 'salts, the doubling time for H. 
eutropha at 30°C is about 2 hours. Cultures were 
grown in 0.4-percent glutamate under air or 
under H 2 , O2, and CO2 and comp3!red to growth 
under strictly autotrophic conditions. Hydro
genase activity, as expected, was similar for 
mid-log phase cultures under all three condi
tions, varying between 19 and 22 ,ul g,3JS con
sumed/min/OD 10. 

The most interesting effect of the comparative 
growth study was a consistently observed 
growth inhibition under simultaneous condi-
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tions. This inhibition occurred shortly after in
oculation and was soon reversed. Growth then 
proceeded in both flasks at the same rapid rate, 
giving parallel curves. Thus it appeared that 
the presence of the autotrophic gas mixture 
inhibited the utilization of glutamate. 

Gottschalk (ref. 3) has reported an inhibition 
of the utilization of some organic compounds 
by a hydrogenomonad similar to H. eutropha. 
In his system a complete stoppage of growth 
was observed in media containing fructose or 
glutamate when the gas phase was H2 and O2, 
He stated that the presence of H2 repressed the 
induction of the heterotrophic system. If CO2 
was added to the gas mixture, the repression 
was reversed. We checked our system to see if 
H2 and O2 would either tempora,rily or perma
nently inhihit growth (table III). 

It can be seen that at 3.75 hours the ratio of 
growth in the glutamate plus H 2, O2, and CO2 
medium, compared to the glutamate medium 
under air, is .07/.11 or about two-thirds. This 
ratio remains constant for all subsequent rerud-

ings throughout the exponential growth phase. 
The inhibition is extremely reproducible, and 
growth under H 2, O2, and CO2 is always about 
66 percent of growth in glutamate plus air from 
4 hours post-inoculation through the log phase. 
This means that, within the first 4 hours of 
incubation, the cultUre under the autotrophic 
atmosphere is inhibited for a period equal to 
two-thirds of a generation cycle or a period of 
11;3 hours. Table III demonstrates that little 
growth and no inhibition occurs within the first 
1112 hours of incubation and that, after 3%, 
hours, the multiplication factors for the three 
glutamate flasks are very similar. Thus a 11;3-
hour inhibition period occurs in the glutamate 
plus H 2, O2, and CO2 flask between 1% hours 
and 3%, hours post-inoculation. This is seen 
during the time interval in the multiplication 
factors that show a 2.7-fold increase under air 
or H2 plus O2 but only a 1.7-fold increase under 
the complete autotrophic atmosphere. 

Thus H2 is not an inhibitor in this system, 
but either CO2 or CO2 plus H2 is. Table IV 

TABLE IlL-Growth oj H. Eutropha Under Autotrophic, Heterotrophic, and 
Simultaneous Conditions 

Incubation time 0.4% glutamate + air 0.4% glutamate 0.4% glutamate Salts + 
(hr) OD". X factor + H., 0., N. + H., 0., CO. H., 0., CO. 

ODM. X factor ODs!. X factor OD!!. 

0 0.03 0.03 0.03 0.04 
1.5 0.04 0.04 0.04 0.04 
3.75 0.11 2.7 0.11 2.7 0.07 1.7 0.05 
5.0 0.15 1.4 0.15 1.4 0.10 1.4 0.05 
7.5 0.35 2.3 0.31 2. 1 0.22 2.2 ------------

11.5 2.0 1.6 1.2 ------------
28.5 3.2 3.2 3.2 1.2 

TABLE N.-Inhibition oj Heterotrophic Growth by Carbon Dioride 

Incubation 0.4%-glutamate 0.4%-glutamate 0.4%-glutamate O.4%-glutamate 
time (hr) +air +H., 02, CO. +H., 0., N. +N2, 0., CO. 

ODs!. OD;!. OD". ODs! • 

0 .015 .015 · 012 . 015 
2.5 .050 · 041 .043 .039 
4.5 .060 .055 · 062 .050 
7.0 .143 .109 .140 .090 
8.5 .180 .125 .178 .135 

10.5 . 29 .18 .28 .18 
12.5 .47 · 26 .44 . 25 
14.5 .87 · 50 · 80 .48 

295-388 0-68--4 
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demonstrates that CO2 alone is responsible for 
the observed inhibition. Growth under H2, O2, 
and N2 is similar to growth under air, while 
N2, O2, 'and CO2 (or 'air plus CO2 ) show an 
inhibition pattern similar to that observed with 
the complete autotrophic atmosphere. 

In addition to the temporary inhibition of 
growth during simultaneous autotrophic and 
heterotrophic conditions, several other aspects 
of growth under these conditions were revealed 
by extending the previously mentioned experi
ments over a longer period. (fig. 1). The tem
porary inhibi.tion when glutamate, H 2 , O2, and 
CO2 are available can be seen as an increased 
lag. The growth curves are then parallel with 
all three atmospheres. The glutamate plus air 
and glutamate plus H 2 , O2, and N2 flasks yield 
maxima at optical densities between 3.5 and 4.0, 
and glutamate measurements show that gluta
mate is exhausted when each culture reaches its 
peak. Under air the OD then decreases fairly 
rapidly, presumably because of cell autolysis. 
When a H 2 , O2, and N2 mixture is present, the 
OD remains quite constant near the peak level 
for a considerable time, sugg~ting that energy 
derived from H 2-oxidation can be used under 

ci 
ci 

8.0 
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FIGURE 1.-Growth of Hydrogenomonas eutropha under 
autotrophic, heterotrophic, and simultaneous con
ditions. 

starvation conditions to maintain cellular 
integrity. 

.. 
The culture incubated under Simultaneous 

autotrophic and heterotrophic conditions 
reaches a temporary maximum because of gluta
mate exhaustion at a cellular density slightly 
greater than the other glutamate cultures. 
Therefore, growth using both autotrophic and 
heterotrophic mechanisms simultaneously does 
not occur to any great extent under these condi
tions. The temporary peak forms a plateau that 
extends for about 10 hours, after which growth 
resumes autotrophically. This diphasic growth 
pattern is characteristic of the "diauxie" effect
the sequential utilization of one substrate and 
then another. The first substrate usually sup
ports faster growth, while the second is often 
catabolized adaptively; thus, the plateau is 
usually the period required for induction of a 
catabolic system. In this case the substrate used 
first (glutamate) does support faster growth, 
and the plateau period may be the time required 
for the induction of some component of the auto
trophic system. 

H. EUTROPHA BAOTERIOPHAGES 

Very little is known about phruge infection 
of autotrophic bacteria. The first phage to be 
studied which is active against an autotrophic 

, f ·Z· bacterium, was a Hydrogenomonas aa't'l8 
phage isolated in 1962. The H. faailis. phage 
Showed fairly good activity in organic media 
but little or no activity, as evidenced by cell 
lysis, in autotrophic media. The high-phage 
titers readily obtainable with many other phages 
could not be attained with H. faaiZis phages. 

The opportunity to study phage active against 
other autotrophs led us to search for H. eutropha 
phages. These would be useful for genetic stud
ies as well as for dbserving infootions with a 
faster growing autotroph than H. faailis. 

It was first established that H. faailis phages 
will not attack H. eutropha. We therefore as
sayed various soil, water, and sewage sources 
in the vicinity of Washington, D.C., and ob
tained three phage types active against H. 
eutropha. These phages did not produce the 
large, clear plaques characteristic of many of 
the enteric phages, and it was suspected that, 
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since our strain of H. eut1'opha was originally 
isolated from California, the phages we had 
obtained may be primarily parasites of some 
eastern relrutive of H. eut1'Opha. We subsequently 
obtained a soil sample from TRW, Inc. Systems 
and isolated a fourth phage type (table V). 

TABLE V.-Hydrogenomonas Eutropha Bacte
riophage Types and Their Origins 

Type Origin 

HeMa _______ Soil-Silver Spring, Md. 
HeMb_______ Creek-Adelphi, Md. 
HeW _ _ _ _ _ _ _ Sewage Treatment Plant-Washington, 

D.C. 
HeC________ Soil-Redondo Beach, Calif. 

The HeO-p'hage type ruppears to be more viru
lent than the other three, and fairly high titers 
are easily dbtainable by infecting heterotrophic 
cult).lres. The three local varieties 'appear to be 
quite unstable. Only a few plaques obtained at 
anyone time are of medium size and clear, 
while most are tiny and opaque. If the larger 
clear plaques are isolated and used for subse
quent infections, there is a gradual reversion 
to the predominantly avirulent form. This is 
especially true for the two Maryland phages, 
types HeM a and H eMb; and it is, therefore, 
difficult to obtain high titers with these varieties. 
Type HeW shows higher virulence than the 
Maryland types and will also yield higher ,titers. 

Cultures that are resistant to each of the four 
phage types were obtained by infecting about 
108 cells of H. eutropha with a large number of 
each phage type on agar plates and iso,lating 
phage-resistant clones that eventually develop. 
These phage-resistant cultures were then 
checked for sensitivity to each of the four phage 
types (table VI). Each culture should, of course, 
be resistant to the phage type from which it 
was selected. The pattern of sensitivity or re
sistance to the other three types should indicate 
the relationship between phages. 

As might be expected from other characteris
tics, bacteria resisbant to eilther HeM a or H eMb 
exhibit cross-resistance to the other type. These 
two phages are probably closely related or 
identioal. Surprisingly, type HeW shows a 

TABLE VI.-Oross-&sistance Pattern Among 
H. Eutropha Bacteriophages 

Culture 
Phage type tested 

HeMa HeMb me HeW 
----L --

H. eutropha resistant to 
HeMa _______________ - - + + 

H. eutropha resistant to 
HeMb _______________ - - + + 

H. eutropha resistant to HeC _________________ + + - -
H. eutropha resistant to HeW ________________ + + - -

+ = lysis. 
- =nolysls. 

closer relationship to type HeO tJhian to the 
Maryland strains. 

Bacteria resistant DO each of ,the four phage 
types rapidly revert to phage sensitivity upon 
subculturing. This, coupled with the lack of 
complete cross-resistance among the four types, 
renders as improbable the usefulness of employ
ing a phage-resistant culture as inoculum for 
a life support system. 

The effect of phage infection during auto
trophic and heterotrophic growth has been 
examined. Under heterotrophic conditions the 
effects will vary from no noticeable change to 
complete clearing of the medium. This depends 
mainly upon the medium employed and the ratio 
of phage to bacteria. Under autotrophic con
ditions low numbers of HeM a 'or H eMb phages 
show no effect, but higher doses of types HeW 
or H eO will produce inhibition or lysis 'Of an 
autotrophic culture as shown im. table VII. Here 
flask 1 is an uninfecteJd control and has increased 
to OD 0.66 during the 22-hour incubation 

TABLE VII.-EiJect oj Phage Injection During 
Autotrophic Growth of H. Eutropha 

ODS«) 
Phage type 

Ohr 22 hr 

0.10 0.66 
HeC____________________________ 0.10 0.17 
lleW___________________________ n 10 n07 
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period, while flasks 2 'and 3 show a definite 
impairment of growth dUTing .the same 
period. Further studies are needed under vary
ing conditions and especially in urine-supple
mented media, where a more pronounced effect 
is anticipated than under purely autotrophic 
conditions. 

NUTRITIONAL MUTANTS OF 
H. EUTROPHA 

The isolation and identification of nutritional 
mutants have been invaluable in studying var
ious aspects of microbial physiology and me
ta;bolism. Such mutants cam. also be valuable in 
comparative studies of the autotrophic and 
heterotrophic mechanisms as well as for genetic 
experiments. We therefore developed a tech
nique for obtaining auxotrophic mutants of 
H. mttropha, or mutants that have specific 
growth factor requirements. Using a modifica
tion of the penicillin technique 49, suspected 
auxotrophs were isolated and examined for 
their prurticuLar requirements. We were espe
cially seeking amino-acid auxotrophs 'and found 
that seven of the strains would grow on a 
medium supplemented with casamino acids. The 
individual requirements were then determined 
(table VIII). 

TABLE VIII.-Auxotrophic Mutants of 
H. Eutropha 

Strain Growth factor required 

A-L _________ methionine. 
A-12_ _ _ _ _ _ _ _ _ histidine. 
A-14_ _ _ _ _ _ _ _ _ tryptophan. 
A-16 _________ methionine. 
A-23_ _ _ _ _ _ _ _ _ cystine. 
A-24_ _ _ _ _ _ _ _ _ phenylalanine plus tryptophan. 
A-25_ _ _ __ ___ _ histidine. 

Strain A-24 requires both phenylalanine and 
tryptophan and probably contains a single 
enzymatic block somewhere along the shikimic
acid pathway. This mutant is similar in its 
requirements to one we had obtained previously 

from H. faoilis. Both organisms apparently c~ 
convert phenylalanine to tyrosine since tyrosine 
is not required. The H. faoilis mutant requires 
para-amino benzoic acid in addition to the two 
rumino acids, but we have not yet determined a 
similar requirement for strain A-24 of H. 
eutropha. 

A CLOSED ENVIRONMENT CHEMO
STAT FOR CULTURAL STABIliTY 
STUDIES 

It is well established that a steady-state cul
ture cannot be duplicated by repeated sub
culturing in broth or on agar. The population 
dynamics that may be encountered during 
growth under steady-state conditions 'are almost 
certain to escalate or, in some cases, be repressed 
in the uncontrolled environments afforded by a 
flask, tube, or plate culture. We have developed 
achemostat that will function under a closed 
recirculating atmosphere and will 'allow rapid 
!lIdjustments to be made in total gas pressure, 
partial gas pressures of ,the component gases, 
and medium flow rate. The system is simple in 
design and operation and requires a minimum 
of time and effort in prep'aration and mainte
nance (fig. 2) . 

The gas reservoir contains a H 2, O2, and CO2 

mixture in the desired proportions. The mixture 
is circulated to and from the culture vessel 
through a small pressure-vacuum pump, with 
the gas reservoir acting as a circulating bypass 
for eX'cess pump pressure. The two clamps lead
ing to and from the gas reservoir enable both 
the amount of aeration and the g!liB pressure in 
the culture vessel to be regulated. A manometer 

FIGURE 2.-Chemostat for cultivation of hydrogen' 
bacteria. 
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,jl? built into the system to allow the pressure in 
the culture vessel to be continuously monitored. 
The culture is aerated vi'a a submerged sparger, 
and a magnetic stirring bar assists in further 
agitating the suspension. Media is fed from the 
media reservoir into the culture vessel by a 
peristaltic pump, and the flow rate is regulated 
by a cam timer. 

At present the culture vessel being used has 
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COMMENTS 
Dr. JENKINS. Last year you were rather optimistic 

about the phage problem when you were talking about 
overgrowth of H. eutropha over the phages. What is 
Y'OOIl" priesent Jassessmrent ? 

Dr. DECIcco. It has not changed. The mutation rate 
to phage resistance is quite high. We have not deter
mined it exactly, 'but it would be 'at least 10-6

• Once 
you have reached the population of 10", you are going 
to have phage-resistant mutants present against any 
of these four phage types. 

As you may know, once your culture increases above 
the level at which mutants first appear, the pJ)oportion 
of any par.ticular mutant will increase. Thus, if you 
have a mutation rate to phage resistance of 10-", this 
does not mean that when you reach 1<f you are going to 
have a thousand mutants present. You would probably 
have ten thousand or closer to a hundred thousand, be
cause the ratio '01' mutants to wild-type cens increases 
linearly as your population increases. 

It does not appear to ibe much of a problem even if 
all sensitive cultures were destroyed. Under most con
ditions this does not happen. Under most conditions 
it appears that all of the sensitive bacteria are not 
destroyed by phages. Again, I do not know whether you 
aJre getting lysogeny. We have attempted UV-irradiation 
of resistant cultures to see whether they were, in fact, 
lysogenic. We could not detect phage production. This 
does not, ·of course, rule out lysogeny; there is still, I 
would say, a very good possibility. It juSlt means that 
it may not be induced by UV, or we may not be using 
the right system. 

Normally in the check for lysogeny you need two 
Sltrains of the same <bacteria, one that <becomes lysogenic 
with a particular phage and another that is ,sensitive 
to that same phage. Of course, we do not have two 
strains of the same or,ganism. We have only one strain 
of H. Gutropha. Perhaps, if we could get some of Dr. 
Schlegel's strains from Germany, or some other, we 
may be able to have an indicator strain for phage 
sensitivity. 

In any event, repopulation occurs quite rapidly. I 
GO not know what the time intervals would be. It would 
depend on your medium and how fagot these organisms 
would grow. I can say that the phage-resistant mutants, 
as far as we know now, are essentially similar in most 
respects to those we have observed in the 'original cul
ture. So, therefore, if you do have phage infection, you 
should get repopulation with predominantly phage
resistant culture. Eventually, this would probably 
revert to the normal wild-type, phage,genSiitive culture. 
In this case your phages, as they normally do under 
our conditions, may eventually disappear. We do not 
know what happens to them. 

Dr. JENKINS. Have any of the other investigators 
had problems with phage? 

Dr. DECreco. Under autotrophic conditi'ons, I would 
not expect this to show up---for the simple reason that 
I am sure that, in an autotrophic culture with one 
phage or 10 phages, you are not going to see anything 
unless you get a phage that is certainly a 'lot more 
virulent than the ones we have studied. Because, as I 
said, we only notice an effect under autotrophic condi
tions when we are dealing with many phages. 

On an agar plate with organic substrate, you can 
get a nice plaque developing from one phage particle. 
So here, presumably, one phage would do damage. But, 
under autotrophic conditions you do not get this type 
of a pattern. The phage deteriorates very rapid'ly. 

Dr. REPASKE. When you say you have many 
phages, what multiplicity are you talking about? 

Dr. DECICCO. I do not know exactly. It varies. 
Dr. REPASKE. Would the autotrophic culture be 

affected? 
Dr. DECICCO. I would say on the (}rder of l,to-l. 
Dr. REPASKE. In table VII where you showed the 

phage? 
Dr. DECreco. Yes. These flasks contain 10 ml of 

medium. We used 0.1 ml of phage inoculum that pre
sumably contained 107 <or 10" phage particles. The cul
ture was inoculated to just visible turbidity, which, 
again, would be a:bout 10' bacteria per 10 ml. I would 
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say we were fairly close to a 1-to-1 multiplicity, give or 
take 1 log. 

Dr. REPASKE. Did you only detect lysis when the CUl
ture was growing? Or did you detect lysis of a non
growing culture? In the experiments here your culture 
was 22 hours old. 

Dr. DECICYO. Yes. 
Dr. REPASKE. From the initial time until you made 

your measurements? 
Dr. DECICCO. Yes. 
Dr. REPASKE. Now, if you had just taken a 10--hour

old culture, for instance, and added the phage, would 
you have obtained clearing? 

Dr. DECICCO. You mean with'Out allOwing f.or further 
growth? Arresting cell suspension? 

I would doubt it very seriously. This normally does 
not happen with phage infection. You have to have 
growing cells. 

Dr. REPASKE. One thing that bothered me was the 
long lag period for Y'0ur autotrophic growth. 

Dr. DECICCO. Again, we are trying to study rather 
subtle effects. In order to d.o this we use low inoculum. 
If we use high inoculum, we do not get this lag. We 
get a lag of a couple of hours. But, when we inoculate 
a culture under autotrophic conditions to just visible 
turbidity, we observe a lag of about 16 to 18 hours 
before we start getting an increase. Has anyone else 
been working under this type of condition and ~bserved 
a similar lag, with low inooulum,to just visible tur
bidity after inoculation, roughly, 101 cells per ml? 

Dr. BONGERS. I ithink you would see a very short lag 
in a couple of hours at mOSlt. 

Dr. REPASKE. When I start with an initial OD of 
about 0.1, and observe a 3-hour lag period; there is 
usually something wrong. 

Dr. DECICCO. I~ this with an autotrophically or a 
heterotrophically grown inoculum ? 

Dr. REPASKE. Autotrophic. 
Dr. DECICCO. That's the difference. 
Dr. Cox. What do ;these phages look like? Do you 

know? 
Dr. DECICCO. No. I haven't taken any pictures. 
Dr. Cox. Have you looked fur any other indicator 

strains? 
Dr. DECICCO. We have checked some other strains, 

including some P8eudomonads, and these are not sen
sitive. 

Normally when you are going to do something like 
this, you suspect cultures that are related Ito your own. 
Very rarely do Y'ou get cross-infectivity of a single 
phage with two organisms showing very few similari
ties. The only cultures I know that appear to be re
lated to H. cutropha are the cultures that Schlegel has 
been working with in Germany. Certainly H. tacilis is 
not affected; but, on the other hand, H. tacilis is not 
very similar to H. cutropha. They are very different. 

Dr. BONGERS. I must have misunderstood. When you 
compared the glutamate grown cells heterotrophically 
to the autotrophically grown cells, did you start out 

with an inoculum that was originally grown from 
glutamate? 

Dr. DECICCO. The table that I showed you was with 
a heterotrophically grown inoculum. We did the same 
thing with an autotrophically grown in'OCulum. You get 
exactly the same inhibition. The only difference is your 
strictly antotrophic culture comes up faster. 

No one ever did work on simultaneous growth until 
a paper, by Goodman and Rittenberg about 3 or 4 
years ago, at the American S'OCiety of Microbiology 
meeting. He was studying simUltaneous growth in an 
organic substrate with hydrogen. He was working 
with lactllJte. He found that you did get simUltaneous 
growth as measured by yield, grealter yield under both 
conditions, as compared to lactate alone. 

I think this is probably valid. The difference is that 
we get a slight increase. We believe this may go up 
to 30 percent if you measure it carefully. Thus, you 
may get 30-percent greater yields under simultaneous 
conditions. 

We think the difference is in the rate of utilization 
of the organic compound you are working with. This 
was indicated by the work we did with the H. tacilis 
mutant Now that we have mutants of H. eutropha, we 
are going to do exactly the same thing. 

We feel that if you have 'a readily utilizable organic 
compound, 'the organism is going to grow mainly 
heterotrophically until this compound is exhausted. 
Then the organism switches metabolism. If you have 
a slowly utilizable compound, the organism is going 
to grow simultaneously, presumably saturating, the 
electron transport or some other system. I believe this 
is the difference. 

Most of the people who did the early work on these 
organisms used lactate or acetate. These compounds 
are not utilizable nearly as rapidly by H. eutropha or 
H. tacilis, as are amino acids and carbohydrates to 
some e~tent. Even carbohydrates are utilized much 
more slowly. 

We have done similar things with fructose. The 
generation time on glutamate is about one-half of 
what it is on fructose. And, as Bob Tischer said, fruc
tose is the only carbohydrate of the ones that we have 
tested .that H. eutropha normally can utilize. 

Dr. REPASKE. You mentioned the glutamate genera
tion time was about 2 hoUJrs in Y'O'I1r experiments. What 
was the generation time for the autotroph? 

Dr. DECICCO. Surprisingly, it was shorter than I 
thought it would be. It seemed to be a little over 3 
hours once they got going. This was a little faster than 
I expected. 

Dr. Cox. I saw something on one table that indicated 
you did nm get complete clearing. Is that true? 

Dr. DECICCO. This is true. We do not get complete 
clearing. As a matter of fact, we begin to get repopula
tion before complete clearing. 

Dr. Oox. Gourd I have y,our thoughtll on the possibility 
that this might be due to episomal factors of control? 
I presume these organisms believe in sex. 
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,~-br. DECICCO. When you are working with one strain 
you have a problem. 

Dr. REPASKE. You mean all male or all female? 
Dr. DECICCO. Presuma:bly they are all male or all 

female, unless you get variants thrown off. Then you 
'a,re getting these F+ and F- varia:nts o,ccurring in 
the same culture. 

I do not see that the episomal factor figures into the 
clearing. This may very well be a factor in some things. 

You have a lot of problems of this type when you are 
dealing with a single strain of one organism. The 
same problems arise with H. facilis. H. favilis was 
isolated once, and this same strain, as far as I know, is 
being used by everybody. You have these same problems 
unless you have this mutation Drom an F- to a:n F+, 
or vice-versa, whichever the original strain was. You 
are going to have essentially one type of organism. 

When you are talking about sexual processes, these 
are usually done with Escherichia coli or two different 
strains derived from two different animals presumably 
at two different times, and possibly in two different 
<lounbries. Here, with the Slingle strain, I do not know 
if the situation would be the same. 

As I mentioned, under heterotrophic conditions you 
may get essentially complete clearing. You may never 
get complete clearing because of cell debris which may 
give you some turbidity. It depends on, again, the 
multiplicty {)f infection and what the particular 
organic compound may be. If y{)u use a simple medium 
like glutamate salts, you are not going to get as much 
activity as if you used trypticase soy agar or some 
richer medium. 

Dr. REPASKE. And yet on plates you do not get com
plete clearing? 

Dr. DECICCO. Yes, you do. Heterotrophically. As I 
mentioned, this is how we get the phage-reSl.istant cul
tures. You put '€I11ough phage 1n the plaJte to get com
plete lysis. In 18 hours you will see a completely clear 
plate. And then within a few more hours you W'ill start 
to see resistant colonies develop,ing. By the next day, 
after 36 hours, these will be quite low. 

Dr. MoFADDEN. In bhose checks for serusibivity dulJ.'"
ing autotropblic growth to the phage, what concentra
t~on 'Of trypti'ease soy 'broth or agar W'Ould you use? 
Very low, I presume. 

Dr. DECICCO. Half of the recommended concentra
tion. The recommended one is 30 grams per liter. We 
usually use 12 to 15. So here we would be dealing with 
15 grams per liter of trypticase ooy broth, a:nd about 
half of that is amino acid. You have a little phosphate 
and a little glucose. 

Dr. McFADDEN. Is 1t possible that the orga:nisms are 
uSing that preferentially? 

Dr. DECIcco. Yes, it is; except I do not think there 
was enough there for them to utilize only that. It 
would be too limited. Again, if you are dealing with 
15 grams per liter, the utilizable orga:nic compo,unds 

would be probably about 5, because about half of the 
15 grams is amino acid, and half of the amino acid is 
utilizable. You're down to one-fourth of 15 grams, which 
is 4 grams per liter. Then you are u'Sing 1-percent inocu-
10m. This is giving you 40 milligrams per liter; it 
isn't a large amount of nutrient. 

Dr. KRAUSS. You showed the resistance to phage of 
organic media. It is possible that there is a quite dif
ferent rate of movement for resista:nce in an inorganiC 
medium? 

Dr. DECICCO. Right. It may be that the bacteria are 
more resistant. It may be that you are getting lysogeny. 
We don't know exactly. 

With a lot of other phages, when you slow down the 
growth rate, the phages just aren't as effective. I 
don"t know exactly why it is, but there is a decreased 
activity under, again, strictly autotrophic conditions. 
There is also decreased activity under a simpler me
dium, a less complex medium, such as glutamate salts 
or fructose salts or something like this. 

Dr. REPASKE. Is any phage sensitive to destruction 
in a medium of improper tonicity? 

Dr. DECICCO. It depends on how improper; 'but nor
mally, no. Are you referring to hypertonic? 

Dr. REPASKE. Yes. 
Dr. DECICCO. I will qualify that. Phages will sur

vive a lot longer in amino acid or peptone or protein
containing media. If you PUlt them In a salts medium, 
you get a loss of titer fairly rapidly. At one time I 
resuspended them in an inorganic medium. One or two 
weeks later I checked it, a:nd it was of very, very low 
titer. So, these do lose infectivity again. 

Dr. REPASKE. Could this ;be the difference between 
a heterotrophic medium and autotrophic? 

Dr. DECICCO. I would not think so. You would ex
pect the phage to attach and begin infection within 
a matter 'of hours undm- any conditions, ,including 'auto
trophic C'OIlditions. I would not expect that you are 
getting much occurring in this short period of time, as 
far as loss of titer goes. 

Dr. REPASKE. But that is a:nother reaction, isn't it? 
Dr. DECICCO. But 'again, your salts may playa role. 

Cevtain -salts 'are required for attachment; certain ma
terials inhibit attachment. This would all have Do be 
looked at. Usually, magnesium is required for attach
ment. You would expect this would m'ake the auto
trophic medium more effective. 'Ve do not know 
whebher it plays a r<!le with these particular phages 
or not. Some phages require organic compounds for in
fectivity. I know there is a tryptophane-requiring 
phage; I think it's a:n E. coli phage. But, we do not 
know anything about these. 

Dr. Cox. This might have to do with the synthesis 
of partiocuJ.ar acceptorr site;. 

Dr. DECIcco. Certainly the resistance we would ex
pect, if the clones that develop are truly resistant as 
opposed t{) b~ng lysogenic (a:nother form of resist
anee), that they would have altered receptivesirtes. 
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A lysO'genic phage, that is a ba~terium which is C'llrry
ing a pro-phage may be resistant to' subsequent infec
tiO'n. It wO'uld be harbO'ring phage nucleic acid and 
WO'uld nO't have presumably altered receptor sites. 

. 
Dr. Cox. NO', I am nO't referring to' the synthesisli'ot 

more mature receptor sites. 
Dr. DECICCO'. Actually you're talking about a dif

ference in the cell-wall structure under both cO'nditiO'ns. 



Nutritional Properties 
of Harvested 

Hydrogenomonas Eutropha 

Studies of the hydrogen"fixing bacterium, 
Hydrogenomonas eutropha, indicate that this 
organism may form the basis of a bioregenera
tive system for atmospheric control during pro
longed space flight. Although this development 
would permit great savings of weight and power 
in comparison with complete storage systems 
and even with the algal system proposed earlier, 
maximum benefit can Ibe gained only if the har
vested cells can serve wholly or partly as food 
for the crew. Brief studies, using small amounts 
of dried organism made available hy other in
vestigators, demonstrate the bacterial protein to 
be readily digestible and of high biological 
quality, whereas themajority of the unprocessed 
lipid is not 'available. 

COMPOSITION 
Samples received from the Battelle Memorial 

Institute (BMI)and from Mississippi State 
University (MSU) were harvested by centrif
ugation from adequate media during log
phase growth. The Research Institute for Ad-

DORIS H. CALLOWAY 
University of California, Berk.eley 
Berk.eley, California 

V'anced Studies (RIAS) has provided samples 
harvested under conditions of rapid growth and 
'after a period of exposure to a growth-limiting 
medium low in nitrogen content. The composi
tion of the cells, given in table I, includes about 
13 to 14 percent of nitrogen on a dry-solids basis 
irrespootive of source, except when the medium 
is deficient. Cells from deficient medium have an 
increased proportion of fat, 23 percent instead 
of about 9 percent, as in the samples from rap
idly growing cultures. Residual medium, har
vested and dried with the cells, contrihutes sub
stantial 'amounts of 'ash constituents and some 
nonprotein nitrogen; five washings in distilled 
water were needed to eliminate completely the 
nonprotein nitrog.en from the supernatant fluid. 

Mineral co'llitent varies widely, apparenltly 
because of differences in composition of media 
and of the amount harvested with cells. Potas
sium ranges from 0.3 to 9.0 mg per gram of 
dry solids, calcium from 0.1 to 2.1 mg, and 
magnesium from 0.2 to 2.0 mg. Since the orga-

TABLE I.-Oomposition of Hydrogenomonas Eutropha Oells 

Constituent 

Nitrogen __________________ _ 
Lipid _____________________ _ 
Ash ______________________ _ 
Phosphorus ________________ _ 
chloride __________________ _ 
CalciuID __________________ _ 
MagnesiuID ________________ _ 
PotassiuID _________________ _ 

BMI-

g per 100g 
dry solids' 
(4 samples) 

12.90 -14. 700 
7.20- 9.400 

2.400 
0.820 
0.074 

0.02- 0.210 
0.02- 0.100 
0.03- 0.620 

Source 

MSU 

g per 100g 
dry solids 

(2 samples) 

RIAS 

Ii per 100g dry solids 

(1 sample) (2 samples) 

12.70-14.20 (13.1) (8.1) 8.90 
______________ ____________ 23.00 

5.50- 5.70 _______________________ _ 
1. 40 - 1. 80 _______________________ _ 

0.20 
0.20 
0.91 

0.01 
0.04 
O. 79 

-BMI cells washed free of medium; MSU and RIAS cells were not washed. Unwashed BMI cells contained 5.9 per· 
cent of ash and 1.7 percent of phosphorous . 

• Dried cells contained 6 to 9 percent of water as received. Data have been converted to a moisture-free basis for com
parability except for "C-Iabeled RIAS samples shown in parentheses which are "as is." 
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nism has no staked requirement for either potas- with diethyl ether removes only 0.45g of liP'i<\, 
sium or calcium, these figures seem to be containing the following fatty acids: 012: 0, 
adventitious. 14: 0, 16: 0, 16: 1, 17: 0,18: 0,18,: 1 'and 18: 2. If 

The amino-acid composition of H. eutropha mixed-solvent systems are used (either chloro-
protein published by F'Oster and IJiwhfield form-methanol or diethyl and petroleum ethers 
(ref. 1) indicated serious deficiencies in several with ethanol), 6.10g O'f lipid are extracted and, 
essential amino acids but accounted for only in the latter case, 9.39g if extractiO'n is preceded 
64 percent of the nitrogen (assuming the pro- by hydrolysis of mild hydrochloric acid. The 
tein to have a conventional 16 pe~cent of nitro- major part of this lipid is presumed to be beta-
gen). Our data account for 96 percent of the hydroxybutyric acid (OHaOHOHCHzOOOH) 
nitrogen and correspond almost exactly with the or a polymer thereof, but the extract contains 
BMI pattern at 1.5-times concentratiO'n (table some digitonide-precipitable sterol and alpha-
II). The only significant difference is in lysine tocopherol (80 and 5.76 mg per 100g dry BMI 
content, where our higher value may be due to a cells, resper:tively). Neither viltamin A nor 
more gentle drying procedure. Amino-acid con- carO'tenO'ids are present. 
tent and pattern place the bacterial protein in Two samples of RIAS cells containing only 
a class with the milk protein-casein-and with 8 perceDit O'f nitrogen had :abO'ut 23 percent of 
muscle meat and soy beans. A single BMI sam- lipid, extractable after acid-hydrolysis with a 
pIe analyzed by Dr. David Schwarz (Schwarz mixed-solvent system. These samples must 
Bioresearch, Inc.) contained 7.8 percent of nu- be re-evaluated under new extraction conditiO'ns 
cleic acids. The rrutiO' of DNA to' RNA is un- if we are to' account for 100 percent of cell dry 
usual: 0.3 of DNA to' 7.5 of RNA, i.e., 1: 25. weight. The residuum (not yet determined) 
TO'tal nucleic acid is rulso well below that of could be earbohydra,te but, as none is present in 
Esoheriohia ooli (13 percent). high-'prO'te:incells, the lipids may not have boon 

Soxhlet extraction of high-prO'tein BMI cells completely removed. 

TABLE H.-Amino Acid Oomposition 

HlIdrogenomonas eutropha sterile autotroph Ohlorella pyrenoidosa 

Amino acid Whole egg Casein 
g/16g nitrogen (ref. 2) (ref. 2) Battell Analysis Univ. Calif Sterile Sterile 

BMlsample autotroph heterotroph 
as published X1.5 (ref. 3) (ref. 3) 

(ref. 1) 
---
Tryptophan _________________ 1.65 1. 34 1.05 1.6 N.A. ---------- ----------Threonine ___________________ 4.98 4.30 2.90 4.4 4. 52 8.02 7.84 
Lysine ______________________ 6.40 8.06 3. 57 5. 3 8.61 6. 72 8.30 
~ethionine _________________ 3.14 3. 10 1. 54 2. 3 2.69 1. 82 2. 05 
Cystine _____________________ 2. 34 0.38 0.11 O. 2 ---------- ---------- ----------
Isoleucine ___________________ 6.64 6.59 2.92 4.4 4. 58 2. 52 2. 84 
Leucine _____________________ 8. 80 10.11 5.44 8.2 8.52 7. 26 7.49 
Phenylalanine _______________ 5.78 5. 42 2.96 4.4 3.96 4. 43 4. 37 
Tyrosine ____________________ 4. 30 5. 86 2.41 3.6 3.26 2.91 3.06 
Valine ______________________ 7. 42 7.44 4. 08 6.1 7. 13 4.04 4. 72 
Histidine ___________________ 2.40 3. 04 1. 28 1.9 2.48 1. 41 1. 69 
Ar .. gInlne ____________________ 6.56 4.10 4.59 6. 9 8. 00 5.15 5. 88 
Alanine _____________________ (7) 3.38 6. 02 9.0 8.80 9.08 9.59 
Aspartic acid ________________ 7.01 7.44 5. 82 8. 7 9. 57 5.61 5.64 
Glutamic acid _______________ 1. 24 2. 32 10.33 15.4 11.17 10.73 11. 48 
Glycine _____________________ 3.54 2. 00 3. 72 5.6 5.47 5.30 5.23 
Proline _____________________ 4. 24 11. 82 2. 77 4.2 3.46 3.54 3. 68 
Serine ______________________ 8.40 6. 69 2.42 3. 6 3. 47 3.44 3. 84 

TotaL ________________ 91. 84 93.39 63.93 \---------- 95.69 81. 98 87.70 

.. 
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/JIVLOGICAL QUALITY OF PROTEIN 

Although the ability of H. eutropha to grow 
in the intestinal tract is uncertain, the condi
tions appear favorable since gaseous hydrogen, 
oxygen and carbon dioxide are present, nutrient 
medium is available, and the temperature is 
within the organism tolerance range. Therefore, 
a number of methods of disintegrating the cells, 
preferably without heat, were tried in order to 
prepare a non-viable sample suitable for ani
mal-feeding studies. Most of these methods were 
unsuccessful, but ultimately two methods were 
accepted: heating for 15 minutes at low boil
ing temperature in aqueous suspension, and 
exposure to high-frequency sound. This latter 
process ruptured only about 60 percent of cells 
initially but fragmentation was nearly complete 
when the cells were stood in cold aqueous sus
pension (4 0 C) for 24 hours. 

Biological quality and digestibility of pro
tein of BMI no. 1 were determined by an ab
breviated Mitchell-Thomas method. A diet con
taining 4 percent of protein from dry whole egg 
was fed for 1 week to 20 w~anling male albino 
rats (Simonsen-strain, cesarean-deri vedfrom 
Sprague-Dawley stock). These were assigned 
on a matched-weight basis to four dietary treat
ment groups: boiled bacteria, sonified bacteria, 
casein, and 4-percent egg protein. Bacteria and 
casein were incorporated into diets at levels to 
yield 1.6 percent of nitrogen on a dry-solids 
basis (table III). As used, the diets contained 
40 percent of moisture. Because ()If the limited 
amount of,bacteria avaHable, the test diets were 
fed for only 1 week; urine, feces, and rejected 
food were collected quantitatively fQr the last 
5 days. These samples and all diets were ana
lyzed for nitrQgen content (AOAC, 1960). Bio
logical value listed in taJble IV, was computed 
according to the method of Mitchell et al. (ref. 
4) using the following factors: 

NI: nitrogen intake, mg 
FNm: fecal nitrogen of the 4-percent protein 

group (metabolic)=0.945 mg per gram of 
dry food eaten 

FNt : fecal nitrogen of the test group, mg 
UNe: urinary nitrogen of the 4-percent protein 

group (endogenous=0.360 mg per gram 
0.75 of body weight per day) 

UNt : urinary nitrogen of the test group, mg 
Absorbed nitrogen (AN): NI-(FNt-FNm) 

Nitrogen digestibility (ND), percent: 1:JjXI00 

Biological value (BV), percent: 

.A.tN - (UN,- UN.) X 100 
AN 

Net nitrogen utilization (NNU) , percent: 
NDxBV+I00. 

The digestibility (or, more properly, net 
absorption) of H. eutropha nitrogen was 93 
as compared with that of casein, 99 percent, 
but was within the normal range and on a par 
with that of mixed human diets, cereals and 
cooked legumes. Retention of absorbed nitro
gen (the biological value of 77 percent) indicates 
a well balanced pattern of amino acids, ar;; good 
as that of casein. Using this same general 
method, biologi~al value of whole-egg protein 
is normally about 97 percent; of fresh whole 
milk, 90 perce~t, of fresh muscle meats, 74-78 
percent, and of casein about 75 percent. 

liPID DIGESTIBILITY 
Digestibility of the lipid and protein round in 

RIAS high-bt cells and that of BID high
protein cells was measured by incorporating 
boiled cells in diets fed to mice. To Qbtain values 
for metabolfc lipid and nitrogen, Qne group Qf 
mice was fed a diet very low in protein and 
fat. Control 'animals were fed a diet based on 
corn oil and casein (table V). Diets were fed to 
groups Qf six or seven male albino mice (Car
worth Farms) for 10 days. Food intake was 
measured and feces were quantitatively collected 
during the last 5 days. Both diets and feces were 
analyzed for lipid content by extraction with 
mixed ethers and alcohol after mild acid hy
drQlysis; nitrogen- was measured by micro
Kjeldahl analysis. Digestibility was computed 
as indicated for protein above. In order to en
sure adequate absorption of fat-soluble vitamins 
and a supply of essential fatty acids, all diets 
contained 1 percent of corn oil. The RIAS diet 
contained 10 percent of bacterial lipid, and the 
BMI provided 3 percent, within the total 11 
percent of lipid in all diets. PrQtein compQsition 
was determined by the RIAS sample: this ,vas 
25 percent of all diets. 
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From the control diet, 99 percent of both 
lipid and protein were absorbed (table VI
values given3Jre means of 6 mice per group). 
With the RIAS cells, digestibility was only 19 
percent of total lipid; since 10 percent of the 
lipid was corn oil (99-percent absorbable), the 

digestibility of bacterial lipid is not more tMtI\. 
10 percent. The lipid contained in the BID diets 
was 47 -percent absorbed, or less than the amount 
of corn oil present. Nitrogen digestibility was 
93 percent with the RIAS sample and 94 per
cent with the BYI, in good agreement with rat 

TABLE lII.-Diets 

Components 
Egg 4-percent Casein 

protein standard 
H. eutropha 
(boiled or 
sonlfied) 

Whole egg (dry)___ ____ _ __ _____ ___________ _ ___ _ __ 8. 6 _____________________ _ 
Casein, vitamin-free q ___ ------------------------- __________ 12.0 ___________ _ 
H. eutropha, #B1 (dry)____________________________ __________ __________ 12.0 
Cornstarch_ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ 70. 0 64. 4 64. 4 
Sucrose_________________________________________ 9.0 9.0 9.0 
Cottonseed oiL__________________________________ 4. 4 6.6 6.6 
Alpha-cellulose__________________________________ 2.0 2.0 2.0 
B-vitamin mixture a_____________________________ 1.0 1. 0 1. 0 
Salts USP XIV + zinc b_________________________ 5.0 5.0 5.0 

a The sucrose mixture provided, in mg per loog diet: thiamine HC1, 0.25; riboflavin, 0.50; pyridoxine HC1, 0.25; niacin, 
2.0; Ca pantothenate, 2.0; inositol, 10.0; para-aminobenzoic acid, 5.0; biotin, 0.01; folic acid, 0.10; vitamin B12, 0.005; and 
choline Cl, 100.0. Fat-soluble vitamins were given twice weekly by dropper, providing per rat per week: vitamin A, 600 
I. U.; vitamin D" 10 I. U.; alpha-tocopherol, 3.0 mg; aud 2-methyl-1,4-naphthoquinone, 0.3 mg. 

b Two parts of zinc carbonate added to 598 parts of USP XIV salts mixture, which is adequate for the rat with respect 
to minerals otber thau zinc. 

TABLE TV.-Protein Quality oj Nitrogen oj H. eutropha 

Sample· 

H. eutropha: 
Boiled ________________________________ _ 
Sonified _______________________________ _ 

Casein ____________________________________ _ 

Biological value 
(percent) 

77. 1 
76.0 
77.3 

Digestibility b 
(percent) 

93.0 
93.6 
98.9 

a Fed as the sole source of protein in diets containing 1.6 percent of nitrogen on a dry-solids basis. 
b Means of five rats per group. 

TABLE V.-Diets Fed to Micejor Digestibility Trials 

Component RIAB BMI 
g/l00g diet 

Net utilization b 
(percent) 

Control 

72 
71 
76 

Lipid-rich RIAS H. eutropha__ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ 43. 5 ___________________ _ 
Protein-rich BMI H_ eutropha_______________________ __________ 30.0 _________ _ 
Casein_ _ _ __ ____ _ __ ______ __ _ __ _____ ___ _____ __ _____ ___ _ ___ _ __ ____ _ __ __ _ 30. 0 
Corn oiL _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ 6. 0 10. 0 
Salts USP XIV plus ZnC03a________________________ 6.0 6.0 6.0 
B-vitamins mixture a_______________________________ 1. 0 1. 0 1. 0 
Fat-soluble vitamins in corn oil b _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ 1. 0 1. 0 1. 0 
Cornstarch_ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ _ 24. 25 28. 0 26. 0 
Glucose_ _ _ __ __ _ ___ __ _ _ ___ _ __ _ _ __ _ _ __ ____ _ _____ _ _ _ 24. 25 28. 0 26. 0 

a See table III. 
b The corn-oil mixture provided, per 100g of diet: 1776 IUvitamin A as palmitate, 160 IU vitamin Da, 1.82 mg oa-toco

pherol, and 0.20 mg vitamin Ka. 
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U' ABLE Vr.-Digestibility of Hydrogenomonas 
eutropha Lipid 

RIAS 
Iipid
rieh 

BMI 
protein

rich 

Casein 
corn 
oil 

----------------------
Food eaten, g/mouse/5 days ____ _ 
Lipid digestibility, percent _____ _ 
Nitrogen digestibility, percent __ _ 

27 
19 
93 

30 
47 
94 

34 
99 
99 

data for the compamble BM! sample (see 
above). 

Good protein digestibility in spite of poor fat 
digestion (indicating that the high-fat cells are 
not resistant to digestion) suggests that the lipid 
is located within the cells and that the cell mem
brane is not made more resistant by the cultural 
conditions. There is no evidence that the cells 
have toxic properties in the brief test period; 
nevertheless, the diet was less well accepted by 
the mice than that based on the BMI cells or 
casem. 

COMMENT 
Reasonable caloric intake for man, based on 

organisms of this composition, would require 
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consumption of about ~{)0-800g of bacteri'al 
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bases are absorbed, the large quantities con
verted to uric acid (the end-product of purine 
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on diets containing more than 40 to 50 percent 
of protein. All these factors indicate that high
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be supplemented with other food sources. 
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COMMENTS 

Dr. GOLDNER. How far are you willing to extrapolate 
to man the data you obtained in mice as to lipid 
digeSltJibility? 

Dr. CALLOWAY. If the mice do anything that we 
don't do, they recycle it probably. If anything, it has a 
double set of opportunities to be digested in mice. We 
do not know that there is any difference in lipolytic 
activity in the human gut and in the mouse gut. We 
normally see 98- to 99-percent digesti1bility of conven
tional lipids in both man and the rodents we used as 
experimentals. I think the chances are not very good 
that the lipid will be used as such. You may have to 
isolate the depolymerase that presumably is contained 
in the organisms itself, and use that to process your 
material. In its present form, there is very limited hope 
of its use. 

Dr. KRAUSS. I really don't believe it is at all realistic 
to think in terms of feeding whole cells of any sort 
as a diet. You have to include processing the cell masses 

in this program. This should be clear to everY'body by 
this time. 

Dr. CALLOWAY. I think so. Perhaps a two-component 
system has a lot to be said for it, too. This Simple
minded approach of "one man and one bug," without a 
lot of something in the middle, has got to cease. It is 
going to cost us at least as much as a rocket costs to 
figure out whether we can send him with anyone of 
these. 

Dr. JENKINS. Is there any toxicologic reaction at all 
from this lipid-like material? 

Dr. CALLOWAY. Nothing. It all came out apparently 
as though it were barium sulphate or anything else. It 
apparently carried out a little of the lipid along with it. 
But that would happen normally. Anything that would 
give you that amount of residue is likely to take on 
additional water, saLts and other things. It would be 
my guess that the amount tfuat is extractable with con
ventional sohxlet extraction appeared to be the per
centage that could be digested. 
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Dr. DECICCO. Is there- any other evlidence that you 
or anyone else knows that the poly betahydroxybutyric 
is digested? 

Dr. CALLOWAY. As far as I know, no one else has 
tried it except us. 

.. " 
PHBA showed us no reason why lipid should not' ~ 

digested. But it was not to be. We made some esters 
of long-chain fatty acids and long chain alcohols that 
have the conventional ester bond. They would not split 
in the gut, either. 



Growth of Hydrogenomonas 
Eutropha in Urine 

for Application 
to a Bioregenerative 
Life-Support System 

In closed ecological systems proposed for ex
tended manned missions, it will be necessary to 
regenerate food from human wastes, such as 
CO2, urine, and feces. In 3tddition, a suitable at
mospheric balance between C2 and CO2 must be 
maintained. A bioregenerative life-support sys
tem that offers the advantages of producing food 
material from wastes, atS well as providing an 
atmospheric balance, is being developed and 
consists of combining the electrolysis of water 
with the autotrophic growth of H. euwopha. * 

Urine can serve as a major source of nutrients 
for H. eutl'opha. since it contains urea as a nitro
gen source and all the inorganic salts required 
in the autotrophic nutrition of this bacteria. 
This paper describes an investigation of the nu
trition, physiology, and culture characteristics 
of H. eutl'opha grown in urine, with the result 
that a material balance is feasible between the 
volume of urine excreted, the amount of CO2 
produced by human respiration, and the volume 
of CO2 utilized by a culture of H. eutl'opha. 

MATERIALS AND METHODS 

Urine 
The urine, furnished by D. Calloway (Uni

versity of California, Berkeley), was collected 
from four healthy male subjects who were 
placed on a nutritionally adequate formula diet 
containing 2800 calories per day for 6 weeks. 
Urine collected during the final 3 days of the 
diet study was used for this program. The total 
daily output, which averaged 1500 ml, was di
luted to 21 with deionized water; thus, the urine 
as received watS diluted 25 percent. The total 
amount of urine collected was pooled, frozen in 

*H. cutropha obtained from R. Repaske (National 
Institutes of Health, Bethesda, Maryland) was used 
throughout the study. 

BERNARD H. GoLDNER AND J. B. DITrMAN 

TRW, Inc. Systems 
Redondo Beach, California 

small lots, and maintained at - 20° C. The urine 
was quick-thawed for growth experiments and 
sterilized by filtration through a 0.22-p. mem
brane filter (Millipore Corp., Bedford, Mass.). 
Filter-sterilized Fe(NH4)2(S04)26H20 was 
added routinely to a final concentration of 
11 mg/l. 

Culture Apparatus 
The growth vessel (fig. 1) consisted of a 500-

ml bafHed Erlenmeyer fiatSk provided with two 
sampling pOl"ffi. One port watS fitted with a rub
ber septum to permit syringe sampling of either 
the culture or gatS phatSe. A second port allowed 
the insertion of a combination pH electrode into 
the culture. Some growth vessels were modified 
with a third port for the insertion of a Beckman 
oxygen-macro electrode. The culture vessel was 
fitted with a head assembly that contained a 
stainless-steel impeller driven by a variable
speed motor and a stainless-steel tube that de
livered the gatS mixture directly into the vortex 
created by the stirring motion of the impeller. 
The head assembly also contained a gas outlet 

MOTOR 

FIGURE 1.-Flow diagram of respirometer used to 
measure growth and gas uptake of H. eutropha CUl

tured in urine. 

55 
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PQrt. The gases (H2' O2, and CO2) cQntained in 
individual gas cylinders were prQportiQned by 
individual flQwmeters and mixed in a gas mani
fQld. The gas mixture was humidified to reduce 
evapQrative losses in the culture by sparging in 
a wash bottle. SteriliZ'atiQn Qf the gas mixture 
was accomplished by passage through a glass 
cylinder packed with glass WQol. The culture 
assembly was sterilized by autodaving. The pH 
electrO' de and Qxygen senSQr were sterilized by 
Qvernight immersiQn in Roccal solutiQn. 

The rate Qf gas cQnsumed by the culture was 
determined wi,th a calibrated wet-test meter, 
which alternatively measured the inlet and O'ut
let gas flQW by a manual valve-switching device. 
An average deviatiQn of 0.4 I tQtal gas/hr 
existed between the inlet and outlet gas-flow 
rate. The rate Qf the total amQunt of gas con
sumed by the culture was measured at hQurly 
intervals. 

In view of the requirement to' prQduce a bal':: 
ance between the rate Qf CO2 respired by man 
and the rate of CO2 fixed by H. eutropha, the 
maximum rate of gas uptake was considered to' 
be the mQst significant parameter of culture 
perfQrmance and, therefore, conditiO'ns were 
Qptimized for. gas uptake rather than growth, 
per se. 

The gas mixture consisted of 8.3 .percent O2, 
10 percent CO2, 'and 81.7 percent H 2; the impel
ler stirring speed was cQntrolled at 2000 rpm 
unless indicated otherwise. A gas-flO'W rate was 
maintained at 22 l/hr. Experiments were car
ried Qut at 35° C by placing the entire assembly 
in a constant-temperature incubatQr. 

Preparation of Culture 
TO' prepare H. eutropha fQr the measurement 

Qf gas uptake and grQwth in the culture appa
ratus, the culture was grQwn with shaking at 
30° C in 500-ml gla'SS-stQPpered Erlenmeyer 
flasks cO'ntaining 25 ml Qf the experimental 
medium. The flasks were gassed with a mixture 
consisting of 70 percent H 2, 20 percent 02, and 
10 percent CO2 by placing the cQttQn-plugged 
flasks in an anaerQbic jar, alternately evacuated 
and filled with the gas mixture, and finally re
placing the cotton with glass stQPpers \vhen 
gas equilibrium was reached. 

After a 16- to' 18-hQur grQwth periQd, the 

cells were centrifuged at 5 ° C and washed once 
with sterile physiolQgical saline. The cells were: 
then resuspended in 50 ml Qf the experimental 
medium to' O'btain an Qptical density Qf 6.0 to' 7.0 
as measured at 660 m"" in a Beckman DB spec
trQphQtQmeter. Just befQre transfer Qf the sus
pensiQn to' the grQwth vessel, freshly prepared 
Fe (NH4)2(S04)2'6H20 was added and the pH 
adjusted between 6.8 and 7.0 with 0.1 N NaOH. 
In mQst cases the same medium was used in 
the shake-flasks and culture apparatus to' ensure 
adaptatiQn Qf the culture to' the experimental. 
medium. Culture purity was checked rO'utinely 
by micrQscQpic examinatiO'n and by streaking 
agar plates prepared with trypticase SQy agar 
(BBL). 

Analytical Methods 
Urea was determined by the biacety I monQX

ime methQd (ref. 1). Trace metals were an
alyzed semiquantitatively by emissiO'n spectrQ
graphic analysis. AminO' acids ,vere determined 
with a TechnicO'n cO'lumn chrO'matQgraph, and 
tO'tal nitrQgen was determined by the Kjeldahl 
methO'd. pQly-beta-hydrQxybutyrate was an
alyzed accQrding to' the prO'cedure Qf William
SQn and WilkinsQn (ref. 2). Potassium and 
sO'dium were determined by flame phQtometry. 
The procedures used fO'r the remaining urinary 
inO'rganic iQns and Qrganic cQmpQunds (table 
I) are described by Henry (ref. 3). Dry weight 
O'f the cells was determined by washing the cells 
twice with distilled water and drying to' a 
CQnstant weight under vacuum at 50° C. 

RESULTS AND DISCUSSION 

CQmposition of Urine 

Aliquots Qf urine were quick-thawed, steri
lized by membrane filtrati'O'll, and analyzed for 
inQrganic and Qrganic compQnents and trace 
metals. N O'rmal urine cO'nt.ains Qver 200 CQn
stituents and, therefQre, the urine was analyzed 
primarily for those cQnstituents reported to be 
present at rel,wtively high levels and knQwn to' be 
invO'lved in the nutrition Qf bacteria. 

Table I shQWS thUit the inorganic cQmpQsitiQn 
Qf the urine falls wi,thin the range repQrted fQr 
nO'rmal urine (ref. 4) , but that the cQncentratiQn 
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TABLE I.-Oomposition oj Urine 

Inorganic: 
Magnesium _______________________ _ 
Phosphorus _______________________ _ 
Sodium __________________________ _ 
Potassium ________________________ _ 
calcium __________________________ _ 
Sulfate ___________________________ _ 
Chloride _________________________ _ 

Trace metals: 
Copper ___________________________ _ 
Silicon ___________________________ _ 
Boron ____________________________ _ 
Aluminum ________________________ _ 
Iron _____________________________ _ 
Molybdenum _____________________ _ 

Organic: 
Urea _____________________________ _ 
Glucose __________________________ _ 
Uric acid _________________________ _ 
Lactic acid _______________________ _ 
Citric acid ________________________ _ 
creatinine ________________________ _ 
Hippuric acid _____________________ _ 

Amino acids: 
Alanine __________________________ _ 
Glycine __________________________ _ 
Lysine ___________________________ _ 
Methionine sulfoxide _______________ _ 
phenylalanine _____________________ _ 
serine ____________________________ _ 
Taurine __________________________ _ 
Tyrosine _________________________ _ 

Histidine and 3-methylhistidine _____ _ 
Threonine, asparagine, and glutamine_ 

Nitrogen: 
Total N __________________________ _ 
Alpha amino acid N _______________ _ 
Ammonia N ______________________ _ 

mgtl 

75.6 
370.0 

1170. 0 
980.0 
56.1 

420.0 
2230. 0 

ppm 

1.7 
24. 0 
0.65 
2. 5 
1.5 
0.14 

6665. 0 
20. 0 

210.0 
40.0 

700.0 
400. 0 

0.0 
I'M/l 

90.0 
839.0 

57. 0 
132.0 
27.0 

255.0 
296.0 
28.0 

306.0 
80.0 

3900.0 
73. 0 
10.0 

o.f o.rganic ni,tro.geno.us co.mpo.unds, particularly 
urea, is lo.w. The diet o.f the urine dono.rs con
tained a no.rmal :amo.unt of protein (75 g/day), 
but iJt is ,possible that protein assimilatio.n was 
increased by ,the ty'pe o.f diet emplo.yed in the 
study, thereby 3Jccounting fo.r the lo.w co.ntent o.f 
nitrogenous compo.unds in the urine. 

Dilutio.n o.f Urine 

Studies carried out in synthetic media have 
fairly well defined the minimum nutritio.nal re
quirements fo.r the autotro.phic. gro.wth o.f H. 
eutropha (ref. 5). In addi,tion to H 2, O2, and 
CO2, the bacteria oan be cultiv,a,ted successfully 

295-333 0.-68-5 

in a medium containing urea, magnesium, pho.s
phorus (as phosphate), sulfate, potassium, fer
rous iro.n, ;and various trace metals (not yet 
defined). Table II shows that undiluted urine 
co.ntains levels o.f three essential nutrients (urea, 
magnesium, and sulfate) co.ll!Sider3Jbly higher 
than Bo.ngers' medium, which is considered to 
be fairly o.ptimum fo.r autotrophic growth. The 
potassium and phospho.rus co.ntent o.f urine and 
Bongers' mediumoannot be strictly compared 
because po.tassium pho.sphate is used as a buffer 
in Bo.ngers' medium and the molarity varies 
according toexperimendJal co.nditio.ns. Urine is 
deficient in ferrous iro.n; consequently, the urine 
must be supplemented with Fe (NH4)2(S04)2' 
6H20. 

TABLE 11.- Oomparison oj Undiluted Urine 
with Bongers' Medium 

Urea ______________________ _ 
Magnesium ________________ _ 
phosphorus ________________ _ 
potassium _________________ _ 
sulfate ____________________ _ 

Undiluted 
Urine (mg/l) 

6650.0 
75.6 

370.0 
980. 0 
420. 0 

Bongers' 
Medium

(mgtl) 

1000.0 
9.85 

759.2 
1543.2 

39.0 

- 0.025 M, Sorensen's potassium phosphate buffer (PH 7.0). 

The excess nutrients contained in urine in
dicated that the urine eQuId be diluted with 
water to achieve a balance between the vo.lume 
o.f urine excreted in 24 hours (appro.ximately 
1.5 1) and the vo.lume of CO2 pro.duced by 
human respiratio.n (22 '1/hr.) The amo.unt o.f 
CO2 uptake by a culture o.f H. eutropha is partly 
a functio.n o.f the density of the cell suspensio.n 
and the vo.lume o.f urine available. Since the 
urine appeared to contaim. mo.re nutrients than 
required to supp.o.rt o.ptimum growth, it was 
considered mo.re practical to dilute the urine to' 
increase the vo.lume o.f culture rather than to' 
attempt to achieve extremely dense cultures in 
undiluted urine. 

Figure 2 sho.ws the results o.f diluting the 
urine with distilled water to. a final co.ncentra
tio.n ranging Tro.m 5 to' 50 percent o.f undiluted 
urine (as received). The maximum rate o.f gas 
uptake occurred in 50 percent urine (26.0 I rota! 
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gas I culture/hr) a 6.6-percent improvement 
over that obtained in undiluted urine. This may 
be attributable to either a rErluction in concen
tration of some inhibitory urine component or 
to dilution of the urine to a more favorable 
i'Onic strength. Gas uptake rates in 25 and 15 
percent urine were similar but, in 5 "percent 
urine, gas uptake was considerably reducErl. 

Table III shows the relationship between 
dilution of the urine and the corresponding de
crease in the rate of maximum gas uptake. It 
is evident that the most favorable ratio be
tween diluti'On, gas uptake, and volume 'Occurred 
in 15 percent urine; a large culture volume was 
obtainErl which could still maintain a gas up
take rate that was 81.1 percent of undiluted 
urine. 

TABLE IlL-Relationship Between Dilution oj 
Urine and Gas Uptake 

Urine concentration 
(%) 

Undiluted (75) a ________ _ 

50 (37.5) ______________ _ 
25 (18.75) ______________ _ 
15 (11.25) _____________ _ 
5 (3.75) _______________ _ 

Gas uptake of 
undiluted urine 

(%) 

100.0 
106. 0 
80.7 
81. 1 
41. 0 

• Actual concentration of urine as received. 

Maximum gas 
uptake rate 
(1 total gas/l 
culturejhr) 

24.4 
26.0 
19.7 
19.8 
10. 0 

28,--------------------. 

24 

4 

3 4 
TIME (HRS) 

FIGURE 2.-Effect of dilution on gas uptake in urine. 

Effect of Oxygen Concentration on Gas Uptake 
~ 

The sensitivity of H. eutropha to O2 is well 
d'Ocumented (refs. 5 and 6) . Inhibition of 
gr'Owth has been found to occur either in the 
absense 'Of sufficient O2 'Or in the presence of 
high concentrati'Ons 'Of O2 , Oxygen c'Oncentra
tions below 'Optimum lead to the formation 'Of 
the storage pr'Oduct p'Oly-beta-hydroxybutyrate, 
while high O2 levels inhibit hydrogenase 
activity. 

With the culture apparatus used in these ex
periments, the partial pressure of O2 in the gas 
phase, the rate 'Of gas fl'Ow, and the stirring speed 
'Of the impeller influence the c'Oncentrati'On 'Of 
dissolved O2 in the culture. Consequently, exper
iments were undertaken t'O examine the influence 
of several 'Of these variables on gas uptake rates .. 
Early studies were perf'Ormed in undiluted urine 
but were later carried 'Out in 15 percent urine. 
With undiluted urine it was f'Ound that the best 
raJte of gas uptake 'OccurrErl with 8.3 percent 
O2 in the gas phase (10 percent CO2 and 81.'7 
percent H 2 ), a gas-flow rate 'Of 22 l/'hr, and an 
impeller stirring speed 'Of 2000 rpm (fig. 3). 
Inhibition was evident at the same concentra
ti'On 'Of O2 and gas-fl'OW rate when the stirring 
speed was reduced to 1750 rpm. When the O2 

concentration in the gas phase was increased 
to 11.8 percent (10 percent CO2 and 78.2 per
cent H 2 ), at a stirring speed 'Of 2000 rpm and 
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FIGURE 3.-Effect of 02 concentration on gas uptake in 
undiluted urine. 
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I,a gas-flow rate of 22 l/hr, inhibition was also 
observ~. The actual concentration of dissolved 
O2 was not measured in these experiments, and 
it can only be assumed that O2 reached equilib
rium between the gas and liquid phases. 

When ~5 percent urine was adopted as the 
routine growth medium, a second s&, of studies 
was conducted. In these experiments, the con
centration of dissolved O2 in the cell suspension 
was measured with a Beckman oxygen-macro 
electrode. Figure 4 shows the influence of two 
concentrations of O2 , 8.3 and 9.9 percent, on gas 
uptake rates. In both cases the gas phase con
tained 10 percent CO2 with hydrogen as the 
balance. The gas-flow rate was 22 l/hrand the 
impeller stirring speed was 2000 rpm. With 9.9 
percent O2 in the gas phase, the maximum rate 
of gas uptake was inhibited 15 percent, com
pared to that observed with 8.3 percent O2• This 
essentially confirms the results obtained in un
diluted urine. At both levels of O2 , equilibrium 
was reached initially between the gas and liquid 
phases; however, the dissolved O2 concentra,tion 
decreased slightly as growth progressed so that 
the final concentra,tion of dissolved O2 was re
duced by 10 percent. 

Influence of Contamination on Gas Uptake 
in Urine 

Occasionally, urine cultures become con
taminated despite rigorous precaution'S to main
tain pure cultures. Figure 5 illustrates the in-
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FIGURE 4.-Effect of 02 concentration on gas uptake in 
15 percent urine. 

hibitory influence of a gram-positive bacillus 
and a gram-positive coccus on gas uptake in 
undiluted urine. In both cases, the maximum 
rate of gas uptake was inhibited 25 percent com
pared to the pure culture. The inhibitory effect 
cannot be attributed to unfavorable pH changes 
as the pH range of the contaminated cultures 
was similiar to the pure culture. Consequently, 
depressed gas uptake most likely resulted from 
either competition for nutrients or the pro
duction of toxic byproducts by the contami
nants. No attempt was made to identify fully 
the contaminants or to enumerate their popu
lation relative to H. etltropha, but microscopic 
examination indicated that the majority of 
cells present at the end of the experiment was 
B. eutropha. 

Contamination occurred with greater fre
quency when undiluted urine was used as the 
growth medium, but contamination has also 
been observed in 15 percent urine and even in 
strictly inorganic media. In view of the serious 
consequences of contamination in a life-support 
system, further study is required to understand 
the conditions under which bacterial contami
nation is likely to occur, the type of contami
nants that might predominate, and the inter
actions of contaminants with H. eutropha. 
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FIGURE 5.-Influence of bacterial contaminations on 
gas uptake in undiluted urine. 
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Addition of Nutrients to 15 Percent Urine 

A series. of experiments was undertaken to 
determine which nutrients were 1imiting growth 
in 15 percent urine in order to improve gas up
take rates since the 18.9-percent reduction in 
the maximum rate of gas uptake could probably 
be attributed to the exhaustion of an essential 
nutrient. The approach was to supplement 15 
percent urine ,,-ith each of three essential nu
trients considered to be limiting-urea, mag
nesium (as magnesium sulfate), and phos
phorus (as diba'Sic potassium phosphate), fO'l
Imved' by various combinations of these nutri
ents. Sulfate and potassium were not studied as 
independent variables because 15 percent urine 
contained these ions in far higher concentra
tions than are normally contained in defined, 

autotrophic media. The amount of urea, magne-
J 

sium, and phosphorus added to 15 percent urine 
was sufficient to increase the level to that con
tained in undiluted urine (see table I). The 
levels of each nutrient remaining in the culture 
after growth in the culture apparatus 'was an
alyzed after seprura'tiing the cell'S from the 
growth medium by centrifugation (table IV). 
It should be noted, however, that the experi
mental perioos were not the same in every ex
periment. 

The results (table V) show thalt neidler the 
addition of any single nutrient nor the combined 
addition of the nutrients to 15 percent urine im
proved the maximum rate of g.as uptake. How
ever, some interesting interactions were ob
served upon ,the add~t.ion of nutrients. 

TABLE IV.-Utilization oj Nutrients in 15 Percent Urine 

Nutrient added 

~one __________________________________ 
Magnesium _____________________________ 
Phosphate ______________________________ 
Urea ___________________________________ 

Magnesium + phosphate _________________ 
Magnesium + urea ______________________ 
Phosphate +urea _______________________ 
Urea + magnesium + phosphate __________ 

TABLE V.-Addition oj Nutrients to 15 Percent 
Urine 

Nutrient added 

~ one-undiluted urine ___________ _ 
~one-15% urine _______________ _ 
Magnesium _____________________ _ 
Phosphate ______________________ _ 
Urea ___________________________ _ 

Magnesium + phosphate __________ _ 
Magnesium + urea _______________ _ 
Phosphate+urea ________________ _ 
Urea+magnesium+phosphate ____ _ 

Maximum rate of gas 
uptake (l total gas/l 

cnlture/hr) 

24. 4 
18.4 
18. 8 
15.2 
18.8 
15.6 
18. 2 
16. 2 
17.8 

In three cases involving the addition of phos
phate, inhibition of gas uptake was OIbserved. 
When phosphate and urea were added to 15 

Urea Magnesium Phosphorus Experimental 
utilized utilized utilized period 

(%) (%) (%) (hr) 

95.4 61. 0 >99.0 4 
94.7 20.8 >99.0 4 
95.4 73.2 31. 4 4 
44.3 41. 7 100.0 6 
95.4 16.7 27.0 3 
45.0 24.4 >99.0 6 
38.7 91. 0 38.8 5 
50.0 25.0 46.9 7 

percent urine, magnesium was virtually ex
hausted; this most likely contributed to inhibi
tion of gas uptake. Inhibition occurred when 
phO'Sphate alone, or phosphate and map-nesium 
were added; however, an adequate level of both 
ions was maintained in the growth medium. The 
observed depressed gas uptake may have re
sulted from the inmbition of a phosphorylated 
intermediate by phosphate or may possilblybe 
attributed to exhaustion of urea since no inh~bi
tion was evident when urine ,vas supplemented 
with urea, or urea, -magnesium, and phosphate. 

The analytical determinations also show that, 
when urea was not added to urine, urea was 
virtually exhausted in eye·ry case. The same was 
true with phosphorus. In contrast, magnesium 
was severely depleted in only one case-when 
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I, the urine was supplemented with phosphate and 
urea. 

Although supplementing urine with urea did 
not inorease the maximum rate of gas uptake, 
figure 6 shows that the maximum gas-uptake 
rate was maintained at a steady state f'Or a 
prolonged period while, in unsupplemented 
urine, gas uptake .began to decrease immediately 
after the peak gas-uptake rate was rOOJCJhed. It 
is interesting that in urea-supplemented urine, 
despite steady-state gas uptake, phosphorus was 
not detected in the medium at the termination 
of growth. This raises the possibility that the 
cells store phosphorus intracellularly as poly
metaphosphate. 

Influence of Trace Metals on Gas Uptake in 15 
Percent Urine 

Because of the lack 'Of response to major 
nutrients, attention was turned to the influence 
of trace metals on gas-uptake rates. Most in
organic media used for the culture of H. eutro
pha routinely contain a mixture of trace metals 
consisting of cobalt, manganese, oapper, molyb
denum, and zinc (ref. 7), ,although the precise 
nutritional requirements for these metals have 
not been established. Burris and Cohen (ref. 8) 
repovted that the addition of trace metals to 
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FIGURE 6.-Infiuence of addition of urea QIl gas uptake 
in 15 percent urine. 

an inorganic media greatly stimulated the auto
trophic growth of H. facilis. Bongers (ref. 5), 
however, found that with H. eutropha the omis
sion of trace metals from a defined inorganic 
medium containing urea did n'Ot affect the rate 
of growth or gas uptake, and it was concluded 
that the reagent grade salts used to make up 
the medium contained an adequate amount of 
trace metals. 

With 15 percent urine as the growth medium, 
supplemented with only a small quantity 'Of 
Fe(NH4)2(S04h'6H20, the possibility existed 
that the medium was lacking in tmce metals. 
To examine the nutritional role of trace metals, 
a series 'Of experiments was performed in whi~h 
the cells were washed and the urine diluted with 
a commercial grade of distilled water (re
distilled once in a glass still) and varying quan
tities of Repaske's trace-metals solution (ref. 
7) added to the growth medium. Figure 7 shows 
thaJt, in comparison with the control lacking 
trace metals, the additi'On of the standard 
amount 'Of trace metals (IX) increased the rate 
of gas uptake by 18 percent, while three times 
this amount enhanced gas uptake by 90 percent. 
The addition of 4X trace metals was inhibitory 
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FIGURE 7.-Effect of trace elements on gas uptake in 
15 percent urine. 
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and resulted in severely depressed gas uptake, 
compared to the urine containing 1X trace 
metals. 

The maximum rate of gas uptake in urine 
containing 3X trace metals was only slightly 
higher than that observed in 15 percent urine 
diluted with a commercial grade of distilled 
water (fig. 2). However, redistillation of the 
diluent water resulted in far less gas uptake, 
suggesting tha;t the rommerci'al grade of di's
tilled water contained considerable amounts of 
trace metals. When the distilled water was 
analyzed for trace metals, it was found to con
tain relatively high amounts of iron, boron, 
aluminum, zinc, silver, tin, sodium, calcium, 
silicon, in addition to O.2-ppm copper. Re
distilled water, on the other hand, contained 
only slight trace.s of sodium, copper, calcium, 
silicon, magnesium, and aluminum. 

The level of copper in the distilled water sug
gested that gas uptake was being influenced by 
the copper since low levels of heavy metals can 
stimulate metabolism. Several experiments were 
performed in which it was shown that the addi
tion of O.2-ppm copper (a.s CuC12 ) to· 15 per
cent urine diluted with redistilled water resulted 
in a 21-percent increase in the rate of gas uptake 
compared to controls lacking copper. Higher 
concentrations of copper were inhibitory. There
fore, t'he d'ata indicate that the commercial 
brand of distilled water was influencing metab
olism by providing essential trace metals and a 
stimulatory concentration of copper. As a result 
of the.se experiments, only redistilled water was 
used to dilute the urine, and trace metals were 
provided routinely by adding Repaske's trace
metals solution. 

Influence of Organic Compounds on Gas Up
take in Urine 

The ability of H .. eutropha to metabolize 
heterotrophically and autotrophically at the 
same time prompted an investigation of the in
fluence of organic urine components on gas up
take in an attempt to increase the rate of gas 
utilization and growth in 15 percent urine. 
Rather than attempt to remove all organic com
pounds from urine by chemical or physical 

means and risk altering the inorganic composi-~ 
tion of urine, the approach was to formulate 
a "simulated urine" based on a quantitative 
analysis of all major inorganic constituents and 
urea (table I). Individual organic compounds 
couM then bea:d{led to the simulated urine and 
their role more readily defined. 

In the first experiment, gas-uptake rates in 
undiluted urine were compared to simulated 
urine (fig. 8), and it is evident that gas uptake 
was considerably poorer in simulated urine. The 
influence of glycine, the predominant amino 
acid in the urine, on gas uptake in undiluted 
simulated urine was examined in the next ex
periment. Glycine has been shown by DeCicco 
(ref. 9) to serve a.s a source of carbon and 
energy for H. eutropha without adaptation. The 
addition of glycine (0.395 mg/l) to the simu
lated urine resulted in a 40-percent increase in 
the maximum gas-uptake rate. The concentra
tion of glycine selected was based on the alpha 
amino-acid N content in the urine. 

Studies with glycine-supplemented urine 
were then carried out in 15 percent urine. Figure 
9 shows that the addition of the same level of 
glycine to 15 percent urine increased the max
imum gas-uptake rate by 52 percent, compared 
to the unsupplemented control. Cell yield only 
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FIGURE 8.-Influence of glycine on gas uptake in 
simulated urine. 
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~1ightly increased by the addition of glycine-
7.98 gil compared 00" 7.46 gil. 

To determine whether glycine was stimulat
ing hydr'Ogenase activity or simply increasing 
the level of hydr'Ogenase in the :cells, an experi
ment was performed in which glycine was 
'Omitted from the shake-flask cells gr'Own before 
resuspension in fresh medium. It was found 
that under these conditi'Ons, the addition of 
glycine did not result in enhanced gas-uptake 
rates, which suggests that glycine increased the 
level of hydr'Ogenase in those cells that had been 
previously incubruted in its presence. If the role 
of glycine was primarily to stimulate hydro
genase activity, then cells grown under au
t'Otrophic cond,jtions in the absence ()If glycine 
sh'Ould have resP'Onded similarly to the addition 
of glycine. 

Culture Characteristics in 15 Percent Urine 

Table VI summarizes the data obtained from 
a typical growth experiment performed in the 
culture apparatus. In terms of the maximum 
rate ()If gas uptake and cell yield, these experi
mental c'Onditions are the best found thus far 
and involve the fewest nutrient additions to the 
medium. The medium c'Onsisted ()If 15 percent 
urine diluted with redistilled water supple-

15% URINE + GLYCINE 
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FIGURE 9.-Effect on glycine on gas uptake in 15 
percent urine. 

mented with 11 mgll Fe (NH4h(S04k6H20 
and 3X Repaske's trace-metals solution. Figure 
10 illustrates gas uptake, 'Optical density, and 
pH changes as observed under these conditions. 
If it is assumed that during the maximum 

rate of grus uptake, the culture was utilizing the 
gas mixture in the typical proportion of 6H2 : 

202 : CO2 , then the rate 'Of CO2 uptake was 
2.2 1/1 culture/hr. T'O balance the volume of 
CO2 respired by 'One man (22 1Ihr), a culture 
volume 'Of 10 I would be required. The daily 
output of urine by the subjects ~ed in this 
study averaged 1.5 I; therefore, this amount 
of urine diluted 8.9 fold (based upon 11.25 per
cent as the actual urine cGncentration) yields 
a total volume 'Of 13.41 of culture-theoretically 
more than sufficient to achieve a balance be
tween CO2 respired and urine excreted. This 
same volume of culture would produce a dry
weight cell yield 'Of 90g. 

Judging by the low levels 'Of poly-beta
hydr'Oxybutyrate and the high concentration 'Of 
pr'Otein contained in the cells at the termination 
of growth, gr'Owth conditions were favorable 
with respect to oxygen concentration and avail
ability of nitr'Ogen. Thus the data appear to be 
applicable to the conditions that 'Occur in 
continuous culture. 

The optical density of the culture continued 
to increase in a linear manner even after the 
maximum gas-uptake mte had been reached, 
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FIGURE 10.--Culture perfQil'lIUllnce in 15 percent urine. 
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indicating either that storage products were 
accumulating during the latter portion of the 

TABLEVI.-Oulture Oharacteristics in 15 Percent 
Urine 

Item 

Medium ________________ _ 

Gas phase ______________ _ 

Gas-flow rate ___________ _ 
Impeller stirring speed ___ _ 
Growth period __________ _ 

Maximum rate of gas 
uptake. 

Initial optical density ____ _ 
Final optical density _____ _ 
Initial dry weight ________ _ 
Final dry weight ________ _ 
Initial PHB ____________ _ 
Final PHB _____________ _ 
Final protein (N X 6.25) __ 
Final viable cell counL __ _ 

Value 

15% urine + 3X 
Repaske's trace
elements solutions. 

8.3% O2, 10% CO2, 

81.7% H 2• 

221/hr. 
2000 rpm. 
3 hrs. 
20.6 total gasll culturel 

hr. 
6.0. 
11.7. 
2.1 gIl. 
6.7 gIl. 
3.3 (% dry weight). 
9.4 (% dry weight). 
70% 
LOX 1010. 
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COMMENTS 

Dr. REPASKE. Dr. Goldner, is it just a coincidence 
that, at the pH of about 6.5, your rate of gas utiliza
tion goes way up? You start with a pH of about 7.2 
and your gas utilization is relatively low. 

Dr. GOLDNER. Yes. 
Dr. REPASKE. And then as your pH drops, the gas 

utilization reaches its peak. As you slide off to 6.5 the 
gas utilization goes down. I was just questioning 
whether there is any correlation. 

Dr. GOLDNER. I am not sure. I do think that at this 
point urea becomes pxhausted and, therefore, carbonic 
add begins to affect the pH of the medium more than 
the balancing effect of ammonia being produced by 
urease. I think that is probably the coincidence; when 

you have an adequate amount of urea, or supplement 
urine with urea, we do not see this drop off. We see a 
steady state or even a slight decline. 

Dr. REPASKE. 'That happens to the gas uptake curve 
under those circumstances? 

Dr. GOLDNER. It remains on a plateau and extends. 
Dr. REPASKE. So again, by coincidence, as the pH 

stays constant your gas uptake stays constant? 
Dr. GOLDNER. Yes, except if we might consider that 

there is a relationship between simply the pH and the 
rate of gas uptake. 'Ve have done some studies where 
even with pH as high as 7.5 or 'as Iow as 6.0 you can get 
a plateau of maximum rate of gas uptake for an ex
tended period of time. It seems to be independent of the 
pH. In other words, the optimum is within a wide 
range. 



'GRowTH: OF HYDROGENOMONAS EUTROPHA IN URINE 65 

.. Dr. FOSTER. I am worried about your gas rate from 
the standpoint that you do not agree with mine at all. 
We have never seen with our densest and most actively 
growing cultures anything 3!bove 9 liters per hour per 
liter of culture. 

Dr. GOLDNER. This is 9 liters of total gas? In con
tinuous culture? 

Dr. FOSTER. Yes. Six liters of hydrogen and 2 of 
oxygen in a batch culture at the peak. 

Dr. GOLDNER. Is it in Bongers' medium? 
Dr. FOSTER. Yes. I will show it later, but I am 

worried about some gross discrepancies in the units 
used. 

Dr. GOLDNER. I think the discrepancy may be not so 
much a function of the medium but, perhaps, the 
general cultural conditions. For example, the concen
tration of dissolved oxygen is extremely critical. 

Dr. FOSTER. I will call .attentiton to that. But" I 
wanted to point to your data as being far different 
from what I am going to show later. 

Dr. COOKE. Did you test the effect of mammalian 
hormones on gas uptake such as steroids as might be 
found in the urine? 

Dr. GOLDNER. No. Inasmuch as most of our work 
was done on 15 percent urine, you realize that most of 
the organic fraction is diluted out. Fifteen percent 
urine does contain an organic fraction bUJt is approxi
mately less than 0.1 percent. H is in the 1/100ths per
cent. Considering that in undiluted urine these hor
mones are found in such minute quantities, we were 
not seriously concerned with them at this phase. What 
interactions may indeed occur, I do not know. 

Dr. COOKE. I noticed on some of the graphs that you 
approached a steady state. But, you maintained your 
cultures only for 6 hours or so. Have you run any 
longer than that? How long can you keep a steady 
state?' 

Dr. GOLDNER. Six to 7 hours seems to be the maxi
mum period of time, provided that you supplement 15 
percent urine with !!he nutrients that I have indicated. 
We have not run any longer. Generally, we take down 
our culture after the gas uptake declines, because we 
are interested in analyzing the spent medium. 

Dr. BONGERS. Did you ever try to inoculate, or start 
out with a culture that was previously grown in 
urine? 

Dr. GOLDNER. In all cases we grow the culture, our 
stock culture, in urine. There is no problem of adapta
tion. We subculture on a weekly basis. This has been 
going on for over a year. 

Dr. SCHWARTZ. Have you any evidence that you are 
getting magnesium ammonium phosphate precipitating 
and coming down in to the cells, as a way of accounting 
for part of this balance? 

Dr. GOLDNER. Yes. That certainly is a problem. I 
have not noticed that 1t is obvious to sight. There may 
be some doubt, however, in the cells that you cannot see. 
That may be a consideration. H may account for the 
apparently depleted amount of phosphorus. However, 

I would e:Jllpect the-condition to occur under all circum
stance, not just certain circumstances. It does not seem 
to be a constant effect. 

Dr. REPASKE. Have you been able to substantiate the 
observation about nickel being a requirement? 

jDr. GOLDNER. We have not looked at it. Apparen!f;ly, 
I thought Bongers had more or less settled the ques
tion, that in the presence of ferrous iron, nickel is no 
longer required. I did not go further in our study. 

Dr. REPASKE. The 'only otherpoinrt I would like to 
make is that your observations wilth contaminants are 
the same that I have observed. 

Dr. GoLDNER. Have you ever seen a case of stimula
tion as a result of contaminants? 

Dr. REPASKE. No. Usually if I assume a culture is 
pure, and my stock inoculum has become contamin
ated, I can tell immediately because lthe culture does 
not respond the way it should. A microscopic exam
ination confirms it. 

Dr. GOLDNE~. It is often very difficult to observe con
tamination. We routinely plate out our cultures on 
Trypbicase Soy agar, which is excellent. Bult many 
times it 'takes several days, before !the contaminants 
show up even under those cond~tions. 

Dr. REPASKE. Does it usually show up as a saJtelliite? 
Dr. GOLDNER. ]jt shows up as a saJtellite or ilt is pres

ent right in 'the streak. Satemte condrtions are pretty 
rare. Usually it shows up in the streak iltself. 

Dr. CALLOWAY. I want Ito comment on 'the question 
of trace minerals. The diets 'that we use are supple
mented with chromium, selenium, zinc and manganese 
and others, as pure salts. If you ever have a chance 'to 
get all 'the trace minerals going in urine, tt is probably 
in these samples. We probably have nickel in there, be
cause one of the constitutents of the diet is hydrogen
ated lipid. They almost always use a nickel catalyst to 
make it. We have not looked fOTany of these things 
because, of .couvse, a lot of them will be in the stool 
instead of the urine. Nevertheless, they are in the diet 
at least. 

The one thing ,tha't is not in 'the diet that you may 
have to cope with is the endogenous amount of uric 
acid. We have absolu1tely no nucleic acid. 

Dr. TISCHER. On that point I would like Ito comment 
that we have available pyrogen-free walter with no 
more 'than 40 parts per bimon of salts of any kind in it. 
If this is of.any use to you, we can furnish it in small 
quanJtities, unless you have some of your own. 

Dr. GOLDNER. I think we are going to have to de
velop a technique for such a capability. Considering 
what happens with commercial grade distilled water, 
we would be well advised to consider the quality of 
water very carefully. 

Dr. TISCHER. You would be well advised to con
sider the cost of it, 000, because water .of 15 to 18 
megohms resistance is not cheap. 

Dr. DECICCO. Dr. Goldner, I 'noticed that your lipid 
on tha't one compos~tion chart was very low-3.3 per
cent at 'the beginning, and 'then about 9 percenlt after-
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wards. This then is presumably YOlilf inocul'llm shortly 
after inoculation when it is so low. 

Dr. GOLDNER. Yes. 
Dr. DECICCO. Does the cell use 'that inocululll? Wh'alt 

stage are Ithese in? I would have expected they would 
be high in lipids. 

Dr. GOLDNER. I would too. They are grown in closed 
flasks. Of course a vacuum develops, so it is not opti-

mum for growth. Apparently we are catching theIr} 
very early in !the staJtionary phase. 

According to the method of Williams and Orgen-· 
son for PHBA, digesting the cells with hypochlorite, 
these are the analyses that we show. They seem to be 
very reproducible, within the limits of :the analysis. 
There may be other factors present, or other storage 
products. But this is what our PHBA shows. 



Current Problems 
in the Cultivation 

of Hydrogenomonas Bacteria 
Under Controlled Environments 

in the Turbidostat 

This paper describes recent experiments on 
the continuous culture of Hydrogenonwnas 
eutropha in our laboratory's turbidostat. In our 
experimental culture system, a constant culture 
environment is automatically maintained within 
preselected limits of the controllable variables. 
These variables include cell density, pH, tem
perature, CO2 , H 2, O2, and urea concentrations. 
The added materials and the cellular products 
are measured quantitatively to permit an esti
mate of material balances and conversion effi
ciencies. Interpretations of these results are dis
cussed in terms of extracellular interactions 
among environmental components and in terms 
of growth mechanisms consistent wirth the re
sponse of the organism to its chemical and 
physical environment. 

The preceding reports of this series (refs. 1 
and 2) describe the continuous culture equip
ment, research study objectives, 'andaperating 
characteristics of the Battelle Auto-Culture 
System. The effects of environmental variables 
on assimilation of gases and urea, growth rate, 
and cell 'C'omposition are discussed in qualitative 
terms. A range of optimum values was estimated 
for each variable, insofar as such optima could 
be specified at that time. 

In the '7 months since our report at the last 
conference, 18 experimental runs have been 
made in the Auto-Culture System. Each run 
extended for 3 to 5 days, except for those few 
that were interrupted prematurely by opera
tional faults. Procedures and measurements 
have been improved continuously as soon as the 
need became apparent and the methods availa
ble. 'With more precise and varied data avaHable 
for interpretation, our concept of a growth sys
tem embodying complex mechanisms and inter
actions has grown, our capability for anticipat-

JOHN F. FOSTER AND JOHN H. LITCHFIELD 

Battelle Memorial Institute 
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ing system requirements has improved, and our 
progress toward the primary objective of main
taining a steady rapid growth in dense cultures 
has been encouraging; however, t!he ultimate 
goal has not yet been reached. 

EXPERIMENT AL RESULTS 

Treatment of Data 

Each experimental run generates a massive 
amount of raw druta on environmenual condi
tions and material input rates. These are meas
ured and recorded, either continuously or once 
each minute. Reduction of these data to an in
terpretable form must be done manually, be
cause judgment must be used in the application 
of instrumeJ.1Jt constants to the charted records 
to convert the druta to gravimetric units rm ma
terial balances. The instrument and sensor con
stants are based on periodic calibrations with 
known sbandards, but constants sometimes drif.t 
between calibmtions. Usually an accurate in
terpolation can be applied by examining con
current measurements of other variables. This 
examination deteCts and makes allowance for 
real changes in the culture system. Then trial 
material balances can usually estimate the true 
value of the constants between direct calibra
tions, and a valid graph can be prepared show
ing all culture characteristics as real-time 
functions. Although programs for data reduc
tion are gradually being developed, they are not 
yet suitable for computer use. 

Individual summaries of data from 15 or 
more weeklong experiments are too extensive to 
be presented in this paper. As a preferred al
ternative, the experimental dfuta from the most 
recently analyzed run (23035-75) are described 
in detail and discussed with reference to the ac-

67 
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cumulated experimental exp0rience .of earlier 
runs. 

Experimental Plan 

In all the experimental runs, the .overall .ob
jective was t.o reach a high cell densiJty and 
maintain active growth, so th3it a steady state 
could he established with high substrate-conver
sion efficiencies. A period of batch growth with
out dilution was inaugurated for varying 
periods following inoculrution to increase cell 
dffilBity as rapidly as possible. Then dilution was 
started 'at a rate less than the growth rate, and 
the cell density continued to rise as long as 
growth continued at the initia:l rate. Inevitably, 
growth rate decreased as cell density increased, 
presumably because the culture envir.onment 
was not adequately maintained in an .optimum 
state to supply culture requirements. 

Characteristic Interacti.ons in the Culture 

Interactions am.ong the culture and the en
vir.onmental components produce responses that 
have c.ome to be recognized in the course of the 
experiments as characteristic and qualitatively 
reproducible. These are summarized here to 
introduce the detailed discussi.on that f.ollows: 

1. The pH .of the culture usually passes 
through a characteristic cycle during initial 
growth phases. The pH cycle starts with a 
broad maximum, a sharper minimum, and 
then a rapid increase that continues and 
must be controlled by adding acid. 

2. The most mpid growth occurs bef.ore the 
pH spontaneously starts to decrease fol
lowing its first maximum. 

3. Gas rubsorpti.on by the culture increases in 
pr.oPortion to the increasing cell density 
until the pH rises the second time. Then 
there is a sharp decrease in gas input rates. 

4. The growth rate decreases after the pH 
passes thr.ough its minimum value. 

5. Urea conversion increases abruptly as the 
pH passes through the sharp minimum. 

Tw.o Batch Cultures in Run 23035-75 
Earlier runs had shown that the turbidostat 

worked perfectly in maintaining a constant cul
ture cell population based on a measurement of 
the .optical density of a sample diluted in known 

pr.oP.ortions. Whenever the measured .optical) 
density at 650 mp' exceeded the conJtrol P.oint, the 
apparatus added en.ough fresh nutrient to dilute 
the culture to the contr.oI P.oint. Simultane.ously, 
an equal am.ount of culture was rem.oved to 
maintain a c.onstant volume. This run was set 
up with the immediate .objective .of studying 
batch growth after inoculation t.o learn how a 
dense culture in an active growth state might be 
pr.oduced in the shortest P.ossible time. Figures 
1 and 2 summarize the experimental results from 
two c.onsecutive batch cultures that gave similar 
results. Each was in.oculated, without opening 
the culture vessel, by draining the system after 
the preceding experiment, refilling with fresh 
nutrient, and all.owing traces of the culture t.o 
remain as inoculum in the c.onnecting tubing of 
the sampling system. Thus Batch 1 of this ex
periment was inoculated from the preceding 
Run 23035-68, in which the .organism was 
adapted to similar c.onditi.ons, and Batch 2 was 
inoculated similarly fr.om Batch 1 of this experi
ment. The temperature was maintained at 30°C; 
the gas phase contained O2, CO2 , and H 2 • Ini
tially, the urea concentration was 0.75 gram per 
liter. The nutrient medium was lightly buffered 
at pH 6.5 with KH2P04 at 0.136 gram per liter 
and K 2HP04 at 0.05 gmm per liter. 

Each figure gives a semil.og pl.ot of five varia
bles: pH, cell density, gas input rates, urea con
centration, and CO2 partial pressure. CI.ock time 
in hours is sh.ownas a linear scale .on the 
abscissa. In order to acc.ommodate all the sys
tem variables .on the same numerical log scale, 
~th cell density in grams (dry weight) per 
liter and urea concentration in grams per liter 
are divided by a fact.or .of 10. The gas input 
rates are given in liters at standard temperature 
and pressure per hour per liter .of culture, with 
the individual input rates fur H 2, O2, and CO2 

divided by factors of 6, 2, and 1, respectively, 
because the three gases are always converted in 
approximately these rati.os. Thus the gas-input
rate curves W.ould all fall .on the same curve if 
the ratios were exact, and significant vari'3iti.ons 
from these ratios are easily apparent. A plot of 
CO2 partial pressure in atmospheres is included 
because the CO2 concentrati.on in the gas phase 
varied during a part .of the run when CO2 was 
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FIGURE 1.-First batch culture of H. eutropha, run no. 23035-75. 

used to prevent the pH of the culture from 
increasing above the maximum 'Of 7.0. 

Culture pH 
The initial measurement of the fiM batch cul

ture pH (fig. 1) was 6.3 at 9/12-1000, which re
flects the influence of the. dissolved CO2 in the 
nutrient medium that was originally at pH 6.5. 
The pH curve is extrapDlated backward tD 0830 
at the same value tD indicate that inDculatiDn 
tDDk place at this pDint, althDugh the pH was 
nDt actually measured. The pH rDse slDwly fDr 
8 hours until it reached 6.9 at 1800. Then it re
versed and fell t'O 6.2 at 9/13-0100. At this time 
the autDmatic equipment added urea at a rate 
sufficient tD cDmpensate fDr falling pH, and 
a minimum 'Of 6.2 was maintained for 1 hDur. It 
shDuld be nDted that urea is neutral in reactiDn 
and that the pH was undDubtedly limited at 

the minimum value by a decomposition producJt 
from u'rea (presumably ammonia). Then the 
pH trend spDntaneously reversed and rDse with
in 2 hours to the maximum 'Of 7.0 where the pH 
was limited autDmatically by the additiDn of 
CO2 on pH demand between 0400 and 1300. At 
this point the CO2 C'Dncentrrutl'on had risen SD 
high tha~ the system was manually switched 
from CO2 tD acid cDntrDI 'Of pH. Acid cDntrol 
was maintained fDr the rest 'Of the experiment. 
The amDunt 'Of acid required was nDt measured 
quantitatively, although it was considerable. 
For example, between 1700 and 2130,470 m:l 'Of 
0.1 NHCI were required. 

Figure 2 shows a similar pattern 'Of pH vari
atiDns. The pH recDrder was activated at the 
time 'Of inDculatiDn and indicated a pH 'Of 5.8 
after the nutrient was saturated with CO2 frDm 
the gas phase containing 6 percerrt CO2 , The 



70 BIORE,GEtNERATIVE SYSTEMS 

If 
z,-A. 08~~----4-----+-----r-----~~ ~--------------~------~ 

I 
I I 
L 'b Xl 

I r 06~~----~----+-----~----~~~'~---+-----r----+-----r-~ 
I 

I ' \ IS 
C~ I 

I 

FIGURE 2.-Second batch culture of H. eutropha, run no. 23035-75. 

initial rise and fall of pH covered an identical 
time period of 17 hours to a minimum of 5.8 at 
9/15-0300. In this batch run the minimum pH 
was not limited by urea additions because the 
urea pH control was not a,ctivated. The mini
mum was anticipated at a time in the early 
morning when the apparatus was unattended, 
and it was believed undesirable to depend on 
automatic control completely because urea ad
ditions do not always control minimum pH. 
Once again the pH rose rapidly in about 2 hours 
to a maximum of 7.1 where the automatic limit 
control added CO2 until it was manually 
s"'itched over to acid control. In this case it was 
believed undesirable to allow the CO2 concen
tration to rise as high as had been the case in 
the first batch run. Frequent acid additions were 
made aut omrut ically for the rest of the run, 

using 1 N HCI to minimize the amount of dilu
tion that occurred. 

Cell Density 

The cell density is recorded as a continuous 
curve on the recorder chart. The points shown 
on the cell density curve of figure 1 represent 
readings taken from the chart at 2-hour inter
vals throughout Batch 1 growth, rather than 
intermittent determinations. Grab samples were 
measured on another spectrophotometer to 
check the continuous determination of cell den
sity. Any variations in the optical-density cell 
constant of the continuous recorder were cor
rected by these external measurments. Some of 
the culture sample that flows continuously 
through the optical-density cell does tend to 
deposit on the windows and cause a slight drift 
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of zero as the run continues, but this has not , 
been found to be serious. 

The first three segments of the cell-density 
curve on figure 1 are the periods of most rapid 
growth between 9/12-1430 and 2200. Then there 
appears to be a break in the curve with slower 
growth for two or three more segments, followed 
by 'a further d'ec:rease in the following segments. 
The correlation between the most rapid growth 
period and the pH of the culture is not always 
clear. Experience with the two batch cultures 
of figures 1 and 2, and with others as well, indi
cates that the growth rate decreases after the 
pH passes through the broad maximum and 
starts to decrease. We postulate that the decrease 
in growth rate follows the time of the pH max
imum by about one generation time of the 
organism. A further decrease in growth rate 
correlates exactly with the sharp break in the gas 
input -rates, and approximately with the time 
in which the pH reaches the controlled max
imum at 7.0 following the sharp pH minimum. 

Figure 1 shows that the cell density continues 
to rise to about 5 grams per liter at 9/13-0900, 
when a small amount of fresh nutrient was 
added to bring the culture volume back up to 
2 liters, since the volume had decreased slightly 
because of continous sampling for analysis. Fol
lowing this addition the cell density continued 
to rise very slowly until automatic acid addi
tion was started to compensate for the pH rise. 
The addition of a considerable amount of acid 
tended to dilute the culture and the cell density 
decreased for this reason. In Batch 2 (fig. 2) 
the cell density also increased to 5 grams per 
liter. Then half of the culture was discarded 
and replaced by fresh nutrient, which is indi
cated by the abrupt decrease in cell density to 2 
grams per liter. This procedure accelerated the 
growth rate somewhat, and the culture density 
increased again to over 4 grams per liter before 
the experiment was discontinued. 

Urea Concentration 

At the time of inoculation, the urea concen
tration was 0.75 gram per liter, and the concen
tration control was set to maintain a minimum 
of 0.5 gram per liter. During the initial growth 
period, the urea concentration fell steadily (fig. 

1) for a period of 9 hours until the minimum 
concentration was reached. Then the automatic 
controls added urea intermittently to maintain 
the average concentration at about 0.5 gram 
per liter for an additional 8 hours. At this time 
the pH controls took over, and urea was added 
to maintain pH at the minimum value of 6.2. 
Urea concentration rose in the next hour to 
about 0.85 gram per liter, before the pH started 
to rise spontaneously and the addition of urea 
for minimum pH control ceased. Urea concen
tration fell relatively rapidly until the concen
tration control took over again and maintained 
the concentration at about 0.5 gram per liter 
until 9/13-0600. Because urea was being added 
more rapidly than anticipated, the urea supply 
was exhausted while the apparatus was unat
tended,and the urea concentration decreased 
until no urea could be detected in the culture. 
When the urea reservoir was replenished, addi
tions were resumed by the automatic equipment 
and the concentration rose rapidly to the control 
point. A concentration of about 0.5 gram per 
liter was maintained in the system fur the 
remainder of the experiment. 

The initial decrease in urea after inoculation 
was at a rate much greater than the correspond
ing increase in cell density. This means that urea 
was being converted in the system to some inter
mediate product, since it could not have been 
assimilated directly by the organism to the ex
tent that it was disappearing from the culture. 
The slopes of the segments of the concentration 
curve in which concentration is decreasing indi
cate qualitatively the rate of conversion of urea 
because no urea was being added to the system 
during these periods. These sl'Opes are relatively 
constant in value and indicate a lower rate of 
conversion during the first four segments, before 
the time that the pH passed through its mini
mum. Thereafter the slopes are much more 
steeply downward, which is interpreted as a 
change in the mechanism of the urea conversion 
after the pH minimum. 

Figure 2 shows a similar pattern of urea-con
centration variation with time. There was again 
a marked increase in the rate of urea conversion 
at the time of the pH minimum. This change
over in conversion rate at the pH minimum is 
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much more abrupt than can be shown clearly in 
figure 2. Examination of the recorder chart 
shows that the change occurred within less than 
15 minutes. Figure 2 shows that the urea-con
centration control was reset in Batch 2 at 9/15-
0800 to decrease urea concentration in the cul
ture to about 0.2 gram per liter. This was done as 
an attempt to reactivate the slowly growing cul
ture, but there was no detectable effect on culture 
growth during the remainder of the experiment. 

Gas Input Rates 

Gas input rates are plotted in figures land 2 
for each of the three gases, using the symbols 
o for oxygen, x ror hydrogen, and b. for 002 , 

The CO2 points are CiOnnected with a dashed 
curve to show the trend in CO2 rates, but curves 
for O2 and H2 are omitted for clarity and only 
the data points for these two gases are shown. 
Each plotted point represents the average rate 
for a measured time period varying between 
about 30 and 60 minutes, during whioh It record
ed number of increments of the gas were added 
by the automatic apparatus. Each increment 
contained a known and constant volume of the 
required gas. The partial pressures of the three 
gases were controlled at about 6 to 8 percent for 
CO2 and 10 to 12 percent for O2; the remainder 
was H 2. Total pressure was 2.5 to 3.5 psig. 

The gas input rates increased generally in 
proportion to the increasing cell density in each 
of the batch cultures while the pH was passing 
through its first maximum and the following 
minimum. When the pH rose the second time to 
the imposed limit of 7.0, the characteristic sharp 
de&ease in gas rates took place. This break 
anticipated the decrease in growth rat~ 1Jhat 
ooourred 3 hours later. There isa significant 
variation in trends of the CO2 input mte that re
flects the change in the carbonate-bicarbonate
carbonic 'acid-C02 equilibrium as the pH varies. 
While the pH is falling, there is progressively 
less bicarbonate in equilibrium with dissolved 
CO2, and the slope of the CO2 input curve de
creases because bicar'honate decomposes to sup
ply part of the CO2 demand. Thereafter, as the 
pH rises again, mare bicarbonate forms and 
CO2 input increases to supply both the increas
ing bicarbonate and the CO2 demand of the 01'-

ganism. Finally, CO2 is being supplied t<] 
control pH, and the CO2 inventory builds up as 
shown on the CO2 partial pressure curve. The 
CO2 input rate remains relatively high, com
piared to O2 and H 2, but CO2 assimilation by the 
culture undoubtedly decreases in parallel with 
the decreasing O2 and H2 demands. 

Figure 1 shows that all gas inputs decreased 
to zero about 3 hours after the urea was ex
hausted in the culture by failure of the urea 
supply. However, the CO2 partial pressure con
tinued to increase to a maximum of over 50 per
cent, in order to control pH. In an attempt to 
establish growth again in the culture, the gas 
phase with excess CO2 was replaced by flushing 
with H2 and then reactivating the gas controls 
to maintain about 10 percent CO2 in tJhe gas 
phase. Oxygen and hydrogen demands subse
quently were reestablished 'at a lower rate which 
continued to fall because the culture evidently 
was not growing. No further CO2 demand could 
be detected and the experiment was terminated. 

Figure 2 shows that Batch 2 passed through 
much the same sequence, but the urea concen
tration was maintained at about 0.5 gram per 
liter and the CO2 partial pressure increased only 
to about 28 percent before the urea control was 
reset to maintain about 0.2 gram per liter in the 
culture. Thereafter, the O2 and H2 demand cop.
tinued to fall and the CO2 demand was so low 
that it was supplied from the CO2 inventory and 
no further CO2 input was recorded. Growth con
tinued slowly until the culture was diluted. 
Then the growth rate increased somewhat but 
never attained the original high rate. Gas in
puts were also reestablished in response to the 
demands of the growing cultures following di
luti'on, but these gas data have not been plotted 
in figure 2. 

The O2 input shows a significaIllt temporary 
increase. in O2 rate OO'Ilcurreut with the pH mini
mum in both figures 1 and 2. This is apparently 
correhllted with the simulJtanoous change in the 
mte of urea conversion caused by some shift in 
the mechanism of conversion of the input ma
terials. No detailed ex,planation of these char
.a.oteristic observations is yet available, although 
there may be an enzymatic feedback that in
creases conversion of urea ,to ammonia rruther 
than to some other intermedi'3ite product. 
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~aterial Balance 
Examples ofa hypothetical buildup and de-' 

pletion of inventories of N2 and O2 compounds 
in the two batch cultures are illustrated in figure 
3. This figure shows plots of calculated differ
ences between the measured inputs of O2 and N 2, 

as urea .and 002, and ,the O2 and N 2 contents of 
the cellular produots, during identical time 
periods. In each culture, the only identifiable 
nitrogenous product was the incremental weight 
increase in the number of cells. The only N2 in-
put was the N2 content 'Of the urea. This was 
calcul,ated from the difference in urea concen
tmtion at the beginning and end of each time 
interval plus the urea added during the interval. 
Figure 3 shows the cumulative difference be
,tween N2 input and N2 in the cell product, as
suming that the cells contained 12.2 percent 
nitJrogen. This percentage is the 'approximaJte 
averaJge of N2 in actively growing cultures, 
based on analyses of cells from other experi
ments. Similarly, the cumulative carbon inven
tory is the difference between oarbon in 002 and 
in urea 'Supplied to the culture during the 
selooted time period, 'and I1Jhe cellular carbon, 
which was ,assumed to be 53 percent of the dry 
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weight of the cells produced. A,llSO plotted in 
figure 3 are :the pH curves representing the 
vari3ltion in pH w~th time that 'are identical 
with the pH curves shown in figures 1 and 2. The 
value of the growth-mte constant also varies 
with time, as noted before, and is pl'OttOO at the 
appropriate scaler level in figure 3. 

As a result of these calculations, both the 
hypothetical N2 and O2 inventories increase con
currently with pH. In B3Itch 1, the inventories 
rise more rapidly than in Batch 2 and pass 
through a maximum rut approxim3ltely the same 
time 31S the pH maximum. The lack of exact 
congruence between the maxima may not be 
real but may reflect an error in the assumptions 
as to the carbon and nitrogen composition of the 
cellular product. In Batch 1, also, the inventory 
tends to fall as Ithe pH falls towards its mini
mum. Then there is an abrupt minimum in both 
the N2 and O2 inventories at about the same 
time as the pH minimum. In Batch 2 the in
ventory rises more slowly ,toward a maximum 
that is broadened and not fully developed in the 
N2 inventory and is never completely evident in 
the O2 inventory. In both brutches the growth 
rate rises and falls again in 'approximate corre-
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FIGURE a.-Material balances for batch cultures of H. eutropha, run no. 23035-75. 
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spondence with the N 2 inventory. These relation
ships appear qual~tatively signifuant although 
they may not be quantitatively reproducible. 

DISCUSSION 
The experimental results presented here are 

characteristic of many other experiments in 
which the growth of the culture spontaneously 
decreased after a similar pH cycle. The calcula
tions illustrated in figure 3 indicate that urea is 
transformed into an intermediate product be
fore its ultimate conversion into cellular mate
rial. It is hypothesized that this product is bene
ficial to growth, since the growth rate peaks at 
about the same time. It is possible that, in the 
later 'stages of culture, 'a feedback oontrol mooh-
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COMMENTS 
Dr. JENKINS. How is your 20-liter unit coming along? 
Dr. FOSTER. It was recessed for a while. We are con

tinuing construction on it now. 
Dr. JENKINS. Do you have any idea when it will be 

in operation? 
Dr. FOSTER. We need twice as many men to run the 

20-liter, and we are not sure just how it ought to be run 
or what controls ought to be put on it. I think that this 
rs more cri'tical. We b!ave made the break nlOW, but !it 
takes a great deal more labor to keep 'a 20-liter sup
plied than a 2-liter. 

Dr. KRAUSS. Oan you tell US how you are monitor
ing your ammonia and urea continuously? 

Dr. FOSTER. It is a Standard Technicon clinical 'anal
ysis for blood urea and nitrogen. The ammonia anal
ysis is not standard. 

Dr. MILLER. On urea analysis do you remove the cells 
before it goes into the analyzer? 

Dr. FOSTER. No. It is dialyzed across the membrane 
by the standard blood; they do not take out the blood 
cells either. We found no effect. 

Dr. REPASKE. Do you have any idea whether the 
urease is extracellular or whether it is part of the 
cells? 

Dr. FOSTER. I would say it must be extracellular be
cause this urea decomposition continues indefinitely 
after the cells still seem to be growing. They may be 
taking up hydrogen and oxygen, but they are in a rest
ing phase. 

I do not know with certainty whether it is extracel
lular or not. We have done some analyses of the sub
strate for urease. They show some, but I do not re
gard them as quantitative. 

Dr. REPASKE. It would be interesting to take some 
spent culture medium and throw in some urea and see 
if you get any carbon di9xide. 



Analysis of Continuous 
Microbial Propagation 

MATHEMATICAL MODELS FOR 
GROWTH OF MICROORGANISMS 

The behavior of a population of cells is con
nected with the behavior of the individual cells. 
If we know the connection, we can learn about 
cell behavior from cell-p'Opulati'On behavior. 
Conversely, cell behavior can predict cell-popu
lation behavior. The behavior of cells and cell 
populati'OllJS and, therefore, prediCJtions of same 
are expressed in quantitative terms. Hence, 
mathematical models are needed. In this in
stance, the mathematical model is simply a set 
of hypothese&-translated into mathematical 
terms-about the processes going on in single 
cells, and how these processes intemct with and 
change the cellular environment. The hypoth
eses of the model are formulated by plausible 
inference from existing bi'Ological and physical 
data and principles. 

The mathematical model must be tested by 
experiment; this involves: 

1. Finding numerical values of constants and 
parameters by performing an appropriate 
set of experiments. 

2. Studying the model to deduce its quan
titative predictions ab'Out different experi
mental situati'Ons. 

3. Comparing prediction and 'Observation. 
4. Revising or rejecting the model if pre

diction and observation do not agree. 
This paper reports work done on the formu

lation of general models for continuous micro
bial propagation. 

THE NON-SEGREGATED MODEL OF 
THE CONTINUOUS PROPAGATOR 

We shall be concerned with the dynamics of 
continuous propagation 'Of a microbial culture. 
Figure 1 suggests the general model for- this 
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process. The material in the propagation vessel 
is divided into three phases: the gas phase, the 
liquid phase, and the biological "phase." (The 
last is the material contained within the bound
aries of living cells, and so is obviously not a 
phase in the usual sense of the word. ) We treat 
each phase as a continuous c'Ollection of matter. 
That is, we disregard the segregation of the gas 
phase into bubbles dispersed throughout the 
liquid phase, and disregard the segregation of 
the biological phase into discrete units (cells) 
dispersed throughout the liquid phase. We call 
the model "non-segregated." Obviously, these 
idealizations introduce some inexactitude. 

Figure 1 suggests that control may Ibe exerted 
on the input streams to the propagation vessel. 
Depending on the kind of control used, con
tinuous propagators have beenca;lled 'lchemo
stJats," "turbidostats," "bactogens," etc. In the 
ohemostat, the flow 'Of fresh nutrient to the 
vessel is held constant, irrespective of the state 
of affairs within the vessel. Thus, there is no 
external feedback control. In the turbidostat, 
the flow of fresh nutrient to the vessel is con
trolled by the turbidity of the effluent stream 
(the external feedback control). Some control 
may also be exerted on the flow of gases to the 
vessel. Apparently no classification of propaga
tors according to the kind of gas-flow control 
has been proposed. Mathematical equations may 
be deduced for the nonsegregated model by ap
plication of well-known physical and biological 
principles to the model. These principles are: 

1. The principle of conservation of mass of 
chemical species, !Lpplied to all three 
phases. -

2. The principles of stoichiometry applied 
to the biochemical reactions in the biologi
cal phase. 

75 
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FIGURE 1.-Scb:emfLtie diagram of a OOlD.ti'llUO'llS mIcrobial rpa:topagator. 

3. The principles governing interfacial mass 
transfer. 
The equations that result can help us un

derstand the dynamics of continuous propaga
tion. To develop these equations, we must first 
find the nooessary parameters. 

MEASURED AND NON-MEASURED 
V ARIABLESJ' •• HIDDEN" VARIABLES 

It is almost unnecessary to say that a model 
should not contain unmeasureable quantities, 
but it may well contain quantities that are not 
measured. This is true of the nonsegregated 
model; the said quantities may profoundly 
influence the dynamics of continuous 
propagation. 

Consider the biological phase of the contin
uous propagator. This will consist of a large 
number of different kinds of molecule, ranging 
from small ones (such as sugars and amino 
acids) to very large ones (such as DNA and 
protein). The concentrations of these various 
molecular species in the culture (liquid phase 
plus biological phase) are measureable, and 
denoted by Xl, X2, ••• , XI. That is, Xi represents 
the amount (say in moles) of the ith molecular 
constituent of the biological phase in unit 

volume of the culture. Subsequent manipula
tions are facilitated by matrix notation: 

where x is called the concentration-of-biochemicals 
vector. 

Each of the elements Xi of the vector x is 
measurable, but it is practically impossible to 
measure all of the Xi in any given experimental 
situation. In many investigations, only a single 
quantity is determined as a measure of culture 
density. The methods commonly used for this 
purpose (such as dry weight measurements or 

,turbidity measurements) are tantamount to 
measuring a linear combination of the Xi' Thus, 
if y is the generalized culture density (that is, 
the measure of the culture density employed 
in a particular experiment) it can be written as 

y=m·x (1) 

where m is a constant-row vector whose ele
ments are the weight factors for the Xi in the 
definition of y. For instance, if y happens to 
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be the dry weight of biomaterial per unit volume 
of culture, then ml, m2, ... , mI-I are the 
molecular weights of chemical species AI, 
A 2, ••• , AI_I; but if AI is water, then mI is 
zero. The necessity for introducing the gen
eralized culture density arises because in 
turbidostat-type operation, y is sensed and 
used to control the flow rate to the propagator. 

The generalized culture density is, of course, 
not the same as the population density-the 
number of cells per unit volume of culture. 
In the non-segregated model, nothing is said 
about the population density. 

Consider next the liquid phase of the culture. 
Let CI, C2, • • • , CL denote the concentrations, 
expressed as moles per unit volume of culture* 
(liquid phase plus biological phase) of the 
various chemical species in the liquid phase 
Thus, the various Ci will determine, among 
other things, the pH of the culture, the con
centration of salts and products of metabolism, 
and the level of dissolved gases in the liquid. 
Again, it is convenient to define 

and call c the concentration-of-(liquid) enmron
ment vector. 

Finally, the composition of the gas phase is 
specified by a vector of partial pressures, p, 
which it is unnec~ssary to define further here. 

The parameters contained in the three 
vectors x, c, and p represent measurable quan
tities. Application of the three basic principles 
noted earlier will allow us to arrive at a set 
of equations relating these three vectors to 
each other. The equations are, of course, the 
dynamical equations of the propagator, and 
describe the development of the vectors x, c, 
and p in time, as well as their response to 
external stimuli. 

To make the dynamical equations really 
useful, we must assume that they are complete. 
That is to say, no variables other than those in 

*If c, is the concent.ration expressed as moles per unit 
volume of liquid, then c,=c;/(l-</», where </> is the 
volume fraction of biological phase in the culture. 

x, c, and p appear in them. An example of a 
non-segregated model based on the foregoing 
assumption is that of Monod (ref. 1); more 
sophisticated models of the same type have 
appeared in the literature (refs. 2, 3, and 4). 

The assumption that the dynamical equations 
for x, c, and p are complete is questionable. 
Every population is a distribution of individuals 
of differing states. Assuming that the dynamical 
equations for x, c, and p are complete is really 
assuming that the distribution of individuals is 
completely characterized by its mean, and that 
higher moments of the distribution do not affect 
the dynamic behavior of the population. In 
general, of course, these higher moments will 
affect the dynamic behavior of the population. 
They therefore represent hidden variables; 
that is, variables that should be measured and 
included in dynamical theories but usually are 
not. 

The point of the foregoing considerations may 
be illustrated by analogy with a simple example. 
Suppose we wanted to know the settling rate of 
a suspension of solid particles in water, and that 
the distribution of particle sizes followed a 
Gaussian distribution. Two parameters-the 
mean and the variance-are needed to com
pletely specify the Gaussian distribution. If 
we knew just one parameter, the mean, we 
might or might not be able to make a reason
able estimate of the settling rate. If we knew 
both the mean and the variance, then (in 
principle) we could accurately estimate the 
settling rate. The variance would be the hidden 
variable. 

We have developed the concept of hidden 
variables at greater hmgth elsewhere (ref. 5). 
Here, we shall ignore the effect of hidden var
iables and so assume that the dynamical equa
tions for x, c, and p are complete. At present, 
we do not know what inaccuracies this assump
tion can lead to. 

INTERFACIAL MASS TRANSFER 
In chemical engineering, it is customary to 

consider the rate of transfer of chemical species 
from a gas phase to a liquid phase, or vice versa, 
as the product of two factors. The first factor is 
a so-called "overall transfer coefficient" (and 
is itself the product of two factors, one of which 
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is the interfacial area per unit volume of cul
ture, and the other is a conductance). The 
second factor in the transfer rate is a driving 
force, and is the difference between the actual 
concentration in the liquid phase, and the con
centration that would exist if the liquid phase 
were in equilibrium with the gas phase. Thus, 
the rate of transfer of the ith chemical species 
per unit volume of culture is written. 

1 L 
1-¢ ~ Ki/(cl*-CI) , 

where the Kij are the overall transfer co
efficients, L is the number of chemical species 
of interest, and C i is the concentration of 
the lth species in a liquid in equilibrium with 
the gas phase. The overall transfer coefficients 
Ki/ depend on a complex of factors, including 
level and kind of agitation, viscosity of the 
culture, and the diffusion coefficients of the 
various chemical species in the liquid phase. 
They are discussed at greater length by Finn 
(ref. 6), Mba, Humphrey, and Millis (ref. 7), 
and Toor (ref. 8). 

INTRACELLULAR CHEMICAL REAC
TIONS AND PERMEATION PROCESSES 

Let Ai represent the i th kind of molecular 
species composing the biological and liquid 
phases of a culture. A't is not a quantity; it is. 
simply a shorthand way of writing DNA, 
RNA, C6H 120 6, etc. Suppose that AI, A 2, ••• , 

AI represent the chemical substances composing 
the biological phase, whereas AH1, AH 2, . . ., 

As represent the chemical substances com
posing the liquid phase. If the same substance 
appears in both phases, it is convenient to 
give it a different symbol for the two phases. 
For example, Al might represent water (free) 
in the cells; A 1+1 might represent water in the 
liquid phase of the culture. The stoichiometry 
of a set of R reactions is then neatly summarized 
by a set of "reaction equations" 

8 

2: aijA,=O, (j=l, 2, ... , R) (2) 
;=1 

where the aij are stoichiometric coefficients 
such that 

aij>O if Ai is produced by reaction j, 
ai;=O if Ai does not participate in reaction j, 

aii<O if Ai is consumed by reaction j. 
The foregoing notation is described more 

completely by Aris (ref. 9). 
In some of the reactions described above, 

chemical substances of the liquid phase (AHi' 
A H2, ••• , As) will not appear, because their 
stoichiometric coefficients are zero. We call 
these intracellular reactions. All other reac
tions, involving chemical species from both the 
biological and liquid phases, are called transfer 
reactions, for obvious reasons. 

Let TJ (j=1, 2, ... , R) be the rate of the 
ph reaction expressed as moles per unit time 
per unit volume of culture. The TJ must be 
assumed to depend on all elements of the vectors 
x and c. (In 'addition, they may depend on hidden 
variables but we ignore such dependence here.) 
The vector r is expressed by its elements: 

The Ti are so defined that the rates of pro
duction (moles per unit time per unit volume of 
culture) of any chemical species Ai are given by 

R 
2: atjTj(i=l, 2, ... , S). 
j=l 

It is convenient to define two matrices {J and 'Y 

by 
au al2 aIR 

a21 a22 a2R 

{J= (3a) 

all aI2 aIR 

aI+l,l aI+I,2 aI+l,R 

aI+2,1 aI+2,2 aI+2,R 

'Y= (3b) 

am aS2 aSR 

These are called stoichiometric matrices, the 
first for materials in the biological phase, the 
second for materials in the liquid phase. 

The set of quantities embodied in the 
stoichiometric matrices, {J and 'Y, and in the 
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vector of reaction rates, r, are the parameters 
that we have chosen for the expression of the 
general, non-segregated model. They have well 
defined physical and biological meaning and 
are measurable; the fact that they appear in 
a model means that the model is an expression 
of postulated cause-and-effect relationships. 
That is, the quantities in (:I, 1', and r have a 
significance beyond that of quantities deter
mined simply to make an equation fit experi
mental data. 

Much physiological research on a given 
organism is intended to answer these questions: 

What intracellular reactions occur, and what 
is their stoichiometry (i.e., what are the 
Of(11)? 

What are the rates of those reactions, and 
how do they depend on internal and 
external factors (i.e., how do the 1'1 depend 
on the vectors x and e)? 

From the answers we can construct specific 
models and predict the dynamical behavior of 
a culture of the organism by applying the 
equations that will now be described. 

DYNAMICAL EQUATIONS FOR THE 
CONTINUOUS PROPAGATOR 

Application of the principles of mass con
servation and stoichiometry to the various 
biochemical species present in the biological 
phase of the culture yields the matrix equation 

dx 
dt=-Dx+(:I.r, (4) 

where D is the so-called "dilution rate" and 
equals the volumetric flow rate of fresh medium 
divided by the volume of culture in the vessel. 
The reciprocal of D is the "holding time." 
The term on the left-hand side of the equation 
represents the rates of accumulation of bio
chemical species in the biological phase; the 
first term on the right represents the rates of 
washout with the effluent culture, and the last 
term on the right represents the rates of pro
duction by intracellular and transfer reactions. 

Application of the principles of mass con
servation, stoichiometry, and interfacial mass 
transfer to the various chemical species in the 

liquid phase of the culture yields the matrix 
equation 

de 1 
dt=D(e/-e)+'Y.r+1_0 K'(e*-e) (5) 

Herein, el is the vector of concentration in the 
(liquid) feed stream, K is the matrix of overall 
mass transfer coefficients, and e* is a vector 
representing the composition of a liquid phase 
in thermodynamic equilibrium with the gas 
phfl,se. The various terms in the equation rep
resent, reading from left to right: accumula
tion in the liquid phase, net input due to flow of 
liquid through the culture vessel, production by 
transfer reactions, and input by transfer from 
the gas phase. 

We could apply the same principles to yield a 
differential equation for p, the vector of partial 
pressures in the gas phase, but this would in
troduce needless complications. Therefore, we 
simply assume that the composition and pres~ 
sure of the gas phase is constant, so that e* is a 
constant vector. 

Thus, equations 4 and 5 are the dynamical 
equations of the propagator. If we knew (1) the 
stoichiometric matrices (:I and 1', (2) the de
pendence of the reaction-rate vector r on vec
tors x and e and (3) the matrix of overall trans
fer coefficients, K, then the equations could be 
solved numerically to predict the time course of 
development (the dynamics) of the propagator. 
In practice, this information is not available; we 
seek instead to use the observed dynamics to 
establish (:I, 1', r, and K. 

BALANCED GROWTH 
Campbell (ref. 10) introduced the important 

concept of balanced growth. Later, Lamanna 
and Mallette (ref. 11) defined the concepts of 
restricted and unrestricted balanced growth. 
Since these concepts have importance in con
tinuous propagation, we shall translate the 
definitions of Campbell and Lamanna and 
Mallette into mathematical terms. 

Let us define a set of quantities ILt (i= 1,2, 
. .. , 1) by the equation 

(6) 
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Since the sum represents the rate of production 
of the ith component of the biological phase per 
unit volume of culture, it is clear that ILt is the 
same rate of production, but per unit amount 
of the ith component of the biological phase. 
Hence, the ILt are called the specific replication 
rates. Equation 4 may then be rewritten in com
ponent form as 

7/=-Dxi+ILiXi. (i=l, 2, ... ,1). (7) 

According to Campbell (ref. 11), " ... growth 
is balanced over a time interval if, during that 
interval, every extensive property of the grow
ing system [such as the Xi] increases by the 
same factor." Hence, if the concentration of the 
ith constituent of the biological phase changes 
from Xi to xi+dXt during an infinitesimal time 
interval, then growth will be balanced during 
that time interval, provided that 

dXi=dxk (i, k=l, 2, ... ,J). 
Xi X" 

Equation 7 then shows that the conditions for 
balanced growth are 

ILl =iJ.2= ... =ILI' (8) 

It can also be shown that in balanced growth 
the composition of the biological phase does 
not change with time. Growth can be balanced 
only in populations in which individual cell 
fissions occur at random intervals. That is, 
growth cannot be balanced if there is an 
appreciable synchrony in cell division. A more 
general kind of situation, called repetitive 
growth, has been considered by Fredrickson, 
Ramkrishna, and Tsuchiya (ref. 5). This situa
tion includes balanced growth and synchronous 
growth (repetitive growth is outside the scope 
of this paper). 

Growth in the continuous propagator is 
balanced if the propagator is operating in the 
steady state. For, if operation is steady, dx/dt=O 
(and also dc/dt=O) , and equation 7 reduces to 
D= ILi' which implies equation 8. 

Growth in a batch propagator (D=O) may 
be balanced. We have not developed here the 
apparatus necessary to state which conditions 
guarantee balanced growth in batch propaga
tion. This problem has been considered by 

Fredrickson, Ramkrishna, and Tsuchiya (ref. 5)., 
and it has been shown that batch propagation is 
balanced growth if the population density in.,. 
creases exponentially and the specific replication 
rates (the ILi) are independent of environmental 
conditions, c. If, in fact, the ILi are independent 
of c, then internal cellular factors limit the rate 
of growth, and Lamanna and Mallette (ref. 11) 
call the situation unrestricted balanced growth. 
That is, the growth rate is unrestricted by 
environmental conditions. Obviously, balanced 
growth, whether restricted or unrestricted, is 
in some sense a steady-state situation, in which 
cells have adjusted themselves to their environ
ment. In continuous propagation, it is a com
pletely steady-state situation, in that all 
quantities x, c, p are independent of time. In 
batch-balanced growth, the situation is steady 
in the sense that the composition of the bio
logical phase (and hence the physiological 
activities of the cells) is independent of time. 
Thus, balanced growth is very convenient for 
experimental exploitation. For instance, if one 
has a model, the constants of the model might 
be measured most readily by balanced-growth 
experiments. In order to test the model, its 
predictions could be compared with observa
tions made on experimental situations other 
than "balanced growth. 

COMPARISON OF CHEMOSTAT AND 
TURBIDOSTAT TYPES OF OPERATION 

Ideally, one could operate a turbidostat in 
unrestricted balanced growth. This possibility 
rests on the observation that rates of many 
cellular processes exhibit no dependence on 
environmental conditions over certain ranges of 
those conditions. Thus, growth rates exhibit 
"saturation phenomena"; that is, growth rates 
are independent of substrate concentrations if 
those concentrations are sufficiently high (but 
not too high). Again, synthesis rates may ex
hibit "threshold phenomena" with respect to the 
action of inhibitory substances; that is, synthe
sis rates are independent of inhibitor concentra
tions if these concentrations are low enough. To 
obtain unrestricted balanced growth in a con
tinuous propagator, we use a growth medium 
with high substrate concentrations and low 
inhibitor concentrations. We maintain satura-



CONT~OUS MITCROBIAL PROPAGATION 81 

tion levels of dissolved gases by using sufficient 
agitation and a sufficiently high gas concentra
tion. We combine these with control of the flow 
rate via culture density so that concentrations 
of substrates and inhibitors are above the satu
ration levels and below the threshold levels, 
respectively. If in fact the turbidostat is oper
ating in unrestricted balanced growth, then the 
material balance equations on the liquid phase 
of the culture and the gas phase become ir
relevant to the dynamical behavior of the pro
pagator; the dynamical behavior is governed 
now by the single set of equations 

dx 
-=-Dx+~.r 
dt 

where D depends on the generalized culture 
density, y, according to the kind of control 
adopted, and r = r(X) represents the vector of 
reaction rates when substrates are present in 
saturating concentrations and inhibitors are 
present in sub-threshold concentrations. 

It is sometimes stated that because the 
turbidostat operates in unrestricted balanced 
growth, the growth rate therein must be the 
maximum attainable at a given temperature. 
In particular, it is stated that the growth rate 
in the turbidostat is necessarily greater than 
that obtainable in the chemostat. This state
ment is not theoretically correct (though it 
may be correct in certain practical cases) 
because it fails to take into account the possi
bility of adaptation of the biomass. There is 
no theoretical reason why an organism could 
not be trained to grow at a faster rate in a 
chemostat situation than it does in a turbidostat 
situation. Of course, growth will be faster in 
the turbidostat than in the chemostat if the 
training of the organisms is the same in both 
situations. 

Operation of the turbidostat in unrestricted 
balanced growth limits the obtainable amount 
of information concerning cellular kinetics. 
Obviously, we want to know how the cellular 
reactions depend on environmental conditions, 
and this is precisely the information that cannot 
be obtained in unrestricted balanced growth. 
In addition, if the turbidostat principle is to 
be used for life-support applications, limitations 
on the concentrations of substrates in the feed 

may place quite severe restrictions on the level 
of culture density that can be used. 

For these reasons, it is often advantageous 
to operate the turbidostat in a state of restricted 
balanced growth. To do so introduces the pos
sibility of an interesting dynamical effect, 
which must be mentioned here. Figure 2 shows 
a typical plot of culture density vs dilution rate 
for steady-state operation of the propagator as 
a chemostat, i.e., operation in restricted bal
anced growth with a time-independent dilution 
rate. This curve is for a particular feed composi
tion (cf

); changing it would give a different 
curve. The curve is typical of many organisms, 
including bacteria (ref. 12) and yeasts (ref. 13). 
The features of the curve are so well-known 
that it is only necessary to point out (1) that 
the decline of the curve at low dilution rates 
is due, at least in part, to endogeneous metab
olism, and (2) that at high dilution rates, cells 
are physiologically "young" whereas as the 
dilution rate is lowered, cells become progres
sively "older." 

The curve will also describe the steady-state 
operation of the turbidostat, if that is operating 
in restricted balanced growth. Suppose the 
controller for flow rate is such that culture 
density is to be maintained at a level Yo. The 
aim of the control is to operate at steady state 
A. At the high dilution rate D A corresponding 
to this steady state, cells are physiologically 
young, and the turbidostat operates just out of 
the range of unrestricted balanced growth
the dashed extension of the curve. However, 
there is another possible steady state B, cor
responding to a culture density Yo. At this 

y 
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FIGURE 2.-Steady-state relations in continuous mi
crobial propagation. 
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steady state, the dilution rate is much lower, 
DB, and cells are physiologically much older 
than cells corresponding to steady state A. 

Note that a controller actuated by culture 
density alone cannot distinguish between steady 
states A and B. Moreover, both steady states 
may be dynamically stable, in the sense that 
small perturbations from them would decay 
with time. Hence, which steady state the 
propagator would operate in depends on how 
the culture is started up. Or-even more 
important from a practical point of view-the 
steady states would not necessarily be stable 
to large perturbations, so that a large perturba
tion from the desired steady state, say A, 
might cause the propagator to seek the other 
steady state, B. There would then be a very 
serious deviation of the metabolic activities 
of the culture fro;Ill those desired. Large 
perturbations in continuous propagators could 
result from a variety of causes, such as a pump 
or power failure, alteration of the composition 
of the liquid nutrient feed, failure of the gas 
supply, or changes in temperature. Hence, it 
seems desirable to see if switches of steady 
states are a practical possibility in any pro
posed turbidostat propagators. 

It is not suggested that the foregoing phe
nomena necessarily happen in turbidostat 
operation. Possibly, the shape of the y-vs-D 
curve and the magnitude of likely perturba
tions will prevent that switching to an un
desired steady state. But such switching can 
occur. 

In chemos tat-type operation, switching is 
not possible, because there is only one steady 
state corresponding to a given flow rate. 
However, large perturbations from the steady 
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COMMENTS 
Dr. JENKINS. When you speak of restricted steady 

state and tUl'bidQstat, are you talking a;bout limiting 
the growth by having one factor set at a low level? 

Dr. FREDRICKSON. One or more factors, yes. 
Dr. COOKE. What do you call a chemostJat? 
Dr. FREDRICKSON. The cbemostat is the case where 

the flow mte of fresh liquid to the propagJlJtor is con
stant. There is no control on it. With the turbidostat, 
we monitor the culture density and control the flow 
rate in terms of culture density. If the culture density 
gets too high, the controller says: feed faster. If it 
gets too low, the controller says: feed slower. 

Dr. COOKE. Can you ever obtain a slteady-state 
growth with the chemostat? 

Dr. FREDRICKSON. Yes. 
Dr. COOKE. How? Isn't it always going either way? 

I cannot see how you can make a stable condition with 
the chemostat. Does that work? 

Dr. FREDRICKSON. Yes. 
Dr. TSUCHIYA. In the turbidostat, you have sensors 

which monitor-as John Foster is doing-nitrogen or 
whatever and puts in some medium, whereas in the 
case of the chemostat, YO'U set the flow moo yourself. 
Therefore, the controI now has sO'me limiting substmte. 

Dr. COOKE. You can still h'ave gooo culture? 
Dr. TSUCHIYA. This is up to the experimenter. 
Dr. COOKE. What can you use in principle to linri:t 

the growth? 
Dr. TSUCHIYA. We will have an example of that 

later. We know what is required insofar as organisms 
are concerned 1101' them to propagate. I'll our case, we 
have chosen glucose, which we shall dIscuss. 

Dr. FREDRICKSON. In the chemostat, you can choose 
anything that you wish to be limiting by what yO'll 
choose for the composition of the feed medium. 

Dr. CooKE. But if you want to get optimal growth, 
if your gool is to get the most for your money, what 
can you gain from a chem'Ostat? I know you can use it 
for studying several things but, to study optimal yield 
per weight, what can you learn from tJhe chemostat? 

Dr. WARD. You must have restricted conditions. 
Dr. FREDRICKSON. In the chemostat, yes, but in the 

turbidostat you can have unrestricted balanced growth. 
The point is that in most turbidostat operations, you 

do nJot ha:v'e unrestricted 'balan~ growth, because this 
is a restricted situatio!ll and there is not a very large 
range of conditions that will give you unrestricted' 
balanced growth. The point of using the chemostat is, 
for one thing, that yO'll can gain information aoout 
what is happening. You can find out how the reaction 
r&tes depend upon the applied C'O'llditions; in mher 
words, how the reaction rates depend upon the vector I 
called C, the concentrations in the environmenta.il con
ditions. If you O'perate a turbidostat in unrestricted bal
anced growth, the reaction rates do nO't depend upon 
the external conditions. That is what is meant by 
unrestricted balanced growth. You get no informa
tion from such an experiment as to the variation O'f 
the reaction rates with changing external conditions. 

Dr. COOKE. I don't see that you get useful i'llforma
tion. 

Dr. FREDRICKSON. Certainly, you get information 
about the kinetics of growth. 

Dr. COOKE. I don't see how you get kinetics out of 
this. 

Dr. BONGERS. To define kinetic growth, the organ 
has to be supported by its environment. Let us say you 
would look at temperature, for instance. What you are 
trying to describe is the effect of temperature on enzyme 
systems. 

Dr. FREDRICKSON. I said nothing about temperature, 
but you could do that if you wanted to. 

Dr. BONGERS. Let us say we flow medium in at a 
given rate. You have to define your medium. 

Dr. FREDRICKSON. Yes. 
Dr. BONGERS. You have to define one factor. You 

have to study one factor of the environment which 
finally gives you maximal growth. 

Dr. FREDRICKSON. I don't see the point of what you 
are saying. 

Dr. TSUCHIYA. You have to look at the medium 
composition, is that correct? 

Dr. BONGERS. No. All I am saying is that there was 
always one factor that determined your rate in all 
cases. 

Dr. FREDRICKSON. Something determines the rate in 
all cases, yes. Whether it is one single factor, I would 
not want to say. 

Dr. BONGERS. One enzyme system, I would say, 
which determines your rate, finally. 
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Dr. COOKE. I cannot see how a chemostat will answer 
your question in this case. You know that if you do not 
feed glucose or hydrogen, it will not grow. What do 
you learn from there on? 

Dr. FREDRICKSON. For one thing, you could certainly 
vary the environmental conditions. You are not con
strained to feed the same medium. You also do not have 
to operate in balanced growth. You can study 
transients in order to learn something about the 
kinetics. In fact, this is one of the things that Dr. 
Tsuchiya is going to talk about-how you might learn 
something about the kinetics from the transients you 
observe. 

Dr. TISCHER. In one ·of your fiTlSt figures, you men
tioned ill, and c, me3Jsul'ing compOJSliJtion. Is thIs mewt 
to be growth composition, caJtiO'Il'ic oomposition, and 
anionic, or what? 

Dr. FREDRICKSON. The ilI"S represenJt the moleculrur 
components Qf the bi'Ological phase. The c,s represent 
all 'Of the components which are preBe!ll1t in the liquid 
phase, so this W'Ould be catiOlIlic, R!Il'I'Onic, unioonized 
species. 

Dr. TISCHER. What do you do in your models about 
the practical situation surrounding the use of con
centrations, let us say, in place of activities or 
fugacities? 

Dr. FREDRICKSON. I have not said that I am using 
concentrations rather than fugacities or activities, be
cause fugacities are functi'Ons of concentration. 

Dr. TISCHER. So is activity. 
Dr. FREDRICKSON. Yes. In the simplest case where 

cO'Ilcentrations are low, then concentration and activity 
become synonymous. Even if concentrations are not 
low. If you tell me what the concentration is, I can 
still tell you what the activity is. It was in that sense 
that I used the concentrations rather than the activities 
here. But fo'r practical purposes, I express driving 
forces in terms of concentratiO'Ils rather than 'activities, 
because otherwise it gets to be such a mess. 

Dr. TISCHER. You mentioned constant composition. I 
presume you mean dynamically constant composition 
and not statistically constant? 

Dr. FREDRICKSON. I mean the relative compositi'On 
of the biologic phase. If growth is balanced, and you 
determine the relative composition at two different in
stances of time, these compositions must be the same. 
Otherwise, you would not have balanced growth. 

Dr. TISCHER. How do your models, if that is the 
case, account for interactive effects of two or more fac
tors up through end factors? I am talking about statis
tically defined interaction, in which activity one in 
conjunction with actiYity two gives a greater response 
than the sum of the two activated separately. 

Dr. FREDRICKSON. Again, I think you have to look 
at a specific e:x:ample. All I will say is ·that the model • 
is general enough to account for such interactions. 
Precisely how it is done depends upon the specific 
model that you are talking about, and Dr. Tsuchiya 
will have an example. 

Dr. TISCHER. What I was thinking of, for instance, 
is if attJribute (JJ and c, to put 'it generally, are not com
pletely orthogonal, they must interact. Therefore, if 
you operate these two items in the same mixture, the 
result is not going to be a completely additive one. It 
is going to be something more than that. I did not see 
anything In your vector matrices or your square rec
tangular arrays which specifically accounted for this. 
H left me behind on that score. 

Dr. FREDRICKSON. I did not wanlt to tJalk about a 
specific model. All I am saying is that such effects can 
be accounted for in terms 'Of ~the reactiO'Il rates. 

Dr. KOK. On one curve you had two cross points 
which I did not quite get. Is it not true that in actual 
culture Y'OU W'Ould use only the maximum of these 
curves? That would be your optimal growth? Your 
criticism does not apply-or am I mistaken in that 
order? 

Dr. FREDRICKSON. Not qu1Jte. You w'Ould have ,to 
multiply or divide this by a factor of d. I do not re
member which. 

Dr. KQK. Then you would come out at the top, most 
likely? 

Dr. FREDRICKSON. N'Ot necessarily. It d'epenoo {)Ill 

what you try to optimize. If you want to optimize pro
duction of cells per unit volume, then it would 'all 
right. If Y'ou want to optimize the concentration, then 
you would operate at another pOint on the curve. But 
that may not necessarily be what you want to optimize. 
Maybe you want to optimi21e the ra'te of sonle metabolic 
process, and maybe that would say you should be op
erating elsewhere on the curve. 

Dr. KOK. In the particular terms of this graph, does 
the maximum coincide with maximum production or 
not? I am not SUite. It certainly is the minimum rate, 
but also the maximum. production. 

Dr. FREDRICKSON. I think it would be close to this 
pOint, but would not necessarily be the same. I am not 
sure. 

Dr. MILLER. WouM not the produCltiQn rate be the 
product 11 times d, and you would want to plot 11 times 
d against d -on the a'bscissa ; the maximum would prob
ably fall slightly to the right of the maximum popu
lation density. 

Dr. FREDRICKSON. Yes. The curves would be similar 
in shape. They would not necessarily have the same 
maximum. 
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The Food Chain 

Much is known qualitatively concerning 
various food chains on earth but very little 
concerning the processes whereby proteins of 
the prey are upgraded by the predator. Lotka 
and Volterra (ref. 1) formulated a mathema-

dNI 

dt 

accumulation rate 

dN2 

dt 
accumulation rate 

where 

growth rate of Nl 

cN1N2 

growth rate of N2 
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tical relationship between population densities 
in a food chain. A set of modified Lotka-Vol
terra equations representing the relationship 
between predator and prey populations is: 

predation rate of Nl 
byN2 

dN2 

death rate of N2 

Nl 
e 

washout rate 

N2 
e 

washout rate 

Nl is number of prey 
N2 is number of predators 

a,b,c,d are constants 
e is holding time 
Q is feed rate 
Vis volume. 

LetD=~=~. 
V e 

Lotka and Volterra's equations have been modi
fied here to apply to continuous as well as batch 
cases; in the latter, e = 00. These equations do 
not take into account the environment, which 
influences the prey population and hence the 
other reaction mtes. Moreover, the constants a, 
0, c, d are not broken down to the point where 
they might be useful in predictions. The growth 
terms a.s used by Monod (ref. 2) and Herbert et 
a1. (ref. 3), and others, and death terms as pro
posed by us (ref. 4) could be substituted for 
interaction terms in these equations. 

Contois and Yango (ref. 5) have reported 
on the Dictyostelium discoideum-Aerooacter 
aerogene8 system of "pure" mixed cultures. 
These investigators followed changes in preda
tor population density, but unfortunately did 
not measure prey density nor the concentration 

of limiting substrate for the prey. Under their 
experimental conditions, with a. nitrogen-limit
ing medium for bacteria, they observed no os
CliHakions when e was 6.'1 and 16.'1 hours (i.e, D 
was 0.15 and 0.06 hr-t, respectively) over the 
week in which t~ey observed their culture. This 
is a report of a system of D. discoideum (a 
myxameba) and E8cherichia coli, in which pop
ulations of the two were grown in a simple glu
cose, ammonium-sulffrte, salts medium; glucose 
was limiting for E. coli. We discuss first our 
analytical model and then some data on densi
ties of the two populations and glucose. 

MODEL 

Equations similar to those of Monod (ref. 2) , 
Herbert at aI. (ref. 3), and ourselves (ref. 4) 
were developed to establish the interacti'Ons 00-

87 
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tween the predator (D. di8coidewm), the prey 
(E. coli), and glucose ('the limiting substrate 
for E. coli). The population density of D. dis
coideum depends primarily on the availability 
of E. coli/ the density of E. coli depends on the 
limiting supply of glucose and on the predation 
by D. discoidewm. 

The predator undergoes a life cycle---spore, 
ameboid or vegetative stage, pseudoplasmo
dium, and culminatory stages (ref. 6) under 
the cultural conditions usually employed in its 
study. Our experiments were conducted in con
tinuous submerged culture in a Novick-Szilard 
chemostat (ref. 7). Under such conditions, the 
predator occurs only in the ameboid stage so 
"predator" and "ameba" are synonymous. Note 
that the ameba (but not the prey) cannot use 
glucose. 

The following reactions represent growths of 
the bacteria and ameba 

1. B+as8-----+2B+ _____ _ 
2. A+abB---+2A+ _____ _ 
3. B+a' aNA )2B+ ____ n 

. 4. A+a'bNB~2A+ _____ _ 
5. A+a/l~---+2A+------, 

where 
a's are stoichiometric coefficients, 
N's are "dead" organisms. 

Rj'lactions 1 and 3 represent the growth of 
E. coli on glucose and dead ameboid material, 
respectively. Reactions 2, 4, and 5 represent the 
predation of ameba on live E. coli, dead E. coli, 
and one another (cannibalism), respectively. 
Raper (ref. 8) and Bonner (ref. 9) have re
poJ'!ted on the feeding of ameba by dead 'hacteria 
and by cannibalism, respectively. 

Both organisms need enegy to maintain 
structure and function, and to grow. All 
organisms die; the mechanism of death assumed 
here was that predators of our systems die 'Of 
starvation and (in the case of E. coli) hy pre
dation only. These additional considerations 
may be summarized by a model of Ramkrishna 
et al. (ref. 4) which is comparable to the "ac
tivated" oomplex theory of chemical kinetics 
(ref. 10). Here the activated complex is a form 
of organism in a physiological state different 
from that of the "normal" or "dead" organism. 

We call this the "degenerate form," result~ 
from starvation. This form can either revert 
back to a normal organism or die. Thus the 
death reactions would be: 

6. A~A'~NA 
7. B~B'~NB, 

where A', B' are degenerate forms. 

The back reactions whereby the degenerate 
forms can revert hack to normal organisms 
would be: 

8. A' +a' ~-+A 
9. B'+a'.8-+B. 

We assume that degenerate forms of ameba 
and bacteria return to normal forms by feed
ing upon 'bacteria or glucose, respectively. 

We now make some simplifying assumptions. 
Observations have shown that b3icteria are not 
likely to die of starvati'On very much, under 
our e~perimental oonditions. Predation was 
assumed to be the only mechanism of bacteria 
deaJth; thus we igp.ore reactions involving 
starvation. Similarly we ignore the mainte
nance reaction of bacteria (this may be an over
simplifying assumption). Because the ratio 
o B'i 0.11. was usually large (aibout three orders 
of magnitude) , reaction 5 was neglected. 
Finally, we assumed that bacteria do not feed 
on materials from dead ameba, reootion 3. 

These assumptions leave the following reac-
tions whose rates must be considered: 

1. B+a.S )2B+ __ nh 

2. A+abB---+2A+ _____ _ 
6. A-+A'---+NA 

8. A' +a' bB---+A. 

Rates of the growth reactions (1 and 2) are 
expressed in the Michaelis-Menten form: 

/,LBCBCS J.lACACS 

r) Os+Ks; r2=Cs+Ks 
where 

Ks, KB are saturation constants, 
J.lA, J.lB are maximal specific growth rates, 
Cs, CA, CB are concentrations. 

From these assumptions the mathematical 
consequences were developed. Our equations 
differ from those of Lotka and Volterra, which 
assumed that the dynamical behavior of the 
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opulations of the predator and prey depend 
solely on the population densities and on the 
lump parameter constants; this does not account 
explicitly for some of the environmental factors. 
Our equation takes explicit account of the 
dependence of prey populati'OIl on substrrute 
concentration and ameba predation; also the 

dOA Ji.AOAOB 
dt KB+OB 

dependence of the predator population on prey 
population and death due to sbarV'a,ti'on. Al
though the equations 'apply to both oo1Jch and 
continuous cultures, most of our work dealt 
with the latter. A system of differenHal equa
Hons was derived (making some simplifying 
assumptions) . 

fJAOA OA 
K~+O~ e 

accumulation predator growth predator death washout rate 
rate rate 

dOB Ji.B OB Os 
dt Ks+Os 

accumulation rate prey growth term 

dOs 
dt 

accumulation 
rate 

where 

aSJi.BOBOs 
Ks+Os 

substrate 
utilization rate 

+ 

rate 

abJi.AOAOB 
KB+OB 

predation rate 

Os,-Os 
e 

washout rate 

O's are concentrations 
Ji.'S are maximal specific growth rates 
K's are saturation rates 
a's, 's are stoichiometric coefficients. 

a~{J;'OAOB OB 
K;+OB e 

predator main- washout rate 
tenance rate 

The various constants were determined ex
perimentally in batch cultures. For the predator, 
/J.A was taken as !l.1nOA/!l.t; KB as the bacterial 
concentration at %Ji.A; ab as !l.OB/!l.OA; all 
measured during exponential growth in batch 
cultures of mixed populations without glucose. 
For the prey, the constants Ji.B, Ks, and as 
were obtained in similar manner in batch cul-

tures of E. coli with glucose. The constants 
fJA, a:(3~, and K: were obtained from batch 
cultures of mixed populations with glucose and 
evaluated by the quasi-linearization method of 
Bellman (ref. 11). 

Ji.A' (hr-I
) 

0.24 

Ji.B, (hr-I
) 

0.60 

(3A' (~~" XlO-lO) 

1.6 

The experimentally determined oonstant'S are 
summarized as follows: 

ab, (no., XlO-a) 
no. K B, (:', XlO-S

) 

1.8 2.5 

a (mg. XlOlO) ., no.' K., C~1" X104) 

5.1 5.0 

a' b(3A.( hr-I :~:) K'n, (~" XlO-S
) 

74.0 3.0 

The constants in these equations depend upon the organisms, temperature, pH, medium 
constituents, and other environmental factors. 

295--338 0-68-7 
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The constants in these equations depend upon 
the organisms, temperature, pH, medium con
stituents, and other environmental factors. 

EXPERIMENTAL 
All experiments (except the batch ameba

bacteria experiments in which no glucose was 
present) were conducted .in a glucose,- ammo
nium-sulfate, and salts medium with an initial 
pH of 7.0--7.1 (table I). Glucose was sterilized 
separately and added at levels of 0.01 to 0.5 
percent. The yield of bacteria is proportiona,l to 
the suga,r concentration, over the lower -portion 
of this range. The majority of continuous-cul
ture experiments were carried out a,t 0.5-percent 
level Where glucose is limiting. 

TABLE I.-Oomposition of Medium, Oontinuous 
Oulture 

Item 

K 2HP04 ____ - - - - - - - - - --
KH2P04 ______ - - -- -- - --

MgS04.7H20 _____ --- - --
NaCL _______________ _ 

(NH4hSO. ___ - ---------
Glucose ______________ _ 

gm/l 

3.676 
1. 50 
0.100 
0.010 
1. 25 
5.00. 

Batch cultures were run in either 300 or 1000 
ml Erlemeyer flasks containing 100 or 300 ml, 
respectively, of media at 24°C a,nd on a recip
rocating shaker. The E. (Joli cultures were 
sampled hourly; the ameba cultures were 
sampled every four to eight hours. Continuous 
cultures were grown in Novick-Szilard chem
ostats and were sampled at least every eight 
hours over periods of weeks. Population densi
ties were determined with a Coulter counter 
after appropriate dilutions in 0.6-percent 
saline. Cell-size distributions for E. (Joli were 
recorded with a Coulter-size distribution plotter 
used in conjunction with the counter. Both the 
saline solution (used for dilution) and the 
sterilized media required filtration through 0.1-
micron millipore filter to reduce background 
count and prevent clogging of the 30-micron 
aperture (used for bacteria). Glucose deter
minations were made by the glucosta,t method 
(ref. 12). The samples were filtered immediately 

through 0.45-micron millipore filters; if an
alyses were to be delayed, the samples were 
quickly frozen. 

RESULTS 

Oscillations in predator and prey population 
densities and concentrations of glucose were 
observed for some two weeks; then an ap
parently pseudo-steady state was attained when 
9 was 14.4 hours (dilution rate of 0.0685 hrs- I

) 

and at 24°C. 
The numbers of the ameba oscillated seven

fold, between 1 X 105 to 7x 105 per ml. The bac
terial density oscillated some 40-fold from 
0.3 X 108 to 13.0 X lQ8 per ml. The peak of ameba 
density occurred out of phase with and slightly 
after the peak of the bacterial density (fig. 1). 
The peak of the bacterial density was almost 
180 degrees out of phase with and slightly 
lagged behind the glucose concentration (fig. 2). 

The apparent attainment of a pseudo-steady 
state is hard to explain. Did the organisms 
"adapt" ? The possibililty of contamina,tion is not 
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FIGURE 1.-Ameba and bacterial density vs time, at 
24°0, 9=14.4 hr. 
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FIGURE 2.-Bacterial density and glucose concentration 
VB time at, 24,°0, 9=14.4 hr. 

ruled out, though checks were made daily. This 
question demands further inquiry. 

When the tempemture was lowered to 19°0 
but e was held constant, oscillations were again 
observed. The numbers of ameba oscillated as 
much as at 24°0 but the bacterial oscillated 
only fourfold. At this temperature the p,'s and 
K's should be about the same 'as at 24°0 for the 
ameba but lower for E. (}oli. The stoichiometric 
constants would probably not vary too much 
(See figs. 3 and 4.) 

Over a given oscillation, the environment 
changes. The variation would be reflected in cy
tological properties of predator and prey. At or 
close to their maximal density, the bacteria were 
nutrient-limited and small, as seen by the size 
distribution (fig. 5). As predation lowered their 
numbers, glucose accumulated. We would expect 
a lag in bacterial growth because organisms at 
or near the peak were probably similar physio
logically to cells in the stationary phase in 
batch cultures (refs. 13, 14). On the other hand, 
at or close to their minimal density, the bacteria 
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FIGURE 3.-Ameba and bacterial density VB time, at 
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FIGURE 5.-Bacteria size distribution (decreasing). 

increase in size and grow rapidly. The size dis
tribution (fig. 6) is broad with a higher mean 
size. The considerable numbers of very large 
cells causes "tailing-out" of the distribution at 
its upper end. 

Comparable size distributions of the ameba 
could not be measured, because the samples 
taken were too small (the chemostat tube vol
ume was approximately 26.5 ml). On the other 
hand, miCll'oscopic examina.tion disclosed gross 
morphological changes. Ameba at or near their 
maximal density were round, hyaline, vacuo
lated, and readily lysed by contrast, rapidly 
growing ameba at or near their minima were 
turgid and showed considerable pseudopodial 
activity and a random "convective" type of 
protoplasmic activity. 

DISCUSSION 
The differential equations, using the experi

mentally determined constants were numerically 
integrated on a digital computer. When e was 
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FIGURE 6.-Bacteria size distribution (increasing). 

7.3 hours, oscillations were predicted (fig. 7). 
Although the predicted period was longer than 
that found experimentally (fig. 8). The pre
dicted maxima and minima were not far from 

6=7.3hr 
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FIGURE 7.-Predicted ameba and bacterial density vs 
time. 
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FIGURE S.-Ameba and bacterial denslIty V'S time, at 
24°0. e=7.3 hr. 
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those found experimentally. With the constants 
used, the predicted ameba maxima was 4.5 x 105 

per ml as compared with 7.0 X 105 per ml found 
experimentally. With the constants used, the 
model predicted bacterial maxima of 14X 108 

per ml as compared with the experimental value 
of 13 X 108 per ml. We cannot account for the 
non-attainment of an apparent pseudo-steady 
state at this e. 

In batch culture, the model predicted the 
general trends that were observed experimen
tally, except that it predicted no lag for the bac
teria (figs. 9 and 10). This shortcoming is inher
ent ina model thrut does notwUow for changing 
bacteria structure. The experimental value for 
maximal ameba density of 6.6 X lOS cells per ml 

Glucose 

7" 
10 20 

HOURS 

FIGURE 9.-Predieted bacterial density and glucose 
concentration vs time. 
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comprures :Jlavorably with the prediClted mlue of 
6.0X lOS. The experimental value for maximal 
bacterial density of 14X 108 per ml also com
pares favorably with the predicted value of 
16X lOS per ml. 

The reasonably good comparison of maximal 
bacterial and ameba numbers is encouraging; 
the stoi~hiometric constants seem fairly ade~ 
qurute. On the other hand, the p.'s 'and K's for the 
ameba (estimated from batch expeJrliments) 
leave something to be desired; P-A-lactually varied 
from 0.24 to 0.15 In,-l in batch cultures of D. dis
ooideum growing on E. ooli in medium without 
glucose. If the latter value hrud been used, the 
predicted period of oscillation (fig. 7) would 
have been closer to the observed value. 
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COMMENTS 
Dr. DECICCO. Did you ever limit this substance, as 

I presume you have to do? 
Dr. TSUCHIYA. Yes. We operated at 0.5-percent 

glucose, whi~h was limiting. The complete computation 
of the medium and so forth will be in the hand-out 
which Dr. Saunders win pass oU!t ltliter. 

Dr. DECICCO. How would your picture Change if you 
had an unlimited glucose supply? 

Dr. TSUCHIYA. You would begin to introduce com
plications, because there is always bhe possibility of 
your getting something that may be toxic. I do not 
know, in the light of what Dr. Tischer had to say, 
whether we would encounter this. I am pretty confident, 
having worked with fermentations, that if you put in 
a great many nutrients, you will get inhibition. As a 
matter of fact, in the case of simple, alcohol fermen
tation, we have only about 20 to 30 percent. We cannot 
increase that, because the solution gets too toxic. 

Dr. DECICCO. Let us say you doubled that to 1 per
cent, where presumably you are not limiting your 
growth any more. 

Dr. TSUCHIYA. This is going to depend on the Hydro
genomona8. 

Dr. DECICCO. I do not see that ,this will drastically 
change your picture. You expect it WOUld, if you had an 
un optimal glucose supply. 

Dr. TSUCHIYA. Yes. We do not want any oscillations 
because, after all, the bacteria are only a substrate for 
the amoeba. We do not want any oscillations at all in 
the capsule, in the lunar base,or anywhere else. For 
the amoeba and the bacteria, there is a definite 
overshoot. 

Dr. DECICCO. You would still have steady state? 
Dr. TSUCHIYA. Eventually, under some conditions. 

Dr. DECICCO. This is why I did not understand be
fore; I got the impression you obtained a steady state, 
too. 

Dr. 'DSUCHIYA. No; I am sorry if I gave you that 
impression. We would not get a steady state. These 
chemostats were always started out with E. coli in the 
medium. 'We let them go for about u week until we 
were sure the E. coli were at steady state. Then we 
inoculated the medium with the amoeba. 

Dr. COOKE. Would it not be easy to upset your steady 
state? 

Dr. TSUCHIYA. The emphasis has been upon power 
and weighit, but it seems to me that reliability is what 
really needs to be looked at. That is why Dr. Frederick
son was talking about transients. We hope to be able 
to look at these so'rts of things. 

Dr. REPASKE. Is there a long delay in achieving 
steady stalte because you used a small inoculum of 
amoeba and were just establishing steady-state condi
tions, or is this fluctuation that lasts several days a 
usual occurrence? 

Dr. TSUCHIYA. No. We actually went in with the 
bacteria, 'always operating it about 10· in this medium. 
The amoeba operated about 10". Our inoculum was al
ways above these points, so we actually had to come 
down. That is the reason why we always start out with 
a very large inoculum, when we begin our chemost3its. 

Dr. DECICCO. Why did it take so long-3GO hours 
in some cases---to establish a steady state? 

Dr. TSUCHIYA. I am afraid of these continuous ex
periments which are carried out for only 1 or 2 weeks. 
We carried 'them out for months, literally. The data 
were not shown, because we would have had to express 
the time scale even more, but we have such d3ita. 

Dr. BONGERS. Do you feel that the nature of the sys
tem is such that it must come to a steady state eventu-
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.ally? This seems to be what the group here is thinking 
about, that this necessarily has to come to a steady 
state in the chemostat, but could not at least under 
some conditions. This is a continuous oscillation that 
continues on forever. 

Dr. TSUCHIYA. This is wh'at we found at holding 
time for 7.3 lJ<ours. As a ma!tlter of fact, at that point 
we terminated because the system kept on oscillating. 

Dr. DECICC'O. This is found in other predator-prey 
studies in all sorts of animals, that under some condi
tions this kind of oscillation can keep on forever. 

Dr. SCHWARTZ. As far 'as I can see, this inoculating 
system is a steady state, if you take <the right time 
scale. 

Dr. TSUCHIYA. If you sample properly, and that is 
the reason we are trying to obtain the samples every 
8 hours. 

Dr. TISCHER. You had a term up here in which the 
numera,tor was about five or six ·things mu~tiplied to
gether. Was it your decision-is this >a development 
of your own, to have this multiplicity of the numerator? 

Dr. TSUCHIYA. No. The growth terms have already 
been suggested by Monod. They have been used by 
Herbert, and we have used them, too. What they have 
not taken into consideraUon-and what we have taken 
ill!to considel'ation-is death. 

Dr. TISCHER. I agree that hacteria are not immortal; 
but I wonder how hard it would he to prove this. 

Dr. TSUCHIYA. Our death rates were 'Obtained batch
CUlture-wise. We followed the populations; three did 
die out. 

Dr. TISCHER. There are those, of course, who say 
that bacteria do not age. Obviously they die, and in 
order to die (one presumes) they must 'age, so to me 
this represents something of a dilemma. 

Dr. TSUCHIYA. Our idea is not to talk in terms of age, 
because that is something very difficult to measure. 

You can~ea~uN"! in terms of the clock hour. But, as 
biologists, we are really interested in physiologic states. 

Dr. TISCHER. But in terms of a molecular biologic 
interpretation of age it is rather complicated. Last 
year in Columbus, you mentioned a group of methods 
of design and analysis, called Evop's designs. Do these 
things represent anything in that line at all? You men
tioned turbidity or growth rate, or something like that, 
as a result of any number of other independent factors. 

Dr. FREDRICKSON. We have d'One this for algal 
growth. 

Dr. TISCHER. With regard to your expressed dia
grams, have you ever analyzed this for consistency 'Or 
constancy of phase-angle differences? You mentioned 
that these curves were .out-of-phase. That would mean 
that the phase angles might conceivably have a more 
or less constant reIationship. 

Dr. TSUCHIYA. I sh'Ould think they WOUld. That was 
the reason I showed one figure where we took only a 
porti'on 'of the data and showed a very definite relation
ship between glucose, E. cnli, and D. discoideum. 

Dr. TISCHER. I would be interested in a computer 
analysis of the phase-angle situation, because that 
would be one of the simplest things to understand. We 
have had one 'Or two references here to the differences 
in response between pure cultures, so-called, and con
taminatedones. I suggest that the group think about 
this situation; c'Ontamination of responses die, let us 
say, to contaminated cultures, is an area which there 
is much thinking but very little speaking' and even less 
writing. 

Dr. TSUCHIYA. We ·are thinking in terms 'Of con
tamination, but you have to define what that means. 
There are mutualisms and antagonisms ·of all kinds; 
you cannot talk in terms of contamination alone. You 
must think in terms of contamination type, as Dr. 
Goldner was doing yesterday. 
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The Physiology and 
Biochemistry of Algae, 

with Special Reference to 
Continuous-Culture Techniques 

for Chlorella 

To cover the :physiology and biochemistry of 
algae in a brief statement is an awesome assign
ment. However, there is merit in examining 
briefly some of those aspects of algal physiology 
that are especially pertinent to the employment 
of these organisms in continuous-culture de
vices, which may be prototypes of those adapta
ble to life-support systems for men in space. 
'Dhis paper is concerned with certain features of 
algal growth and metabolism which must be 
kept in mind to ensure that cultures of micro
organisms may become stable and reliruble com
ponents of long-term life-support systems in 
closed ecological environments. Although most 
of these comments will be directed to photo
autotrophic organisms, many of the principles 
pertain to heterotrophic growth as well. 

CHARACTERISTICS OF GROWTH 
Ohlorella differs from the growth of bacteria 

and most unicellular fungi. The protoplast is 
enclosed within a wall; and although sexual 
reproduction is not known in Ohlorella, auto
spores are formed within that cell wall. For a 
time, from 2 to 128 daughter cells remain en
closed within the mother cell wall. When the cell 
wall is ruptured by a combination of pressure 
and enzymatic action, it generally hydrolyzes. 
Because the wall is made primarily of a cellulose 
polysaccharide, the products of hydrolysis ail'e 
reabsorbed by the algae. 

During the maturation of the small daughter 
ceUs ()If Ohlorella, numerous changes in meta
bolic activity, as well as in chemical composi
tion, take plooe. The various phenomena that 
occur during the growth and development of 
the algal cell from its nascent condition to ma
turity and to the struge of reproduction have 
been studied and characterized (refs. 1-3). This 
is quite different from the situabion in the 
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bructeriallife cycle, where the organism is split 
into two nearly equal parts with a much less 
conspicuous change in biochemical characteris
tics as each segment grows to reproductive 'size 
rugruin. 

Normally, algal cultures show a random dis
tribution between the young and old cells and 
the intermediate stages. However, under certain 
cultural regimes, the populrution may be 'skewed 
to either greater or lesser numbers of any of the 
intermediate stages of the cell. The random 
nature of a normal Icell population, as well as 
the salient features in the morphology of the 
cells of Ohlorella, are given in figure 1. This 
figure shows spherical, green cells with net-like 
chloroplasts and illustrates a range in cell size 
from the young to adult reproducing cells. It 
should be remembered that this is only one of 
some 40 known species of Ohlorell{J" which 
vary dramatically in morphology, pigment con
centration, temperature tolerances, nutritional 
requirements, and numerous bioohemiool char
acteristics. It should also be recalled tlrrut a 
culture's appearance can be dramatically 'altered 
by environmental changes; different species re
act quite differently to various sets of environ
mental characteristics. An illustrative example 
of the range encountered in the genus is the 
appearance of cells of Ohlo,rella prototheooldes 
Kruger grown in darkness. These colorless cells 
(fig. 2) are devoid of chloroplasts and contain 
an entirely different spectrum of organic 
components. 

In observing and recording the performance 
of a Ohlorella culture to extrapolate possible 
performance in life-support systems, scientists 
may report gas exchange in terms of either 
carbon-dioxide absorption or oxygen evolution, 
as measured 'by electrodes, in Warburg flasks 
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FIGURE l.-Cblorella emersonii Shihira and Krauss grown photographically in inorganic 
media in the light. 

FIGURE 2.-Chlorella protothecoides Kruger grown heterothrophically in the dark on glucose. 
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and in other devices. Cell production is meas-
• ured ·in terms of optical density, 'Cell number, 

dry weight, or cell volume. Reasonable a:ocuracy 
in translating growth data into gas exchange 
data can be attained if one knows the chemical 
composition of the cellular product. Conse
quently, we have fooused our attention on the 
growth of the algae as a measure of gas produc
tion, simply because it is necessary to produce 
algal cells that act essentially as oxidants for 
water and, in turn, permit the evolution of 
oxygen. 

There are several features of algal growth 
that should be emphasized. Figure 3 shows a 
normal sigmoid growth curve that is typical of 
any organism grown in a batch culture where 
some limiting 'factor intrudes-whether it be 
light, secretion of an auto inhibitor by the or
ganism, or the depletion of the nutrient source. 
Also plotted is the curve showing the shift in 
grolvth rate in a culture demonstrating sigmoid 
growth. This curve is high and flat during the 
exponential stage of' growth and then drops 
progressively to the point where growth is sta
tionary. Continuous-culture devices are con
structed to block the reduction in growth by 
maintaining a constant population density at 
some preseleoted point. l'f the objective is max
imum yield, the point is selected where the 
product of growth rate times population gives 

GROWTH RATE 

A B 

TIME 

FIGURE 3.-The relation between the plots of a typical 
sigmoid growth curve of an algal culture and the 
growth rate, K calculated for that same culture 

. 02 USlllg the formula, log. _ = K (t2 - t,). 
0 , 

a maximum figure. Of 'course, the population 
that gives a maximum yield, and the growth 
rate sustaining that yield, IviII differ dramat
ioally with the geometry of the culture vess,el 
and with the composition of the nutrient 
solution. 

There are two formulas commonly used in 
computing growth rate (table I). The first is 
the familiar equation for microbial growth in 
which rate is reported in terms of logarithms 
to the base 2 (often discussed as doublings per 
day). Although the second formula (ref. 4:) 
has often been overlooked, it is used in calcu
lating rate from dilution data in a chemostat 
type of culture apparatus. This formula must 
be used where cell population and culture vol
ume are constant. It should be remembered that, 
in such situations, the growth rate does not re
veal the yield. For example, if the growth rate 
is 2 (2 doublings per day), the yield will be 
much less. This is true simply because the incre
ment of growth must be removed as soon as that 
increment is produced. We are, therefore, deal
ing with an arithmetical removal from what we 
customarily regard as growth measured by an 
exponential constant. For this reason, extil'ap
olations based on maximally observed labora
tory growth rates cannot be taken directly as 
an indication of organism productivity in an 
apparatus of constant volume, regardless of 
design excellence. 

TABLE I.-Growth Rate Equations 

General 

C2 
log2 C

1 
= K (t2 - tl) 

log2 = loglo X 3.32 
C1 = concentration (dry wt., cell no., o.d., etc.) 

at beginning of the time period, tl 
C2 = concentration (dry wt., cell no., o.d., etc.) 

at end of the time period, t2 
K = growth rate, doublings per day 

t2 - tl = 24 hr usually taken as 1 

Recyclostat or constant-volume chemostats 

cp = VK (0.69) 
cp = liters added per 24 hr 
V = liters of constant culture volume 
K = growth rate, doublings per day 
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The potentialperiormance of a given species 
of algae can, of course, be predicted from lab
oratory determination of growth rate in batch 
culture. For instance, the comparative growth 
rates and optimal physical characteristics and 
requirements for two species of Ohlo1'ella can 
be seen in taJble II. The growth rate of 10 
species accurately reflects the superior perform
ance of Ohlo1'ella s01'okiniana Shihira and 
Krauss at its optimal temperature of 39° C. The 
rates of photosynthesis and glucose respiration 
are also accurately reflected. However, the op
timal performance characteristics must be 
viewed with caution when extrapolating per
formance in constant population culture devices. 
In order to obtain optimal yields, these will be 
operating at less than the maximum growth 
rate, and cells will be exposed to light intensities 
that may be much more or much less than in the 
dilute populations employed when determining 

TABLE n.-Oharacteristics oj Growth, Photo
synthesis, and Respiration jor High and Low 
Temperature Strains oj ChIorella Pyrenoidosa 

Strain of ChloreUa 
Characteristic 

Temperature (00) optimum 
for: 

growth __________________ _ 

photosynthesis ___________ _ 
endogenous respiration ____ _ 
glucose respiration ________ _ 

Growth rate at light saturation 
(number of doublings per 
day): 

Emerson 

25-26 
32-35 

30 
30 

at 25°0_ ____ _ _ _ _ _ _ _ _ _ _ _ _ _ _ 3. 1 
at 39°0 ____________________________ _ 

Rate of apparent photosyn
thesis at light saturation 
(mm302/mm3 cells/hr) : 

at 25°0 __________________ _ 
at 39°0 __________________ _ 

Rate of glucose respiration 
(mm302/mm3 cells/hr) : 

43 
rapidly 

declining 

at 25°0___________________ 4. 5 
at 39°0___________________ 1. 6 

Saturating light intensity for 
growth (ft-c): 

at 25°0___________________ 500 
at 39°0 ____________________________ _ 

7-11-05 

38-39 
40-42 
40-42 
40-42 

3.0 
9.2 

47 
170 

8 
18 

500 
1400 
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FIGURE 4.-The hydrocarbons found in Chlorella fusca 
Shihira and Krauss as the culture density increases 
from an optical density of 0.3 to a maximnm of 4.7. 



PHYSIOLOGY AND BIOCHEMISTRY OF ALGAE 101 

~ optimal performance. Light, especially, becomes 
limiting at high popul1ations regardless of the 
intensity of .the source. 

A good example of how cellular character
istics change when light intensity changes is 
given in table III. As light intensity increases, 
the chlorophyll content of the cells drops. This 
is a phenomenon that has been well-known for 
some time. However, not only does the chloro
phyll content change, but the ratio of chloro
phyll a to b also shifts. Such changes in the 
photosynthetic apparatus also modify the per
formance characteristics of the organism just as 
much as if an entirely different species were to 
be introduced into the culture apparatus. In 

other words, performance parameters must be 
determined under a rigidly specified set of 
culture parameters. 

Variations in the organic components of 
a given species of Oklorella can also be matched 
by variations in the composition of the poten
tial food products produced by different species 
of algae. Figure 4 indicates the changes that can 
take place in the hydrocarbon composition of 
Oklorella jusoa Shihira and Krauss as density 
and culture age progress. It is obvious that there 
is a dramatic increase in the concentration of 
the shorter-chain hydrocarbons as the culture 
ages. The growing evidence of the magnitude 
of such shifts in the biochemical components 

TABLE HL-The Relationship oj Light Intensity to Dry Weight, Total Ohlorophyll, and Ohlorophyll 
a and b in Oells oj Ohlorella Vannielii 

mg chllg dry weight 
Light intensity Correct Dry weight 

o.d.550ml' mg/50ml 
Chi a alb Average Chi b a+b 

100 0.6 13.5 32. 83 12.34 45. 17 2.66 
2. 88 

100 O. 6 14. 0 36.04 12. 06 48. 10 2.99 

300 0.6 17.0 29. 07 9.87 38.94 2.94 
2.96 

300 0.6 19.0 21. 87 7.30 29.17 2.99 

900 0.6 23.0 12.13 2.95 15. 08 4.11 
4. 04 

900 0.6 24. 0 11. 52 2.90 14. 42 3.97 

2700 0.6 20.0 7.66 1. 57 9. 23 4.88 
4.84 

2700 0.6 22. 0 8. 83 1. 84 10. 67 4. 80 

100 1.2 29.5 25.11 8. 06 33. 17 3.12 
2.95 

100 1.2 29.0 34. 58 12. 39 46.97 2.79 

300 1.2 36.0 23.38 7. 82 31. 20 2. 99 
2.97 

300 1.2 35.0 23.90 8.13 32.03 2.94 

900 1.2 39.0 15.60 4. 23 19.83 3. 69 
3.49 

900 1.2 37.5 15.08 4.21 19.29 3. 58 

2700 1.2 40.0 9. 72 1. 86 11.58 5.22 
5.15 

2700 1.2 43.0 10.00 1.97 11.97 5.08 
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of Ohlorella dictates caution in extrapolaiting 
not only cell growth rates in various culture 
situations, but also the organic composition of 
those cells. 

As a final illustration of the problem in 
predicting cell performance, it is useful to con
sider the recent experiments of Epel and Krauss 
(Iref. 5). These studies, based on an earlier 
observation that cell division was inhibited by 
high light intensities (ref. 6), used the colorless 
counterp'art of Ohlorella vannielli Shihira and 
Krauss, which is Prototheca zop!ii Kruger. The 
performance of Prototheca under V'arious light 
intensities is given in figure 5. These data show 
that the growth rate of this organism was 
greatly inhibited by increasing light intensities, 
even though it is not a photosynthetic organ
ism. The culmination of a series of studies in
dicated that the inhibition in the growth was 
manifest in a delay in cell division. The action 
spectrum given in figure 6 indicates that there 
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FIGURE 5.-A set {If typical growth curves for Prototh
eca zopfii KrUger grown in the dark, and 'Il:t illum
inances of 200, 600, and 1200 foot-candles from 
General Electric cool-white fluorescent lamps. 
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FIGURE 6.-The action spectrum for inhibition of 
growth in Prototheca zopfii adjusted to equal quan
tum intensity, and normalized to 100 at 3200A o. 

The intensity employed at 3200Ao was 4X1014 

quanta/cm2 sec., and the irradiation period was 12 
hours. For this intensity and time of irradition, 
the percent inhibition at 3200A 0 was 37 percent. 

is an inhibitory peak at 420 mJI- and that this 
inhibition in the blue can be obtained regardless 
of the light source. Additional evidence leads us 
to suspec·t that a ~y:tochrome pigment is 
responsible for this damage to cell growth. 
Nevertheless, it is apparent that, in considering 
photosynthesis as a mechanism for producing 
oxygen and synthesizing food, one is forced to 
deal with competing photochemical processes . 
Although difficult to determine, the optimal 
balance provides the Oppol'tunity to obtain a 
maximal and, perhaps unprediClbably high, per
formance from the alga. 

THE RECYCLOST AT 
Associ,ruted with studies of algal metabolism 

ha ve been. experiments to explore algal growth 
in typical cu1ture devices. These devices might 



PHYSIOLOGY AND BIOCHEMISTRY OF ALGAE 103 

" be considered prototypes 'Of the kinds 'Of appa
ratus needed in dosed eoologioal systems in 
space~eit:her for l'Ong-term space flight or for 
moon bases. The requirements for 'an ·algal or 
photosynthetic microorganismal culture system 
suitable for space flight include: (1) provision 
for illuminatron, (2) a method 'Of C02 0ircula
vi'On and 'Oxygen removal, (3) a mechanism f'Or 
harvesting 'Of Ithe algae, (4) a recycling water
use system, (5) temperature contr'Ols, «() pr'O
tection from contamination, (7) intr'Oduction of 
inorganic nutrients, and (8) automatic con
tr'Ols and recorders fur oontinu'Ous long-term 
'Operations. 

0", 

u 

p~, 
Q 

R 

S 

The device devel'Oped in our laboratory f'Or 
studying c'Ontinuous, automatically recycled 
algae cultures has been named the "Recyclo
stat" (fig. 7). The wiring diagram is shown in 
figure 8, and two alternative culture chambers 
h'Ousing the algae in this apparatus 'are sh'Own 
in figures 9 and 10. In brief, the device operates 
as follows: The algal culture is maintained in a 
glass chamber illuminated by incandescent or 
fluorescent. lights mounted within the culture 
apparatus or maintained and cooled on the out
side. A glass cooling coil at the center of the cul
ture controls the temperature. A I-percent car
b'On di'Oxide-in-air mixture is bubbled through 

, 1 

FIGURE 7.-The Recyclostat-a continuous-culture apparatus for algal experiments in sterile 
recycled media under controlled light and temperatures. The system provides for 
sterile culture, harvest, and medium recycling that is continuous and automatic. 
A-culture chamber (including top and bottom) ; B-cabinet; C--electric stirrer; D
water filter; E-cooling coil; F-high intensity "Quartzline" iodine vapor lamp; 
G-temperature regulator; H-potentiometer; J-water cooler; K-gas filter (cotton) ; 
L-gas :filter (water) ; M-flowmeter; N-photo duo diode; O-reference lamp (V2) ; 
P-vacuum pump; Q-timer; R--stopcocks; S-recycled medium reservoir; ~ 
solenoid (L:,); U-vacuum trap; V-intermediate supernatant reservoir; W-mem
brane bacterial filter; X-overflow receiver; y-tIow inductor; Z-fluorescent lamp. 
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FIGURE 8.-Recyclostat wiring diagram. 

the culture medium. The optical density is re
corded by photodiodes mounted on either side of 
a small bulge at the bottom of the chamber. The 
culture is agitated by a magnetic stirrer. When 
the population density reaches a preset level, the 
photodiode signals. for the introduction of an 
aliquot of culture medium, which is pumped 
through a peristaltic pump from a pasteurized 
reservoir. When the appropriate amount of 
fresh medium has been introduced to dilute the 
culture to its preset level, the equivalent amount 
of culture is forced out of the exhaust port by 
the CO2-in-air pressure maintained within the 
culture chamber. The effluent cells and media 
pass through an air trap and are filtered on it 

bacteriological millipore filter. The medium 
passes through another microbiological filter 
(which serves as a port for removal of the har
vested cells) and back into the reservoir from 
which it is recycled to the culture. 

The culture medium maiintaJined in tJhe reser
voir is given in table IV. Each day a small ali
quot 'Of 'a concenltrated cul!ture medium is in
troduced to compens!1te fur the inorganic 
nutrioots (d~erm~ned spectrogrta'phica.lly) th!1t 
are to be removed by the 'alga:l cells produced 
during th!1't d!1Y. The number 'Of 'WIgal cells pro-

duce:d can be measured by 'a read'Out lapparatus 
mOUl)lted next it'O the- 'ch!1mber. The fOlrTIlula f'Or 
Ithe c'Oncentmted medium, which is str'Ongly 
acid 'and consists primrurily 'Of nitric Mid, is giv
en in t!1ble V. The entire system can be 'Op
erated free 'Of bwcJteri'!1 l!1nd bias been opemted 
in 'ohis fashi'On for periods 'Of up to 6 weeks. 
Suitable bacteriological iJraps, includting mOOTS, 

TABLE IV.-Inorganic Medium Jor the Auto
trophic Oulture oj Chlorella Vannielii Shihira 
and Krauss 

Salts 

KN0
3 
_____________________________ --

MgS04-7H
2
0 ________________________ _ 

KH2PO 4- - _ - - _____ - _ - _ - _ - - - - - - - - - - - - -

EDTA·NaFea _______ -- __ -- __ -- ____ ---

EDTA.N~Mna _____________________ _ 
EDTA-N~Caa ______________________ _ 
EDTA·NaCoa ______________________ _ 
EDTA-Na

2
Cu4 ________________ -- __ ---

EDTA-Na2Zna _ -- _ --- --- ____ --- -- __ --

HaBOaa ___________________________ --
MoOaa ______ ~ ______________________ _ 

Grams per 
liter of 

distilled water 

1. 00 
0.25 
1. 00 
O. 0385 
O. 0071 
O. 0077 
O. 0093 
0_0077 
0_ 0067 
0_ 0057 
0_ 0015 

• Individual stock solutiou of each of the trace element compounds are 
maintained as the sources for each batch of medium. 
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O. D. CHECK-IN ....... LJIIM_'J'o 
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~j 
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FIGURE 9.-Recyclostat assembly for the continuous 
recycling of Ohlorella cultures. 

pasteurizers, and 'air traps, have been intl'o
ducedat various pal'ts of the appal'latus. 

('fi)nsiderable darDa have been obtained which 
show consistent long~term yields for days or 
weeks in the Recyclostat. The developing pat
tern is that which could be predicted from the 
theoretical considerations of growth mentioned 
earlier in this paper. Figure 11 is a graph of the 
typical response of a culture of Ohlorella van-

295-333 0-68-8 
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FIGURE 10.-The culture chamber of the Recyclostat. 
A-metallic water inlet for lamp cooling jacket; B
glass water director tube for lamp cooling jacket; 
C-metallic coolant inlet for cultureJtemperalture 
control jacket; D-end-plate, chamber assembly 
clamp; E-gasket assembly, 3/16-inch hard rubber 
and O.030-inch Teflon sheet; F-spacers; G-bolt, 
chamber assembly clamp; H---eulture jacket; I
coolant jacket, culture tempera1ture control; J-air 
space; K-water jacket, lamp cooling; L-Iamp, 
1500-W incandescent (quartz); M-well, tempera
ture-control probe; N~medium inlet; O-gas inlet; 
P-spacers; Q-magnetic-disc stirrers; R-end
plate, chamber assembly clamp; S-well, density 
controller optics. 
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FIGURE H.-The yield, growth rate, and dry weight per 
liter of culture of Chlorella vannielii Shihira and 
Krauss grown sterilely 'at 1600 f-c in the Recyclostat 
at 25°C. 

TABLE V.-Replacement Nutrient Formula jor 
Oulture oj Chlorella in the Recyclostat 

Salts 

HN0
3 
_____________________ - _ - - - - - --

KH
2
PO __________ -~ ____ -- ________ ---

~gS04------------------------------
~gO-------------------------------EDTA.Fe __________________________ _ 
EDTA.~n _________________________ _ 
EDTA.Ca __________________________ _ 
EDTA.Cu ________ ~ _________________ _ 
EDTA·Zn __________________________ _ 
EDTA·Co __________________________ _ 

Grams per liter 
of distilled water 

91. 4 
0.176 
O. 90 
O. 006 
0.003 
0.0003 
0.0016 
0.00013 
0.00008 
O. 00001 

nielli to different cell populations at a high 
intensity of 1600 foot-candles. Growth rate, cell 
concentration, and the yield are plotted in this 
graph. It oan be seen that maximum yield is 
obtained rut a growth rate well below the opti
mum at a cell concentration of approximately 
0.6 g dry weight per liter. If we examine a sim
ilar experiment run with the well-known, high
temperature strain Ohlorella 8orokiniana 'at this 
light intensity, the maximum yield is less (fig. 
12). However, when Ohlorella 8orokiniana is 
grown at 7800 foot-candles in quite dense solu-
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YIELD (Gms. DRY Wt./DAY) 

5.0 

0.8 

1.00 

6.0 

0-0 

.-. 
1.25 

FIGURE l2.-The yield, growth rate, and dry weight 
per liter of culture 'Of Cblorella sorokiniana Shihira 
and Krauss grown sterilely at 1600 f-c in the Recy
clostat at 39° C. 
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FIGURE l3.-The yield, growth rate, and dry weight per 
liter of culture of Chi orella sorokiniana Shihira and 
Krauss grown sterilely at 7800 f-c in the Recyclostat 
at 39°C. 

tions, there is a change in the diredtion of the 
curve, indicating a resurgence in yield after a 
cell concentration of OAg per liter has been 
reached (fig. 13). These data indicated that, al
though Ohlorella 8orokiniana does not out-yield 
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TABLE VI.-Comparison oj Rates and Yields of Chlorella Vannielii in the 
Recyclostat and in Test Tubes as Related to Human O2 Requirements 

Parameters 
Recyclostat 
equivalents 

(8-cm diameter) 

Test tube 
equivalents 

(2-cm diameter) 

Algal growth rate douhlings/day __________________________ _ 2.7 
1.0 
1.0 
1.4 

3.3 
1.5 
1.5 
1.4 

Optical density _________________________________________ _ 
Maximum algal yield grams dry wt./liter / day _______________ _ 
O

2 
liters/gram algae _____________________________________ _ 

O2 requirement liters/man/day ____________________________ _ 610.0 
436.0 
440.0 

610.0 
291. 0 

1760.0 
51. 2 

Algal volume required for O2 one man/day _________________ _ 
Surface area-cm2/liter ___________________________________ _ 
Algal illuminated surface me/man/day _____________________ _ 19.3 

the more typical strruins of OhloreUa under nor
mal conditions, the growth begins to increase at 
higher intensities and higher cell concentrations. 
In order to continue an examination of the per
formance of Ohlorella sOTokinia71a at high cell 
densities and high light intensities, 'an 'alterna,te 
chamber (fig. 13) is now in use. In this chamber 
a much greater surfa,ce per unit volume can be 
illuminated, and we will soon be able to report 
in some detail the long-tern performance data 
of this species at extreme intensities and culture 
densities. 

CONCLUSIONS 

Although many conclusions can be drawn 
from the various studies made during recent 
years, it seems correct to say that the optimal 
performance characteristics of Ohlorella in the 
Rooyclostat are 'as given in table VI. The opti
mal long-term cell production has been not more 
than 1 gram per liter per day. In order to supply 
the human oxygen requirement a volume of 436 
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COMMENTS 

Dr. JENKINS. I WQuld like to know what grQups are 
wQrking on continuous culture 'Or recycling Qf algae. 

Dr. KRAUSS. To the hest 'Of my knowiledge, we '81re the 
Qnly group who has a recycling system in QperaJtiQn. 

Dr. JENKINS. Is there anyone else working Qn the 
chemQstat or turbidQstat principle of cQntinuQus cul
ture? 

Dr. KRAUSS. The 'turbidootat principle is a fairly 
Qld Qne and, in fact, turbidostats are used by Calvin's 
labQratQry simply to give him a prQductiQn Qf cells 
he can use. Dr. Myers in Texas had Qne Qf these. We 
have SQme Qf them in operatiQn at Qur labQratQry. 
They are nQt sO' unusual. 

Dr. JENKINS. Is this Qn a continuQus basis? 
Dr. KRAUSS. Yes. The point is that in the turbidostat, 

chemostat, and Qthers, you are essentially washing 
fresh medium thrQugh the cullture all the time. We have 
imposed a mQre severe requirement on our system 
in being able to balance the nutrient removal in the 
recycling system with Ithe replacement Qf just nutrients, 
nQt a lQt Qf fresh medium. 

Dr. BONGERS. Is there any relation between the 
amQunt ·Qf remQval 'and the amQunt -of nutrient? Do yoo 
see a much higher ra'be 'Qf cells if yQU increase organic 
cQncentrati·ons of the medium? 

Dr. KRAUSS. We have done this. The medium I 
shQwed you is one Qf many. YQU do nQt want Ithe me
dium to'o cO'ncentrated because 'One gets into CQPrecipi
tation problems. 

~r'Om the chemist's point Qf view, this is a cQmplex 
organic medium. We like 00 keep the ooncen1:JDatilOn rea
SOIlJa'bly dilurte. Our medium ,alWJaYs remains 3JS a back
gl"Dund itO' the -culture in :the recycling sy;stem, wilth a 
greaJ1; deal !Of 1l8.titude. The culture oould ,run on that 
medium f'Or -severa,l day.s with no replacement, but we 
mainWn tbJaJt backgrQund by putting back the small 
-amounts iIlaken 'Out by the I8.lgae each d18.Y. We oould go 
higher. 

Dr. KO'K. HQW critical is the mineral nutrition? 

Dr. KRAUSS. It depends O'n what YQU are doing. Of 
oourse, W3 :fu,r as inlOrgani-c nutritiJon is ooncerned, Dne 
ean get optim18.1 nates in baltch cultures with I8.U kinds 'Of 
media. But [n a recycling system-and I insist tthis is 
uUimately the devdce you will hl!l.ve to use in a spl!l.ce
·ship---YDU rollnQt throw that medium out <the window. 
You have ,00 rrecycle; H; becomes critirol. Any error in 
puJtting in roo li'tJtle or tQO inuch Iof the inorg~mic nu
trients will ruin Y,Dur gr:owth rate and ruin y'Our yield. 

For instance, &uppose you put in just a little bit more 
copper each time than the cells are actuJ!l.Uy mIring out. 
For -a few wee~s, tWa will nat make any difference. 

copper cDncerubmtioo until you find Y'Oul'lself in trouble. 
All things being equail, I WO'uld rather err on the 

side of -a dilute nutrient medium than a ooncentrate. 
Dr. BONGERS. Oan you rely O'n measuring one nu

trient oonstituent? Presume that you measure O'nly 
phosphate. y,ou know hO'W mu.ch phosphate the cells 
have taken up 110 grO'w'8lO many celLs. Can we say they 
will also have taken up so much magnesium, so much 
-copper, so much nickel, ere? 

Dr. KRAUSS. If you achieve essenti-lllly the steady 
state that we are afte,r here--and it is not easy-and 
yO'U have good spectrographic analysis O'f thO'se cells, 
there is no reason why YO'U cannot pretty well balance 
it. Perhaps every 3 or 4 mO'nths you may want to start 
afresh just to be sure YI{)U are not getting out of line. 

There is every reason to believe tiI:1is (lan be done. 
With higher plants, we have used -a lot of automatic 
dilurtIDn techniques that pretJty well maintain that 
medium ,art -abO'ut the right level of each O'f the nu
trients for theorganilsm. 

Dr. BONGERS. This is more for control than any
thing else. Do we have ,to' mellisure ,aU those elements 
every time, .or CJ!I.n yO'U just measure O'ne and h'Ope the 
athel"S will fall in Un~? 

Dr. KRAUSS. We do !!lat measure it every 'time. We 
simply have cells that are .produced in the way in which 
cells are being produced here. We have the analysis on 
those, -and we use this ,as ,a typiml f'Ormula. Certainly, 
the experiments we have run with our replacement for
mula~which, I -am sure, ·is not perfect-have been 
.adequate to maintl!l.in gvowth fO'r I{)ver III montih, which 
-is an indication that we i!lre on the right track. You 
will have ;to do this with Hydrogenomonas too. The 
principles we deveLoped here 'are the (mes Y'ou have yet 
to' 'bee'ome involved with in yO'ur turbidostat. 

Dr. FREDRICKSON. As I understand, yO'ur recycle 
must have a buildup of prO'ducts of metabO'lism in the 
medium. Presuma:bly yO'ur filtration removes some O'f 
them, imt I assume that it does nO't remove all Df 
them. Therefore, O'ver a very IO'ng periO'd O'f time, YO'U 
dO' not have a truly steady state situation. YO'U have 
Hort of a pseudosteady state. 

If YO'U agree, how long can you O'perate your system 
befO're this buildup O'f metabolic prO'ducts does start to 
reduce yO'ur grO'wth rate? 

Dr. KRAUSS. I can agree with what you have said by 
saying yes and nO'. The recycle medium in algal-free 
fDrm does increase the inorganic components-particu
larly early in the culture of the cells. I hope there will 
;be a Ph.D. thesis O'ut on tms pretty soon. We have 
dO'ne analyses on fatty acids and things that build up. 
Interestingly enO'ugh, after a certain level O'f these 
seem to' be attained, the algae seem to' absorb them 
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ost as fast as they produce them, so one approaches 
fairly steady concentration. 
I think you can recognize from the schematic systems 

diagram that there is an 'Opportunity to get at that 
medium. You do not need to let it go back through each 
time. There are ways, if something does develop, of 
getting it out without too much trouble. But, up until 
this point, we do not feel we are in any serious tmuble 
with autoinhibitors. Again, this depends on the orga
nism. Some species of Ohlorella put out nasty inhibitors, 
and the system would come tQ a grinding halt if you 
should use the wrong species. The species we have been 
using seem to have' a good tolerance for what they 
secrete. 

Dr. TSUOHIYA. Does this apply to nitrogen com
pounds? 

Dr. KRAUSS. Yes. It appears, from .our dilution data, 
that algae are taking in more nitrogen than they should. 
You can see this nicely because you have all kinds of 
checks and balances in this system. Using nitrate and 
nitric acid as the replacement product, yQU can get an 
added check to your calculatiQns, depending 'On what 
the pH does. If the pH goes up, it means you are not 
adding enough nitrate to keep it at 6.5 where we 
maintain it. If it starts to shift upward-this takes a 
while, but you see the tendency tQ go up---you simply 
increase the amount of concentrated supplement that 
you are using, because it is very acid, and bring it pack 
into line. At least the preliminary data indicate that 
there is more nitrogen going in than probably should. 
How much more, it is hard to say. Maybe 10 percent. 
What the cells are doing with it, we really do not 
know. Microorganisms, as you well know, do all kinds 
of interesting things with nitrogen. They secrete it and 
change it tQ ammonia. This can be lQst from the medium 
in the fQrm 'Of ammonia gas, depending on pH and so 
forth. This is also a problem we have to face, and I am 
sure the Hydrogenomona8 people will have to face. 

Dr. TSUOHIYA. I wQnder specifically abQut the accu
mulation of organic amines. 

Dr. KRAUSS. Our data so far have not indicated a 
major accumulation of them. If .one takes blue-green 
algae as a perfect example of what tlbe algae do and 

subjects them to a ·very. fine diet of N. gas and allows 
them to reduce the N. to ammonia or to nitrate, which 
is a very good trick, one would consider this nitrogen 
that they had gone to all the trouble. of reducing for 
amino acids and so forth would be ,ery precious. The 
facts are, howe,er, that they secrete over 50 percent 
of what they reduce. It is just lost. This is the really 
critical limiting thing for the organism. Why it would 
do that is hard to tell, but one has to be careful in 
dealing with these critters. They do funny things. 

Dr. SOHWARTZ. I presume the system has a way of 
dealing with the volatiles that come oyer with the 
gases. 

Dr. KRAUSS. We have not paid much attention to 
any volatile compounds that come out. This may be 
where our nitrogen loss is occnrring. 'Ve recognize 
the amount of work that must go into monitoring all 
the things we have. Thus, we simply monitor one seg
ment at a time and hope you learn something. 'Ve ha,e 
been concerned about this, however. 

Dr. BYERS. Do you have much of a problem with 
foaming? 

Dr. KRAUSS. None at all. 
Dr. FREDRICKSON. You had something against opti

cal density which showed the point of depletion. Did 
you offer an explanation for the increase of the yield 
at the high light intensity? 

Dr. KRAUSS. That is what we are exciteil about. It 
is something about this shift in chlorophyll ration, I 
think, that is allowing this particular organism to get 
away with that. You must remember that these or
ganisms are seeing almost 10000 foot-candles right at 
the culture surface. It was a source of amazement to 
us that they would take that in the big volume cultures. 
They look as though they would die right away. But, 
giving them a little time and moving them gradually 
in this positi'On so they can shift their chlorophyll 
situation and so forth, they will grow at fantastically 
high light intensity. Not well, but they grow. What you 
do in these dense cultures is cut down on the amount 
of light that a given cell sees per unit time so you 
can get away with a bright source and grow them in 
fairly dense cultures. 



PRECEDING PAGE 

The Rate-Limiting Reaction 
in Photosynthesis 

The subject Df phDtDsynthesis, specifically Df 

biDIDgical gas exchangers, is impDrtant today. 
Aside frDm the questiDn Df whether phDtDsyn
thesis, chemDsynthesis, Dr either will suppDrt 
astrDnauts in space, advances in these areas will 
help the attainment Dfa wider Dbjective, pDS
sibly lOne Df the mDst impDrtant byprDducts 'Of 

space reseach: an increase 'Of the wDrld's fDDd 
supply. We cannDt predict whether this ,viII be 
thrDugh better use Df sD1a,r energy in indus
trialized photlOsynthesis Dr through chemosyn
thesis using atJomic energy (which we hope will 
be abundantly'avail'able). Cultures of hydrDgen
DmDnads seem tD lend themselves admirably tD 

industrial cDnversiDn Df inDrganic tD Drganic 
maltter. 

BiDexchanger (that is, alga) prDgrams 
started during and after WDrld War II, when 
the need flOr a greater flOod supply was felt 
acutely, even in the industrialized natiDns. A 
few years later, hDwever, these natiDns ,vere 
fighting a fDDd surplus and it became clear that 
pills and plDWS might serve hungry natiDns bet
ter than sophiticated fDDd plants. FDr a while, 
bioexchangers were seriDusly cDnsidered fDr sub
marines, but mDre rea.dy solutions have been 
used instead. Space expl'Ol'ation presented new 
pDssibilities. Dr. Jenkins' impressive prDjections 
cDncerning size and duratiDn Df nDt-tDo-distant 
missiDns may well indicate that the biDex
changer is the Dnly reasonable sDlutiDn. 

The OUtlDDk is imprDved, althDugh we must 
nDt fDrget earlier frustratiDns due to haphaz
ardly planned experiments, diversiDns frDm key 
issues, and lack Df integratiDn between scientist 
and engineer. 

Are bioexchangers feasible? I believe they 
are; but am nlOt yet ready to prDve this to the 
engineer Dr (which is mDre impDrtant), to the 
astronaut. As far as I knDW, cultures Df algae Dr 
hydrDgenDmDnads have never been maintained 
in a realistic cDnfiguratiDn at zero gravity. 
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Long-term clDsed-cycle DperatiDn and nutri
tiDnal aspects must be clarified further beflOre 
the biDexchanger can be presented with full 
cDnfidence. This cannDt be lDng delayed, be
cause the subsequent develDpment Df a full
fledge spacebDrne exchanger will be IDng and 
cDmplicated. 

BeyDn4 a certain intensity, photosynthesis 
dDes nDt accel~rate with increasing light, since 
temperature-dependent, enzymic prDcessing 
steps can only keep pace with a certain limited 
flux Df quanta intD the phDtDchemical conver
sion centers. Intensities beyDnd this are actually 
dangerDus and seem tD require prDtective de
vices in the phDtDsynthetic apparatus (refs. 
1-3). These effects underly the relatively lDW 
efficiency Df algal cultures that use bright il
luminatDrs Dr natural sunlight (refs. 4, 5). This 
brings up lOne aspect Df phDtosynthesis in bright 
light: the IDCUS Df the rate-limiting dark step 
in the electrDn transpDrt sequence. 

The stage was set fDr the search fDr the limit
ing step in phDtosynthesis by the experiments Df 
EmerSDn and ArnDld in 1932 (ref. 6) ; they gave 
series Df brief, bright flashes tD a suspensiDn Df 

algae, and measured the Dxygen eVDlved per 
flash as a functiDn Df the time between the 
flashes. The result is well knDwn: in a single 
flash-nD matter hlOw bright-nD mlOre light can 
be converted than cDrrespDnds'to lOne Dxygen per 
~2500 chlDrophyllis; i.e., Dnly lOne quantum can 
be "caught" per SDme 250 chlDrDphylls ('assum
ing that 10 quanta are needed tD generate lOne 
Dxygen). AbDut half this maximum amDunt Df 

Dxygen was eVDlved in case the flashes were 
spaced -10 msec apart. Thus, if we assume the 
limiting step to be a first-order reactiDn in 
which an enzyme E transfers an electrDn, the 
maximum rate is k", X [E tot ], kd being the re
ciprDcal Df 10 msec and the tDtal concentratiDn 
Df the limiting enzyme E 'being -1/250 chlDro
phy 11. These experiments led to the cDncept Df 
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the photosynthetic unit: groups of ---250 
chlorophylls acting like one giant pigment 
molecule ,vhich drains its absorbed energy into 
a single trapping and conversion center. At 
present we know thalt there are two phot'Oac,ts
each having its own pigment cQmplex and trap
ping center. More refined experiments with 
repetitive flashes, exemplified in figure 1, showed 
that the assumption of a single first-order limit
ing step might be too simple, and fitted better 
with the assumption of two steps which, in con
junction, limit the rate. Apparently the two 
slowest reactions in the chain (which could be 
at entirely different loci), have nearly equal 
transfer rates. One of the two reactions took 
less time (1 to 5 msec) and the 'Other more time 
(20 to 50 msec) than the above mentioned 10-
nisec halftime. The kinetic data discussed so 
msec. halftime. The kinetic data discussed so far 
( 'Obtained a decade or more ago with whole cells) 
do not indicate which of the numerous steps in 
photosynthesis are responsible. Recent work 
with isolated chloroplasts and m'Ore sophisti
cUited techniques may yield this informaltion. 

Figure 2 illustrates the electron transport 
chain in photosynthesis, as conceived at present. 
Water is split into oxygen and reducing power 
by means of two series-connected phoboreac
tions. Each photoact causes the transfer of an 
electron from a substance with a more 'Oxidizing 
potential to one with a more reducing potentia'l, 
so that chemical work is done by the light. One 
photosystem (system II) produces a strong 

6 

240 

FIGURE I.-Yield of 02 per flash as a function of dark 
time between flashes observed with whole Scenedes
mus cells at 30°C (ref. 7). 

oxidant that evolves oxygen, and a weak reduc-" 
tant (Q). The other, photosystem I, produces 
a weak oxidant (P) that oxidizes the weak re
ductant of system II, and at the same time a 
very strong reductant capable of reducing fer
redoxin and, in the whole cell, carbon dioxide. 
The thin arrows in figure 1 symbolize three sets 
of dark reactions: let is the dark process in which 
the oxidizing power, generated in photoact II, 
liberates oxygen, le2 symbolizes the reactiOIl 
chain whioh interconnects the tw'O photo acts_ 
lea symbolizes the dark reaction whioh the strong 
reductant of system I undergoes. Whereas, in 
whole cells, reaction lea is an extremely complex 
process (the Calvin-Benson cycle-ref. 8), in 
isolated cMoroplasts many artificial electron ac
ceptors can r.eact directly with the primary 
photo reductant of system I (X in fig. 2). Only 
the reduction of NADP requires the mediation 
of two chloroplasts enzymes, the non heme pro
tein ferredoxin and the flavoprotein NADP re
ductase (ref. 9). Dyes which undergo a col'Or' 
change upon oxidaltion or reduction ha,ve been 
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FIGURE 2.-Top: schematic representation of photo
synthetic elwtron tr.ansport, driven by tWQser:ies
connected photoacts. Bottom: simplified reaction 
chain between the two photoacbs·. 
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FIGURE 3.-Spectroscopic observation of the flash-in
duced reduction by isolated chloroplasts of DCPIP, 
present in a concentration of 2.5XIO-6M. Reduction 
halftime decreases proportionally with dye concen
tration (ref. 11). 

used recently in our laboratory by Forbush to 
measure the rates of their photoreduction by 
chloroplasts in step k 3 • Using sensitive spectros
copy he found that such dyes, used in optimal 
concentrations, were reduced with extreme ra
pidit~ after he gave brief flashes of strong light. 
HalftImes of 0.1 to 1 msec were 'Observed (fig. 
3). However, when these dyes are used as elec
tron acceptors in isolated chloroplasts, the rate 
of oxygen evolution is not higher than the rates 
observed with slower acting oxidants or, in fact, 
with whole aJgae using CO2 as the ultimate 
oxidant (,..., 1000 eq/Chl hour). It is obvious 
therefore, that the rate-limiting dark step in 
photosynthesis should not be sought in reaction 
k3 or the carbon-di'Oxide reduction path. On the 
other hand, "air bren,thing" land plants must 
cope with the very low CO2 concentration in the 
atmosphere so that the rate 'Of CO2 supply is the 
limiting step if all 'Other supplies are abundant 
(ref. 10). In algal cultures, plenty of CO2 or 
bicarbonate can be pr'Ovided so that this aspect 
is not important. 

Our search for the internal rate-limiting step 
is thus facilitated, booause we can study isolated 
chloroplasts, which are more amenable to bio
Clhemical analysis than the wh'Ole cell. 

Of the two remaining dark processes sh'Own 
in figure 1, recent work by Joliot (ref. 12) 

yielded direct information concerning step kl : 
the evoluti'On of oxygen. A polarograph was 
used with a bare pl,atinum electrode upon which 
a thin layer of algae or chloroplasts was de
posited. With an appropriate polarizati'On v'Olt
age between the platinum and a reference elec
trode, the current flowing between the two elec
trodes is proportional to the O2 tension. By 
using an intermitJtent light beam to excite phooo
synthesis and a tuned ac amplifier to measure 
the current, 'One can view exclusively the pul
sating evolution of oxygen induced by the pul
sating light. By varying the modul'ation fre
quency and analyzing the phase delay between 
the light pulses and the oxygen pulses, it proved 
possible to measure the time constant :1101' the O2 

evolution reaction. J oli'Ot observed a delay be
tween light ahsorptiDn and appearance 'Of O2 

of 0.9 msec (at 27°C). This measurement was 
made in weak light and cann'Ot be extrapolated 
to oonditions of light saturation. It is still pos
sible that one of the rate-limiting steps dis
cussed abDve is in reaction kl' the :11orm'ation of 
'Oxygen. If so, the sl'Ower limiting step should be 
sought in the connective link between the photD
acts (k2 in fig. 2). If the 02-evolving reaction 
itself is never limiting, all rate limii/:,u>t.i'On must 
be sought in this chain. 

As recent reviews 'Of phDtDsynthesis reveal, 
we generally assume that reactiDn k2 is very 
cDmplex. It involves several intermediates and 
might be cDupled with the generation of ATP 
frDm ADP. Hill and cDwDrkers (ref. 13) who 
discovered the chlDrDplast cytochromes f and 0, 
hYPDthesized that photosystem I oxidized cyto
chrome f and photDsystem II reduced cyto
chrome 0, while the subsequent oxidation of 
ferro cytochrome ° by ferricytochrome f yielded 
ATP. Whether this specific hypothesis is cor
rec~ is immaterial for the present discussiDn, in 
WhICh we assume that 'Only a single phDsphory
lation site occurs. 

As was shDwn by Arnon et a1. (ref. 14), 
freshly isolated chloroplasts show a rather tight 
" 1'" btl coup mg e ween e ectron transport and 
generation of ATP (fig. 4). That is, in 8trong 
light the rate of electron transport is depressed 
if phosphorylation cannDt occur, either by lack 
of substrate (ADP, etc.) or, for example, by an 



114 BIORE,GENERATIVE SYSTEMS 

k, hlllI k, hilI k, ----. --.--
ADP ATP 

• e. donors 
to system I 

( 
,CO, 

e. acceptors 
for system I 

hill[ cyt. f hll I 
--. Q -- A - pl.cy -PlOO --'X 

cyt.b a 
cyt.b, 

FIGURE 4.-Dependence of the rate of 02 evolution and 
concomitant ATP formation in weak light (thin 
curves) and of the rate of 02 evolution in strong 
light, in the presence or absence of 10-3M ammonium 
ion, which uncouples the phosphorylation step. Spin
ach chloroplasts (ref. 15). 

unfavorable pH, as shown in figure 4. At the 
correct pH, the addition of ADP enhances the 
maximum rate in strong light. One can also add 
an uncoupling agent, such as ammonium ion 
which prevents ATP formation and at the same 
time releases the braking effect of the frustrated 
phosphorylation step. 

It has been asked whether the so-called 
"basal" electron transport, which is unaffected 
by the phosphorylating step, occurs via a "by
pass," parallel to the coupling step, or via the 
coupling step itself but at a slower pace. The 
fact that over a considerable range of weak in
tensities the rate (qauntum yield) of electron 
transport is independent of phosphorylation 
suggests the latter interpretation. The Tact that 
under some conditions the phosphorylating site 
can severely limit the rate does not necessarily 
imply that under uncoupled or phosphorylating 
conditions the same site sets the pace. Probably 
another step is now the bottleneck. 

Avron (ref. 16) found that under appropri
ate conditions light-driven ATP formation can 
occur at very high rates, much higher than 
what correspond to the maximum rate of O2 

evolution observed in choroplasts (>2000 eq. 
ATP/Chl hour compared with <1000 eq. O2/ 

chI. hour). Thus the phosphorylation site itself 
can operate very fast. 

These high rates of photophosphorylation 
can be seen when only photosystem I seems 
to be operative. Similarly high rates of photo
system I can be observed in terms of electron 
transport. In these cases artificial electron 
donors instead of H 20 are used to feed electrons 

to the photooxidant of system I; system II+ 
being inhibited by aging, detergent or an 
inhibitor like DCMU (ref. 17) (see fig. 2). 
Izawa et al. (ref. 18) recently observed, in 
fresh DCMU-poisoned chloroplasts, a rate of 
electron transport of as high as ",,6000 eq/Chl 
hour, simultaneous with a phosphorylation rate 
of ",,900 moles ATP/Chl hour. Obviously we 
must seek the bottleneck in photosystem II or a 
closely associated step. In figure 2, Q indicates 
the as yet unidentified primary photoreductant 
of system II (a quantum causes the transfer of 
an electron to Q). Symbol Q was chosen by 
Duysens (ref. 19) because, in its active, oxidized 
state, it quenches the fluorescence of the 
pigment that sensitizes system II. Q cannot 
receive another quantum unless restored (oxi
dized) in reaction k2 so that, with Q in the 
reduced form, incoming quanta have nowhere 
to go and will probably escape from the sensi
tizing pigment as fluorescence. Thus, the 
fluorescence yield of system II pigment can 
serve as an indicator of the redox state of Q. 

In figure 2 the symbol P is used for the 
photooxidant of system I. This special long
wave-absorbing chlorophyll complex (P700) 
occurs in about the same low concentration 
as Q: ,-....,1/500 chlorophylls. In photo act I, an 
incoming quantum travels to P700, which 
absorbs strongly at 700 m/-, as long I1S it is in 
its reduced state. Upon excitation the pigment 
loses an electron (to X in fig. 2) and is bleached. 
With sensitive spectroscopic equipment one 
can measure the degree of bleaching. 

Using these two methods to observe the redox 
states of P and Q, one observes that in bright, 
saturating light all Q becomes reduced and all 
P oxidized. The electron transfer from Q to P 
(k2 in fig. 2, top) apparently is to slow to keep 
pace with the light flux and the other faster, 
dark reactions, and thus is rate-limiting. 
Actually, P and Q do not react directly with 
each other; two or three other intermediates are 
involved. One of these, denoted in scheme 2 as A 
(plastoquinone?) occurs in much larger (",,10 X) 
concentration than P and Q; it acts like 
a buffer pool between the two photoacts. It 
could be shown (refs. 20 and 21) that in strong 
light A, like E, becomes fully reduced. This 
proved that the electron transfer from E to A 
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faster than that from A to P. Recent experi
ments (ref. 11) indeed revealed that the transfer 
E to A was quite fast « 1 msec with all A in the 
oxidized form). This would leave the transfer 
from A to P as the limiting reaction. In a not 
fully clarified fashion two enzymes, cytochrome 
f and plastocyanin, operate between these two 
compounds. Electron transfer from cytochrome 
f to P appears extremely rapid «1 msec) (ref. 
22) and, although no direct observations are 
available, the same might well be true for the 
reduction 'of P+ by plastocyanin (ref. 23). Thus 
we can confine the limiting step to the transfer 

from pool A to cytochromefand/orplastocyanin. 
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COMMENTS 
Dr. KRAUSS. Have you looked at the differences in 

the kinetics as your Chlorophyll A-B ratiO's shift? Are 
they fairly constant? 

Dr. KO'K. NO'. We have seen chains of the A and B 
ratio but have never made systematic observations. 
Other people have been doing this in different ways by 

separation. Nowadays, the chlorophyll can be separated 
in test tubes, more O'r less. After you treat it with a 
little detergent, you can spin and get original system I 
and II; ratios up to 15 have been obtained in this 
fashion. Your procedure may well be preferable. 

Dr. KRAUSS. I do not knO'W that it is preferable, but 

it might be useful to compare the results. 
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Ecologic Relationships 
Between Bacteria and Algae 

in Mass Culture 

Interactions between bacteria and algae un
doubtedly affected the physiology and produc
tivity of aquatic communities (refs. 1 and 2). 
Bacteria have been reported to enhance algal 
growth (refs. 3 and 4) but are generally believed 
to have little or no effect on algal productivity 
under conditions otherwise optimum for growth 
(refs. 5-7). In contrast, algae have been shown 
to both stimulate (ref. 2) and inhibit (ref. 8) 
growth of associated bacteria. These diverse 
relationships appear to be species contingent 
and influenced to a large degree by the chemical 
and physical environment. Soluble organic com
pounds, as found in lakes and streams, support 
the growth of heterotropic bacteria and serve 
to complicate the ecologioal and biochemical 
relationships involved. Seasonal fluctuations 
in temperature and rainfall are probably modi
fying parameters. 

Our interest in algal-bacterial interactions 
was prompted by the knowledge that laboratory 
cultures of unicellular green algae, grown auto
trophically in liquid inorganic media, fre
quently become heavily contaminated with bac
teria. Contaminant populations often reach 
levels of 106 to 109 viable bacteria per ml of 
culture, yet little significance has been at
tributed to contamination and it is frequently 
ignored. Krauss and Thomas (ref. 9) have sug
gested that contaminant bacteria grow on algal 
cell wall debris and possibly algal excretory 
products. 

Our studies were initiated to elucidate the 
role of contaminant bacteria in mass cultures of 
algae used for photosynthetic gas exchange. Al
though quantitative data are lacking, it is be
lieved by some investigators that bacterial 'Con
taminants are responsible for, or are associated 
with, a variety of algal mass-culture maladies 

C. H. WARD 
Rice University 
Houston, Texas, and 
J. E. MOYER 

Robert S. Kerr Water Research Center 
Ada, Oklahoma 

variously described as foaming, fouling, and 
sticking. 

This paper presents results of NASA-sup
ported research (NASA-Defense PR No. R-99) 
on algal-bacterial relationships conducted at the 
USAF School of Aerospace Medicine, Brooks 
Air Force Base, Texas. The early phases of this 
investigation have been reported (refs. 10-12) ; a 
final report and manuscripts dealing with iden
tification and bacterial utilization of algal ex
cretory products are in preparation (refs. 13-
15). Hence, detailed experimental procedures 
will not be given in this paper. 

All experimentation was done using the 
thermotolerant (39°C) alga oJUorella pyren
oidosa TX71105 (ref. 16), which recently has 
been renamed Ohlorella sorokiniana (ref. 17). 
Algal cultures were grown on inorganic media 
(Knop's) in illuminated water baths, annular 
chambers, thin-panel mass-culture devices, and 
constant temperature incubator-shakers. Cul
tures were illuminated with flourescent lamps 
and aerated with carbon-dioxide enriched air (1 
to 5 percent). All experiments were performed 
with axenic aJgal cultures unless deliberately 
contaminated with selected bacteria. Bacteria 
were isolated and enumerated using standard 
bacteriological procedures. 

BACTERIAL CONTAMINANTS OF 
ALGAL CULTURES 

Krauss and Thomas (ref. 9) found that a 
bacterium probably belonging to the genus 
Flavobacterium was most common in cultures 
of Soenedesmus obliquus. A Flavobaoterium, 
species was also found to be prevalent in cul
tures of Ohlorella vulgaris (ref. 18). 

Isolations from our algal "mass cultures re-
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vealed a variety of bacterial forms, with sev
eral occurring in large numbers. In an efiort'to 
obtain a better representative sampling of the 
types of bacteria that inhabit algal cultures, 
samples of TX71105 cultures were obtained 
from five other laboratories. Results of our 
isolations are presented in table 1. Only bacteria 

occurring in large numbers were identified. All 
species isolated were heterotrophic. It is evident 
that only a limited number of bacteria reach 
large populations ina,lgal cultures. It is also 
significant that P8eudomonas aerugino8a and 
Mima polymorpha ,yere isolated from all cul
tures examined. 

TABLE I.-Bacteria Isolated from Mass Oultures of Chlorella Pyrenoidosa 
TX71105 (ref. 10) 

Source 

USAF School of Aerospace Medicine, Brooks 
AFB, Tex. 

Martin Company, Denver, Colo. 

University of Maryland, College Park, Md. 

Armed Forces Food & Container Institute, 
Chicago, Ill. 

General Dynamics/Electric Boat, Groton, 
Conn. 

U.S. Naval Research Lab., Washington, 
D.C. 

In other experiments in this series (ref. 11), 
it was shown that most soil and air bacteria do 
not survive when inoculruted into 'axenic algal 
cultures. However, two enteric pathogens, Sal
monella typhi and S. paratyphi, grew well in 
algal cultures for prolonged periods. Thus, a 
highly selective mechanism appears to be oper
ative, and the unexpected growth of human 

Organisms isolated 

Ps. aeruginosa. 
M ima polymorpha. 
Gram-negative bacillus (yellow pigment). 
Bacillus sp. 

Ps. aeruginosa. 
M~'ma polymorpha. 
Bacterium anitratum (typical strain). 
Staph. epidermidis. 
Serratia marcescens. 

Ps. aeruginosa. 
M~'ma polymorpha. 
Bacterium anitratum (atypical strain). 
Aerobacter cloacae. . 
Ps. aeruginosa. 
Bacterium anitratum (typical strain). 
Bacterium anitratum (atypical strain). 
Gram-negative bacillus (yellow pigment). 

Ps. aeruginosa. 
M ima polymorpha. 
Bacterium anitratum (typical strain). 
Bacillus sp. 
Aerobater cloacea. 
Aerobacter aerogenes. 

Ps. aeruginosa. 
Mima polymorpha. 
Gram-negative bacillus (yellow pigment). 
Aerobacter cloacae. 
Aerobacter aerogenes. 

pathogens suggests that it may be necessary to 
separate the biological components of regenera
tive life-support systems. 

GROWTH OF BACTERIA IN ALGAL 
CULTURES 

Earlier work with large (8-liter) batch algal 
cultures by Ward et a1. (ref. 19) showed what 
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appeared to be a direct relationship between 
growth of algae and contaminant bacteria. Ex
periments performed with smaller, more man
ageable cultures, deliberately contaminated wiHl 
selected bacteria, have served to clarify this 
relationship. 

When dilute algal cultures are exposed to 
light of saturating intensity (wbout 2000 ft-c) , 
growth is exponential. Figure 1 shows that con
taminants in light-saturated cultures also grow 
exponentially. Algal cultures grown under 
light-limited conditions demonstraJte lineal' 
growth where the increment of cell increase is 
constant with time. Contaminants in light-lim
ited algal cultures also increase at a linear rate 
(fig. 2). 'fihese data confirm and extend earlier 
work (ref. 19) and clearly demonstrate the 
dependence of bacterial growth on algal gro,,'J(;h. 
These data also suggest, but do not demonstrate, 
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FIGURE l.-Growth curves of Chlorella pyrenoidosa 
TX71105 and a gram-negative bacillus added to the 
culture as a bacterial concomitant (ref. 11). 
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FIGURE 2.-Growth of Chlorella pyrenoidosa TX71105 
and selected bacteria in mass culture (ref. 10). 

a nutritional relationship between bacteria and 
nlgae in mixed culture as proposed by Krauss 
and Thomas (ref. 9). A nutritional or patho
genic relationship would appear necessa,ry be
cause, with the exception of EDTA (ethylene
diamine tetraacetic acid) used for chelation of 
trace elements, the algal medium contained only 
inorganic salts and distilled-deionized water. 
Only heterotrophic baderia were present in the 
algal cultures and, hence, required a source of 
fixed carbon for growth. Blasco (ref. 20) has 
proposed a pathogenic relationship to explain 
growth of bacteria in algal cultures. 

Figure 3 illustrates the different patterns of 
bacterial growth ,yhen present as single con
taminants in algal batch cultures. Bacterial 
growth patterns undoubtedly reflect those of 
algal growth to some extent since the experi
ments were done on different days. However, 
total algal growth for all control experiments 
was about 3.5 mg/ml, indicating that bacterial 
growth is dependent on both the species of bacc 

teria involved and the amount and habit of algal 
growth. Concurrent growth of the five bacteria 
ina batch culture of TX71l05 clearly indicates 
dominance of some bacterial species (fig. 4). 
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FIGURE 4.~Concurrent growth of five bacteria in a 
culture of Chlorella pyrenoidOSlll. TX71105 (ref. 10). 

B. anitratum, B. anitratum (atypical), and M. 
polymorpha cannot be readily distinguished on 
the basis of colonial form; hence, the total count 
for the three is given. The gram-negative bacil
lus appears to have the greatest competitive 
advantage. Of special interest is that M. poly
morpha grew poorly in association with other 
bacteria but reproduced profusely when pres
ent as a single contaminant. These experiments 
~uggest that interspecies antagonism may also 

be involved in the growth dynamics of bacteria" 
in algal cultures. 

To determine if contaminant bacteria in
fluence the growth of algae, growth of con
taminated batch cultures was compared to that 
of uncontaminated controls (ta;ble II). Data for 
algal growth are expressed as percent of con
trols. Bacteria had a minor effect on the optical 
density of algal cultures. However, four of the 
six bacteria reduced algal cell number by about 
20 percent and caused a 5- to I3-percent de
crease in culture dry weight. The bacterial con
tribution to culture mass averaged 1 percent or 
less. P8. aerugino8a reduced algal growth 
even at low concentrations; however, the com
bined effects of five bacteria growing in the 
same culture did not exceed that of any detri
mental bacterium aoting independently. These 
data quantitatively show the adverse effects of 
certain bacteria on algal growth. One can only 
speculate about the mechanism involved; how
ever, it is significant that repeated microscopic 
examinations revealed no evidence of an infec
tious pathogenic relationship. 

Growth of Bacteria in Algal Culture Filtrates 
Because no evidence of parasitism or infec

tious disease was observed, experiments were 
performed to determine if algal cell walls re
leased during cell division or products excreted 
during growth serve as nutrient for growth of 
contaminant bacteria. In addition, the possi
bility exists that algae excrete bacterial metabo
lites in response to the presence of booteria. If 

TABLE II.-Effect8 oj Bacteria on the Growth oj Chlorella Pyrenoidosa TX71105, Bacterial Growth 
in Algal Oulture8, and Bacterial Oontribution to Oulture j\!la88 (ref. 10) 

Bacterium 

M ima polymorpha ___ ______________________________ 
Bacillus, gram neg ________________________________ 
Bacterium anitratum ___ ____________________________ 
Bacterium anitratum (atypical strain) ________________ 
P8eudomonas aerugino8a ___________________________ 
Aerobacter cloacae _________________________________ 
Combined bacteria C _______________________________ 

Data are means of six or more replicates corrected for initials and
• expressed as percent of bacteria-free controls; 
b corrected for contributlon of bacteria; 
• first five bacteria listed. 

I 
Algal growth with bacteria. 

O.D. CeUno. Dry wt.b 

104 80 95 
- 80 91 
89 77 87 
98 100 102 

101 80 89 
L03 101 103 
91 85 88 

Viable bacteria 

No. X 10'/ml % Drywt. 

311. 3 1.03 
13.6 O. 71 
14.5 0.98 
1.2 O. 56 
0.4 O. 01 

22.2 0.25 
16.1 0.93 
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Ijtlgae normally excrete soluble organic materi
als, the efRuent from bacteria-free algal cul
tures should contain substances oxidizable by 
heterotrophic bacteria. 

Sterile, cell-wall-free, algal efRuent was pre
pared from 24-hour axenic cultures by centrif
ugation and passage through O.45-p. membrane 
filters. Test bacteria were grown on trypticase 
soy broth, centrifuged, washed twice with 
saline, and starved for varying periods of time 
depending on the experiment. 

Figure 5 shows typical results obtained by 
Warburg respirometry. Similar results were ob
tained with M. polymorpha, B. anitratum, and 
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FIGURE 5.-Oxidation of culture filtrate from axenic 
Ohlorella pyrenoidosa TX71105 cultures by Pseu
domonas aeruginosa (ref. 10). 

B. anitratum (atypical). The presence of sub
strates in algal efRuent oxidizable by the test 
bacteria is clearly evident. A typicaiJ. growth 
curve is shown in figure 6. All six of the bac
teria tested (see table II) increased by at least 
two logs in 8 hours in 20-ml portions of the 
algal efRuerrt. The small increase observed in 
Knop's (control) proved to be caused by stored 
food reserves. Experiments to determine if 
EDTA could serve as a carbon source for the 
test bacteria were negative. 

Another experiment in this series (ref. 11) 
was designed to determine if bacteria selectively 
remove certain compounds when growing in 
algal cultures, while leaving others subject to 
oxidation by different bacteria. Algal cultures 
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FIGURE 6.-Growth of gram-negative 'bacillus in efflu
ent Knop's solution from 24-hour axenic Chiorella 
pyrenoidosa TX71105 cultures. 

were grown in combination with the test bac
teria and the presence of oxidizable materials 
in culture filtrates determined by Warburg res
pirometry (tabl~ III). It is evident that at least 
two or more substances are excreted by TX71105 
since the gram-negative bacillus oxidized sub
stances not subject to breakdown by the other 
bacteria tested. The presence of several types of 
excretory products could explain differences in 
competitive advantage observed in the growth 
experiments. 

Identification of Algal Excretory Products 

Because previous experiments showed that 
soluble substances of algal origin serve as nu
t.rient. for growt.h of contaminant bacteria, it 
appeared import.ant to identify these subst.ances 
as a prelude to evaluating their utilization by 
bacteria. 

Fogg (refs. 1 and 21) has reviewed available 
informat.ion on ,the extra cellular products of 
algae. Marine phytoplankton have recently been 
shown to excr~te up to 25 percent of their photo
assimilated carbon during loga.rithmic growth 
(ref. 22). The excretion of glycolic acid by O. 
pyrenoidosa during photosynthesis has been ex
tensively studies by Tolbert a.nd Zill (ref. 23). 
Several organic acids have been reported as 
algal eXltracellular products. Goryunova (see 
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TABLE IlL-Selective Utilization oj Oxidizable Substances by Bacteria 
Growing in Algal Cultures (rej. 11) 

Filtrates from 4-day cultures of the following: 
Ratio of oxygen consumed by these test bacteria • 

BAT' MP' BAA' GNB' 

Axenic Chlorella TX71105 ___________________________________ _ 0.60 0.47 0.58 0.68 
TX71105+BAT ___________________________________________ _ 0 0 0 0.16 
TX71105+~P ____________________________________________ _ 0 0.03 0.03 0.16 
TX71105+ BAA ___________________________________________ _ 0 0.02 0 O. 37 
TX71105 + GNB ___________________________________________ _ O. 12 O. 07 0.15 0 
TX71105+all 4 ____________________________________________ _ 0 0 0.01 0 

• Ratio of /'1 0" consumed by 10' starved bacteria in 20 min. Ratio represents the amount of oxygen utilized by test bacteria using culture filtrate 
as substrate and 0.025 M-glucose as substrate. The results were corrected for endogenous respiration as measured by using Knop's medium: 

Culture filtrate-Knop's medium 
0.025 M-glucose-Knop's medium 

'BAT, Bacterium anitratum (typical); MP, Mima polymorpha; BAA, Bacterium anitratum (atypical); GNB, gram-negative bacillus. 

ref. 1) fQund Qxalic, tartaric, succinic, and 
Qther Qrganic acids in filtrates from cultures Qf 
Osoillatoria splendida. Appreciable quantities 
Qf glycQlic, Qxalic, and prQbably pyruvic acids 
'were repQl1ted by Allen (ref. 24) to be excreted 
by variQus species Qf Ohlamydomonas. Other 
,algal excretory products, such as ·aminQ acids 
and peptides, carbQhydrates, vitamins and 
growth substances, inhibiloors and antibiotics, 
,tQxins, and enzymes have been repQl1ted (ref. 1). 
The literature cQncerning .algal excretions is in
cQnsistent; yet there appear to be certain species 
specificities with respect to, the substances ex
creted as extracellular products. 

Axenic algal cultures were grown in 400 ml of 
sterile Knop's medium in l-liter Erlenmeyer 
flasks. Flasks were held lat 37° in a MQdel B-27 
New Brunswick incubator-shaker and illumi
nated from beneath at about 2000 ft-c with fluo
rescent lights. A gaseous3Jtmosphere cQntaining 
4-percent carbon dioxide was maintained. Dense 
cultures were ,transferred to, sterile 200-ml cen
trifuge tubes and centrifuged fQr 40 minutes at 
'TOOO rpm while being maintained at 2°C. The 
supernatant fluid was then' passed thrQugh 
0.45-,u membrane filters. For 36 hours, 100-ml 
samples of culture filtmte were dialyzed at 5°C 
against five changes (350 ml each) of distilled, 
deionized water. The dialysate was cQllectedand 
stored at 5°C land subsequently cQncentrated in 
'a r.otary eva-PQr.ator to less than 100 ml. Frac
tion3Jtion schemes for the concentr:ated dialy
sates are shown in figures 7 and 8.) After dialy-

sates were separated into, various compQnents, 
the fractiQns were evapQmted to, 2 ml in a rotary 
evapQratory. Standard paper chromatographic 
prQcedures were used fQr qualitative identifioa
tion Qf substances present in the variQus fl1ac
tions (refs. 14 and 15). Some aminQ-acid analy
ses were performed using .the TechnioQn AminQ
Acid Analyzer. Other standard ,analytical 
methods ,vere used as needed. Table IV lists the 
major constituents identified in axenic culture 
filtrates of Ohlorella TX71105. Several of the 

10 mt Culture Filtrate 
(nucleic acids) 

110 mt Culture filtrate 

! 
.Adjust pH to 8.0 

100 ml Cui lure fiI trote 
dialyzed vs water for 36 hours at 5°C 
water changed five times (350 ml each) 

I 
Non-dialyzable residue 

(short peptides, polYSClccharides, 
pectin-like substance) 

~ 
Water extract 

flash evaporate to 2 ml 
at saoe {amino acids 

and some orgonic acids} 

l 
f Olar

ate 

Flash evaporate 
to 100 ml at sooe 

! 
Adjust pH to 1.5 

with 1 N H2S04 

! 
Extract three times with 

equal vOlumi dlethyl etho. 

Ether extract, add 2 ml water 
flash evaporate ether at room temp. 

(organic acids) 

FIGURE 7.-FraICtioJllaltiQn scheme I. 
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Water residue-organic 
acids as sodium salts 

l 
Adjust pH to 1.5 
with IN H2S04 

l 
Extract three times 

with ether 

! 
Water 

(organic acids) 

Ether extract in H
2
S0

4 

! 
Adjust pH to 10.0 

l 
Extract three times 

with ether 

Ether extract 
evaporate to 2 ml 

(fatty acids) 

~ 
Ether extract 

evaporate to 2 ml 
(organic acids) 

FIGURE 8.-Fractu.'oootion >scheme II. 

compounds detected were not ideIltified. Quanti
taJtion of organic acids wrus accomplished with 
great difficuLty and wirth less precision than de
sired. The high molecular-weight groups of 
compounds found in the nondialyzable fraction 
were not further identified. Many of the sub
stances identified are known as sources of carbon 
and energy for the growth of heterotrophic 
bacteria. 

Utilization of Algal Excretory Products by 
Selected Bacteria 

Utilization of algal excretory products was 
studied using four bacteria growing singly and 
in combination in axenic culture filtrates. Cul
ture filtrates were prepared as prevously de
scribed from algal cultures containing approxi
mately 108 cells/ml. Test bacteria were grown 
on trypticase soy broth as previously de
scribed and starved for 2 hours in 0.9-percent 
saline solution. Inocula of 103 viable cells of 
each bacterium were added singly and in combi
nation to separate 200-ml portions of axenic cul
ture filtrate and incubated with agitation for 
24 hours at 37°C. Bacteria were separated by 
centrifugation and filtration. Metabolized fil
trates were fractionated for analyses using pro
cedures shown in figures '7 and 8. 

Organic acids were assayed spectrophoto
metrically. Glycolic acid was measured using 
2, 7-naphthalenediol for color development. 
Precision of the techllique was severely limited 
by interferences caused by the presence of other 
organic acids. The standard addition technique 
was only partially effective, depending on the 
types of organic acids present. As a consequence, 
only data for lactic acid and glycolic acid will 
be presented. 

TABLE IV.-Extracellular Products oj Chlorella Pyrenoidosa TX71105 Present 
in Axenic Oulture Filtrate8 

Organic acids 

Fumaric. 
Lactic. 
Glycolic. 
Oxalic. 
Pyruvic. 
a-ketoglutaric. 
Oxalacetic. 
Ascorbic. 
Gluconic. 
Galacturonic. 

Amino acids 

Aspartic. 
Glutamic. 
Serine. 
Threonine. 
Isoleucine. 
Leucine. 
Tyrosine. 
Phenylalanine. 
Lysine. 
Proline. 
Alanine. 
Glycine. 
Cystine. 
Valine. 
Histidine. 
Ornithine. 

Other 

Polysaccharides. 
Short peptides. 
Nucleic acids. 
Ammonia. 
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Ninhydrin-positive substances were assayed 
using the Technicon Amino-Acid Analyzer. 
Several substances that appeared to be peptides 
could not be definitely identified. One peptide
like substance occurred in large quantities and 
was only slightly metabolized by the test bac
teria. Other unknowns occurred in trace 
amounts only. Quantitation of the amino acids 
was relatively good. Summary data on 11 amino 
acids and two organic acids are presented (table 
V). 

With the exception of the organic acids, B. 
anitratum (typical) and B. anitratum (atypi
cal) utilized algal excretory products to about 
the same extent. The atypical strain utilized 
both lactic acid and glycolic acids; however, 
these acids were not metabolized by the closely 
related typical strain. M. polymoTpha failed to 
use either organic acid, but the gram-negative 
bacillus utilized all of the lactic acid and ap
parently excreted glycolic acid. The gram-nega
tive bacillus also failed to utilize leucine and 
isoleucine but was the only bacterium that re
moved the trace of lysine present in the culture 
filtrates. Although data are incomplete, assays 
for total organic acids indicated th3Jt utilization 
of 'amino acids by the test bacteria was remark
ably greater than utilization of organic acids. 
The ecological significance of this finding is not 
readily apparent. However, it should be noted 

that the combined activities of the four bacteri~ 
served essentially to eliminate the products ex~ 
creted during algal growth. This finding was 
previously demonstrated in the manometry 
studies (table III) and may explain the tend
ency of algal cultures to support only a few 
types of bacteria when unprotected from out
side contaminants. If the contaminant flora re
moves excretory products as rapidly as they 
are released by growing algae, contamination 
by other heterotropic bacteria would seem un
likely. Thus it may be possible to establish a 
known bacteria flora in algal cultures that 
would effectively prevent invasion by less desir
able (more harmful) forms and hence improve 
stability. It now appears that the observed detri
mental e:ffoots of bacteria on algal growth may 
be caused only by their utilization of the prod
ucts excreted. This would represent loss of car
bon and efficiency if algae normally reabsorb 
extracellular materials. Bacterial products may 
also be toxic to algae. However, we found urea, 
a known nitrogen source for Ohlorella TX71105, 
to be a major excretory product of three of the 
four test bacteria. Other bacterial products iden
tified w ere methionine, tryptophan, and 
glucosamine. 

Contaminated algal mass cultures represent 
oomplex ecologies that can be SUlbjected to 

TABLEV.-Utilizatwn oj Excretory Products oj Chlorella Pyrenoidosa TX71105 by Selected Bacteria 

Conc. in algal Relative utilization. 
Compound filtrate p.g/ml 

BAT BAA MP GNB Combined 

As'partic acid ________________________ 13.3 +++ +++ + +++ +++ 
Threonine ___________________________ 4.8 +++ +++ ++ +++ ++ Serine _______________________________ 5. 3 +++ +++ ++ +++ +++ 
Glutmaic acid _______________________ 11. 8 + + ++ _b +++ 
Proline ______________________________ 3. 7 +++ +++ +++ ++ +++ Alanine _____________________________ 5. 3 +++ +++ ++ +++ +++ 
Isoleucine ___________________________ 2.1 +++ "+++ ++ - +++ 
Leucine __________________ ----------- 1.9 +++ +++ +++ - +++ 
Tyrosine ____________________________ trace +++ +++ - - +++ 
Phenylalanine ________________________ 1.2 +++ +++ +++ ++ ++ Lysine ______________________________ trace - - - +++ +++ 
Lactic acid __________________________ 1.1 - +++ - +++ +++ 
Glycolic acid _________________________ 1.3 - + - _b + 

• Data are relative: +++ indieates comp-Iete removal; ++. trace remaining; +. one hall or more remaining; - • no utilization . 
• GNB apparently excreted small quantities of these compounds. 
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~uantitative investigation. InvestigatiollB of the 
type reported should be extended to the study 
of natural systems and to the complex interac-

tions that undoubtedly occur in mass cultures 
of other organisms being considered for biore
generation, e.g., H ydr.ogenomona8 spp. 
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COMMENTS 
Mr. BEEM. Did you make any observations of the 

foaming chara<iteristics? 
Dr. WARD. No. I think there is qualitative evidence 

to support the fact that bacteria are 'associated with 
foaming. Dr. Krauss does not have problems with 
foaming, and he runs clean systems. I think there is 
ample evidence. No one really quantitated it to that 
eX'tent to show this is definitely the case, 'but we have 
pretty well gone on the 'assumption. 

Dr. MILLER. In the continuous culture systems that 
we have, which 'are run uncleaned, they are contami
nated. In some cases they are fairly heavily con
taminated, but we find fOaming only during the initial 
portion of the growth curve where you are growing 
up to the popu~ation density which you are going to 
control. After you have reached the point in the cul
tures in that stJate, foaming d\)es not appear to us to be 
as much of a problem. We do not get foaming in an 
actively growing-state culture. 

Dr. COOKE. Do you ever find enhancement of algal 
growth due to ·b<acterial contamination? 

Dr. WARD. No, but it has been reported. The Russian 
workers reported it several times. They get beautiful 
enhancement. We have seen not one indication of any 
type of enhancement. 

Dr. GOLDNER. Did you note whether the bacterial 
contamination produced any changes in your algal 
cultures? 

Dr. WARD. We routinely monito.red pH. I do. not 
believe that there was a real effect on the pH. You 
probably could measure one, but it is not a real sig
nificant effect. 

Dr. GOLDNER. Did you note any morphologic rela
tionship between the bacterial contaminants and the 
algal cells? For example, did you observe embedment 
of the bacterial cells on the cell wall of the algae cells? 

Dr. WARD. No. This is what we did not see, and this 
is why I indicated that some peope have diagrammed 
it for Ohlorella and postulated an active pathogenesis 
relationship. We routinely looked at them microscopi
cally, and I could see no evidence of it. 

Dr. TSUCHIYA. Did you see a staph growing in the 
Knop's medium? 

Dr. WARD. If you do not starve the cells and put 
them in Knop's medium, you will get what appears to 
be a little cell division. If you starve then quite a while, 
you will not get any. We also were interested in know
ing whether or not active, "real hot" human pathogens 
would grow and survive in algal cultures. It has ob
viously practical implications as to whether or not you 
actually separate the manned component from the 
other components in the sealed system. We tried a num
ber of different ones, and found that most of them, in 
fact, do not. We found two enteric passages that do re
produce in algal cultures, for what it's worth. We did 

a large number of experiments as to the kinds of or:t 
ganisms. We did not find them in the cultures we put 
them in to see if they would survive. One of the co
authors of part of this work did a nunlber of experi
ments like this, putting-in just about everything, and 
uniformly they would disappear. We only scratched on 
identification and tracing of the various compounds as 
they were being liberated and disappearing. The work 
has been terminated, and I do not know if we will start 
it again. 

Dr. Cox. Are these isolated initially from algae or 
are they mixed cultures? 

Dr. 'VARD. This particular algae is a fresh water 
algae. 

Dr. Cox. I would predict that this is a case where 
you may be more interested in the organisms you did 
not find than those that you did. The point is that con
tamination is a relative thing. Even if you try to purify 
by, let us say, millipore filtration, there is a whole 
world of bacteria that will go through those filters. 

Dr. WARD. I am aware of this, but we did not have 
any problem with this for the simple reason that the 
cultures were axenic to start with. We were growing 
them for the spin medium. They were clean to start 
with. Every tube was collected. If it had a contami
nant, the whole thing was thrown out. They are not 
complicated in this way. 

Dr. Cox. They may never reach proportions that 
might permit you to find them, but they might be highly 
significant. 
. Dr. WARD. This is true, and I tried to point out in the 

beginning that we isolated only those occurring in large 
numbers. 

Certainly if they are contaminated, they do not ever 
show up on the test medium we use. You only use a 
certain number. We use two or three different types of 
media for isolation, such as blood medium. 

Dr. Cox. You see only what you look for. 
Dr. WARD. If we had taken everything we found, we 

would have had a vast area of bacteria. 
Dr. DECICCO. I think this is very interesting that 

you keep finding the Hame organisms. The question 
arises why this COml)lex medium, which develops after 
the algae you are growing, should support growth of a 
lot of organisms. I wonder whether it would be interest
ing to look nt, for instance, antagonisms among the 
hacteria. Pscudomona8 aCl'uginosa, which you find 
among all the cultures you tested, normally inhibits 
all the bacteria. It is notorious for this. What you have 
may be Pscudomonas aeruginosa. 

Dr. '" ARD. This iH quite true. I do not know the 
reasons why I called it a competitive advantage. 'Ve 
do not really lmow the reasons that one can predomi
nate when it is in mixed culture versus when it is a 
single contaminant, but they certainly act differently. 

Dr. DECICCO. I am not sure of the experimental pro-
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'Cedure. Was this with all the bacteria together? You 
tested utilization of the various compounds, or one at 
a time, plus algae? 

Dr. WARD. One at a time. 
Dr. DECICCO. One bacterium plus the algae? 
Dr. WARD. Yes. 

Dr. DECICCO. You had all the substrates available at 
the same time? 

Dr. WARD. All substrates were available. We ana
lyzed and quantitated without bacteria, and with that 
bacterium, plus algae--mixed culture and an uncon
taminated culture. This is simply all it was. 
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1lJhe c;ase for the 
Multispecies Ecological System, 

with Special Reference 
to Succession and Stability 

While in a space capsule, man its a member 
of an ecosystem and, consequently, will be af
fected by all that goes on in this ecosystem. The 
success of long-term space flight may well de
pend on our success in developing a stable and 
long-lived life-support 'System. This paper will 
discuss some properties of ecosystems which 
promote stability and 10ngeviJty and will pro
pose that life-support systems must be developed 
within the conceptual framework of the mature 
multispecies ecosystem. 

Several types of life-support systems have 
been designed or suggested to handle the follow
ing aspects of astronaut metabolism: gas ex
change, food production, waste disposal, and 
nutrient and water regeneration. Of those pro
posed, only the storage system, designed for 
short flights, has been successfully tested. For 
flights of long duration, only bioregenerative 
systems appear to be feasible. The two-species 
gas exchange and/or :rood production model has 
received much attention. These have been de
scribed as the unialgal-man gas exchanger (ref. 
1) and the Hydrogenomonas-man life-support 
system (fer. 2). In addition, Oswald etaJ. (ref. 
3) have discussed the feasibility of an algae
bacteria-mammal system. One other type of life
support system has been suggested. This is the 
multispecies climax ecosystem, proposed by 
H. T. Odum (ref. 4), which will be the topic 
of this paper. 

There are at least two approaches to the de
velopment of life-support systems. One o'f these 
consists O'f testing and later assembling separate 
biological, chemical, and mechanical com
ponents. The second consists of allowing groups 
of species known to occur together to reassemble 
and reorganize in a new environment intO' an 
integrated, self-maintaining system; this we 
call an ecosystem. Nature operates by the second 
method. Man uses the first in constructing his 
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machines. We submit that the first is ecolO'gi
cally unsound and will prove to' be unsuccessful. 
The balance of this paper will present evidence 
to show that the multispecies approach will pro
vide the greatest oPPO'rtunity fO'r developing a 
successful long-term life-support system. 

An ecosystem is any assemblage of organisms 
and their abiotic environment that has the fol
lowing characteristics (refs. 5 and 6) : struc
tural organizat,ion, interdependency of com
ponents, homeostasis and regulation (external, 
internal, or both), limits and thresholds, and a 
development toward a steady state with increas
ing adaptation with and control O'f the physical 
environment (succession). There are four com
ponents of an ecosystem: (1) abiotic substances 
(organic and inorganic), (2) producers (au
totrophs) , (3) consumers (ph!ligortrophs) , 
whi'chfeed on larger particles, and (4) decom
posers (osmotroph:s), whi~h derive their sup
port from smaller or molecular size particles. 
Both of these latter categories decompose or
ganic material and release products usable by 
producers. 

One of the most important attributes O'f eco
systems is the unidirectional flow of energy 
from green plants through food webs to con
sumers and decomposers. The amount of p'hoto
synthate stored in excess of daytime community 
respiration is termed "net community photo
synthesis." At night, part or all of this net 
storage is consumed by 'COnununity respiration. 
A 'Continued excess of community photosynthe
sis over community respiration leads to an 
accumulation of biomass. Eventually this ac
cumulation of biomass stops as limits of light
input utilization are reached, or nutrients 
become limiting, or some physical threshold 
(such as space requirements) is reached. 

Ecosystems have stru'Cture: biomass, strati
ficaJtion of both living and nonliving substances, 
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and biochemical and species diversity. Depend
ing on age and limitations olf the physical en
vironment, structure is more or less apparent 
in terms of the numbers of species. An ecosystem 
with many species per unit number of individ
uals may have a very complex food web as a 
result of niche (way of life) specialization by 
these species. Also, as the number of species in
creases, the number of homeostatic or regula
tory mechanisms increases, and the organisms 
within and between the various trophic levels 
become more independent. There is increasing 
evidence to show that diverse ecosystems are 
also diverse biochemically (ref. 7). 

The truly unique feature of ecosystems, how
ever, is not structure or regulation, since these 
might be accomplished through external me
chanical means, but the ability of ecosystems to 
develop, to come to a steady, self-maintaining, 
mature stage, often called a climax ecosystem. 
Some examples of mature systems adapted to 
particular physical factor regimes are temperate 
North American Stipa-Biuteloua perennial 
grassland, eastern deciduous oak-hickory forest, 
intertidal mangrove forest, tropical rain forest., 
and coral reef. For studies on mature natural 
ecosystems, see Golley et a1. (ref. 8) and Odum 
and Odum (ref. 9). Oriental rice culture repre
sents an agricultural system maintained by man 
which is more mature and stable than, for ex
ample, shifting row-crop tropical agriculture. 
The mature ecosystem tends to exhibit the 
maximum in structure and stability, within the 
limits imposed by the physical environment. 

It is the mature ecosystem which we propose 
as the theoretical basis for the development of 
life-support systems. We believe that long-term 
stability, which is the result of the .development 
of many homeostatic mechanisms through suc
cession, must be the underlying concept in the 
development 'Of a dependable life-support sys
tem. In other words, a multispecies system, with 
its associated high stability, has a far higher 
probability of survival than, for example, a 
two-species system. 

A two-species system represents what we call 
"young nature." It has characteristics of early 
developmental ~-tages of succession. A multi
species system, the result of a long develop-

,j'f 

mental period, represents what we call "old 
nature" 'Or a mature developmental stage (ref. 
10). 

A tabular model of succession (table I) has 
been prepared, with which we can compare the 
characteristics of old and young nature. Using 
some of the concepts of this model, we intend 
to compare two-species life-support systems and 
multispecies systems. We will show in greater 
detail some properties 'Of ecosystems which 
demonstrate why we believe that a system with 
the characteristics of a mature ecosystem must 
be the basis of future life-support systems. 

Not all of the ecosystem attributes of the 
model shown in table I are 'applicable, at 
present, to life-support systems. For example, 
no one envisions the p'Ossibility of man com
pleting a life cycle in space. Other attributes are 
not well documented and need further research. 
Our remarks here will be confined primarily to 
attributes of ecosystem energetics and structure. 

Many of the data which we will use to demon
stmte the functionaJ and structural events dur
ing succession have been obtained from the 
study 'Of laboratory micr'Ocosms. These micr'O
ecosystems are at least partially physically iso
lated from other ecosystems and in this respect 
are unnatural, since there is n'O export or import 
other than light and gas exchange with the at
mosphere. H'Owever, the data obtained from 
these systems have particular applicability to 
the topic in questi'On since a space capsule is a 
microecosystem. 

The micr'Ocosm method has been described by 
Beyers (refs. 11 and 12). Materials from a 
natural ecosystem are brought into the labora
tory and divided equally among a gr'Oup of c'On
tainers. Cross-seeding minimizes any P'Ossibility 
'Of divergence between microc'Osms. The systems 
are then placed on the desired regime 'Of 
physic'O-chemical variables. Met3lb'Olism is meas
ured by rec'Ording diurnal pH changes, and 
these data are translated into total CO~ changes 
through the use of a graph depicting the rela
tionship between microcosm pH and CO2 

changes. Microcosm biomass is determined by 
pouring an ecosystem into a tared weighing dish 
or thr'Ough a tared millipore filter. The ma-



CASE FOR THE MULTISPECIES ECOLOGICAL SYSTEM 131 

TABLE I.-Model of Ecological Succession with Trends to be Expected in the Development of 
Ecosystems a 

Ecosystem attributes Developmental stages Mature stages 
-- r"'" p"du,",on/oo=unity ~p;,ation - -- P/R ratio or one ____ Approaches one. 
Community Gross production/standing crop biomass ____ PjB ratio hlgh ______ Low. 

energetics. Net community production (yield) _________ High _______________ Low. 
Food chains ____________________________ Linear, predom- Web-like, predom-

inately grazing. inately detritus. 

rtan<ting orop b'o=, & o,gaoi, m.t .... ____ Small ______________ Large. 
Community Species diversity ________________________ Low _______________ High. 

structure. Biochemical diversity ________ ~ ___________ Low _______________ High. 
Stratification ____________________________ Undeveloped ________ Well developed. 

{NiChe specialization ______________________ Broad ______________ Narrow. 
Life history. Size of organism _________________________ SmalL _____________ Large. 

Life cycles ______________________________ Short, simple _______ Long, complex. r ino,gaoi, nutrion" __ - - -- -- - -- -- -----
Large ______________ Small. 

Mineral cycles __________________________ Open ______________ Closed. 
Nutrient cycling. Nutrient exchange rate, organisms environ- Rapid ______________ Slow. 

ment. , 
Role animals in nutrient regeneration ______ unimportant _______ Important. 

rtern'" 'ymb'o,," (int"d,pendenco of 
Low _______________ High. 

organisms) . 
Overall homeostasis. Nutrient conservation ____________________ Poor ____________ ~ __ Good. 

~~:r~~;-~~~s~~~ ~~:~r_~~l_ ~~~t~~~t~~~)_ ~ ~ ~ ~ ~ ~ 
Poor _______________ Good. 
High _______________ Low. 

Information ____________________________ Low _______________ High. 

• Prepared by Eugene P. Odum. 

terials are then dried and weighed. Similarly, 
total ecosystem chlorophyll is measured by fil
tering all or part of the system, reading the 
acetone extract at the appropriate wavelengths 
for the various pigments, and calculating the 
amount of chlorophyll according to Strickland 
and Parsons (ref. 13). These. and other measure
mentsare made at intervals during development 
or succession of the microcosm and, from these 
data, we have been able to 'show the course of 
some of the events of metabolic and structural 
succession. 

must be large to support an astronaut, but it has 
the distinct advantage of multichannel stability. 
(2) The astronaut is part of a microecosystem, 
whether weare considering a two-species or a 
multispecies system, and therefore is part of the 
structure and function of the system. Dep~nd
iug on system stability, he will be more or less 
influenced by perturbations in its structure and 
function. 

In comparing the structure and function of 
old and young nature, we intend to emphasize 
these main points: (1) The two-species system 
represents young nature and has the advantage 
of 'a high rate of productivity per unit biomass, 
but with low stability. The multispecies system 
has a low photosynthesis-to-biomass ratio and 

In figures 1 and 2, some data on succession in 
laboratory microcosms are plotted. In these ex
periments succession was ini'tiated by innoculat
ing material from a mature system into new 
medium. In young communities the rate of day
time photosynthesis exceeds that of night res
piration, and biomass accumulates. Total or 
gross photosynthesis is high in the early stages. 
After about 70 days of succession, the ratio of 
daytime photosynthesis to night respiration ap-
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FIGURE 1.-Plots of net daytime photooynthesis, night

time respiration, biomass and the ratio between bio
mass and grOSIS or total photosynthesis against time 
in a microecosystem undergoing awtotrophic succes
sion. All data have been reduced to areal dimensions. 
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FIGURE 2.-Plots of the ratios of grO'SlS or tOital photo

synthesis to biomass and vice versa against time in 
a microecosystem undergoing autotrophie succesSiion. 
This figure illU!Sltrates the two types of efficiency out
lined in the text. 

pr.oaches 1, and biomass reaches a stable value. 
At this point, the efficiency .of the system is 
maximum, under a given set of environmental 
conditions, in that the highest level of biomass 
is maintained per unit of gross photosynthesis. 
N.ote also that the rates of respiration and 
photosynthesis are steady. 

In the c.omparison of young and old nature, 
we are actually comparing two types of effi
ciency (fig. 2). In early developmental stages 
such as the two-species life-support system, the 
rati.o .of gross ph.otosynthesis t.o biomass is very 
high-a small amount of structure is maintai~
ing a high rate of photosynthesis. This is .one 
type .of efficiency, that which has been empha
sized by prop.onents .of the tw.o-species system. 
If succession is allQwed to pr.oceed, whether by 

design or. accident, the rati.o drops. The trent 
in successi.on is to develop as large and diverse 
a structure, per unit .of energy fl.ow, as possible . 
Thus in early stages, the bi.omass-phot.osynthesis 
ratio is low; in a mature stage, the ratio is high. 
At climax a more complex structure, with ,a re
duced waste of energy, all.ows the maintenance 
of the same biomass with a l.ower expenditure 
.of energy or cost t.o the system (ref. 14). The 
m.ore stable the system, b.oth externally and in
ternally, the less energy needed to maintain this 
biomass (ref. 15). In .other words, as the sys
tem ages and develops structure, it bec.omes 
more efficient at maintaining that structure. 
This is the other type of efficiency, which we 
pr.opose t.o be the basis .of a stable life-support 
system. 

The important point is that stability in these 
rates and ratios has been devel.oped and will be 
maintained without external controls at matu
rity, while in young stages, stability must be CQn
stantly maintained through ext.ernal controls. 
Mature microecosystems in the laboratory .of 
Beyers have maintained themselves f.or years. 

Another development during succession is 
the shift fr.om an early planktonic-.open water 
system t.o a detritus system in later stages. Re
cent studies (refs. 17-19) have sh.own that up 
t.o 90 percent .or more of the metabolism .of 
natural mature systems is in the detritus layer. 
The consequence .of this in the use of a mature 
multispecies life-supp.ort system is that t.he as
tronaut must bec.ome a detritus-feeder, or a con
sumer of detritus-feeding organisms. This may, 
in fact, prove to be far more palatable than 
bacteria or algae since a great variety of verte
brates and invertebrates are detritus- feeders. 
A~ communities develop, there is an increase 

in species diversity, and this has been assumed 
to contribute to stability (ref. 15). In a young 
ecosystem, there are a large number of unex
ploited ways of life, or niches. During succes
sion, organisms from other ecosystems invade 
such structurally simple communities, or .organ
isms that have been dormant or rare in the early 
stages become active and numer.ous. With time, 
the number of species per unit number of indi
viduals, which we may call a species/number 
diversity index, increases. It is assumed .on in-
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eomplete evidence that an increase in the diver
sity index favors the establishment of homeo
stasis in terms of checks and balances. During 
the early stages of succession, there may be 
"blooms" of the invader P'OPulations, often at 
the expense of one or more established species. 
Such blooms create perturbations that may ser
iously upset the balance within systems as does 
a "cancer" growth in individuals. For instance, 
in the development of unialgallife-suPP'Ort sys
tems, Miller and Ward (ref. 20) have remarked 
on the difficulty of preventing the establishment 
of large populations of grazing zooplankt'On in 
their cultures. In a mature ecosystem, with most 
or all niches filled, the probability of blooms, or 
even the successful invasion by a new species, is 
very low (ref. 21); that is, the system now 
possesses stability. For example, the probability 
of invasion by extraterrestrial species, or a 
bloom of a mutated form of some component 
species, in a climax system would be much less 
than in an unsaturated system. 

To summarize, the presence of many species 
not only means a diversity of energy pathways, 
but also the presence of a great many regulatory 
and symbiotic relationships. We cannot envision 
a two-species mechanical-bioregenerative sys
tem with this sophistication of control. 

Another important trend from young to ma
ture ecosystems, which is a direct result of in
creasing diversity, is the increase in complexity 
'Of food webs. In young stages, the number of 
species is small and, therefore, the number of 
pathways of energy transfer between producers 
and consumers is limited. In the two-species 
life-support system, this pathway is linear. In 
older stages, a great many species have had an 
opportunity to become established and the food 
web becomes more complex-so complex, in 
fact, that few have been completely described 
for any large natural area. Figures 3 and 4, 
based on the data of Paine (ref. 16), illustrate 
food webs of a simple and a complex ecosystem. 
The importance of food-web complexity to eco
system stability is very apparent here. The top 
consumer in the more complex food web has the 
ch'Oice of 10 prey, and most of these prey also 
have several food chains from which to graze; 
whereas in the less complex system, the number 

of interactions is much lower. This is analogous 
to the backup systems built into the circuitry of 
space vehicles. In the microecosystem, the in
vestigator has some choice about the number of 
species in the system, at least initially. During 
successi'On, several of the original groups of spe
cies may become extinct. For example, truly 
planktonic species do not survive succession to 
the climax stage. 

Several examples will illustrate our point 
about the stability of mature ecosystems. In a 
climax f'Orest, the outbreak of a pest is rare (ref. 
21), but in a corn field (an ecosystem much like 
the two-species life-support sy.stem) large num
bers of pests are common. In the forest a system 
of checks and balances ensures that an increase 
in insect population density is automatically 
followed by an increase in predator density. No 
such system exists in the corn field, and the 
farmer has t'O resort to pesticides or mechanical 
devices. With increasing insecticide resistance, 
he must resort to more and more potent chemi
cals. In practice, a combination 'Of bi'OI'OgicaL 
and physical control is usually 'Optimum fr'Om 
man's standp'Oint. Our point is that we .should 
fully utilize all possible self-regulation so as n'Ot 
to create unnecessary artificial substitutes. 

Beyers (ref. 22) has shown that the metab
olism of a complex climax ecosystem is con-
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FIGURE B.-The feeding relationships by numbers and 
calories of the Piaster-dominated food web at Muk
l;:aw Bay, Washington. Piaster, N=1049; Thais=287, 
where N is the number of food itellls obser,ed eaten 
by the predators. The specific composition of each 
predator's diet is given as a pair of fractions: num
bers on the left, calories on the right (ref. 16). 
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FIGURE 4.-The feeding relationships by numbers and calories of the Heliaster-dominated 
food web in the northern Gulf of California. Heliaster, N=2245; Muricanthus, N=113; 
Hexaplex, N=62; A. tuberculata, N=14; A. angelica, N=432; Morula, N=39; Can
tharus, N =8. See figure 3 for further explanation (ref. 16). 

siderably more independent of temperature than 
the metabolism of a simpler sewage community 
or a single organism. He postulated that the 
closer a living system approaches the integra
tion of a' balanced ecosystem, the less it is 
affected by temperature. This hypothesis may be 
expanded to state that the more complex the 
ecosystem, the less it will be affected by tempera
ture extremes, adding stability to the system as 
a whole. 

A mature ecosystem is also metabolically 
stable. Golueke and Oswald (ref. 23) have 
pointed out that the CO2/02 exchange ratio of 
the plant used in setting up a biological gas ex
changer must match that of the crew, since a 
very slight mismatch between human RQ and 
plant AQ would lead to the accumulation or loss 
of a certain fraction of the human oxygen de
mand and carbon-dioxide output per day. In the 
multispecies system, the RQ's of several kinds 
of heterotrophs would balance the AQ's of the 
several autotroph.s so that a temporary im
balance with one species would be compensated 
for by other species. 

Additional evidence of the increased stability 
for a multispecies system is shown by the data 
presented in figure 5. A climax microecosystem 

was irmdiwted with 106 rad in an acute dose. 
With the exception of the 108.s of one species (an 
ostracod), there was no visible effect on the 
system. However, when the system was used to 
initiate a new autotrophic succession, the results 
of radiation became apparent. As can be .seen in 
figure 5, the rate of growth of the system was 

P96T-IRRAOIATION ,ot 108 R 

AUTOTROPHIC, SUCCESSION 
CONTROL---
DAY I __ 

DAYS Ir--A 
DAY 15 a--<J 
DAY 22 0--0 

DAYS AFTER IIjOCULA'TIOH 

.• fO 

J<'IGURE 5.-Course of biomass increase with time in an 
antotrophic succession in a laboratory micro
ecosystem irradiated at 10· rad. Successions were 
initiated by inoculating samples of the irradiated 
lllature microecosystem at 1, 8, 15, and 22 days after 
irradiation. Control curve is from nonirradiated 
mic-roecosyst:ems. 
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~ecreased in comparison to the nonirradiated 
controls. However, this effect decreased with 
time, indicating the system's capacity for se1£
repair. The curve for each innoculation, made 
at weekly intervals after irradiation, shows pro
gre.ssive recovery. The greater the time after 
irradiation, the closer the curve approaches that 
of the controls. The principal primary producer 
and the organism accounting for the maximum 
biomass in this microcosm was a Ohlorella. It is 
interesting to note that Posner and Sparrow 
(ref. 24) found that 90 percent of their pure 
culture 0 hlorella died after a dose of 23 000 rad. 
Our Ohlorella showed no effects of radiation 
until they were irradiated at 2 000 000 rad and 
then took 40 days to die. The.se results may 
indicate that the system confers some radiation 
protection to its member organisms. 

The interdependency of components in a cli
max microecosystem was clearly illustrated in 
a recent investigwtion in our la:boratory by R. 
Gorden. Gorden has shown that a bacterium also 
present in the climax is an important sourtce of 
thiamine, a requirement for the growth of the 
o hlorella. Close symbiosis between pairs of tax-
0nomically unrelated species is an outstanding 
characteristic of bhe most suocessful natural 
communities, "for example, lichen growths in 
the arctic or 'COral reefs in the tropics. 

Although little information is presently 
available, it ruppears that during suocession both 
the variety and amount of biochemicals increase 
(ref. '7). Many of these eX'trametaholites appar
ently have the properties of inhlbitors or of 
growth promoters (ref. 25). These substances 
then are environmental hormones and act as 
regulators (ref. '7). Another biochemical change 
during su'OCession is the increase in the quantity 
of accessory photosynthetic pigments, thus af
fording the ecosystem with more complete 
utilization of light as ,veIl as a complement of 
more staJble pigments. The increased ability of 
mature systems to regulate themselves by in
ternal ohemical feedhack means that less out
side energy need he !l!pplied by man to achieve 
stability. 

Beyers (refs. 11 and 26) has shown that there 
is a general pruttern in the metaJbolism of aquatic 
ecosystems correlated with the onset of light 

and dark. The maximum metrubolism occurs in 
the first half of the day or night period. The 
implications of this pattern for multispecies 
life-support systems have been discussed else
where "( ref. 2'7). It must be admitted that there 
is the poss1bility of deleterious effects on an 
astronaut by this periodic reduction of photo
synthesis and respiration. However, it does seem 
that the intensity of this phenomena decreases 
as the species diversity increases (ref. 11), add
ing another bit of evidence for the use of com
plex systems to support man in space. 

Our main point in this discussion of eco
system structure and function is high diversity 
and high stability in mature systems, low di
versity and low st!l!bility in early stages. The 
more mature system has a huiltin set of checks 
and balances which prevents internal disturb
ances and buffers the system against most ex
ternal disturbances. Of course, no system is 
immune to severe perturbations and, in fact, 
the limits of ecosystem stability are strongly 
related to the st!l!bility of the physical environ
ment (ref. 28). 

There are certain distinot advantages to 
young nature, when viewed as life-support sys
tems. These advantages are primarily energetic. 
That is, young ecosystems have high produc
tivity rates per unit biomass, which means that 
they are more efficient gas exchangers in terms 
of O2 produced or CO2 wbsorbed per unit of 
biomass. As we have pointed out, however, there 
are serious disadvantages to young systems as 
well. It should now be apparent that, in the 
development of a life-support ecosystem for 
man, we must first select for system stability 
and longevity and then turn to the development 
of maximum productivity per unit biomass 
consonant with this stability. We cannot, as 
has been suggested by Miller and Ward (ref. 
20), simply select organisms as needed on bhe 
basis of certain desirwble functional charac
teristics and hope to integrrute them suCJceSS
fully into a system. This attitude implies that 
the addition of new species will have no effect 
on resident species and this, of course, is eco
logically unsound. It should also be apparent 
that homeostatic mechanisms of ecosystems are 
far more sophisticated and relialhle than their 
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mechanical c'Ounterparts. As H. T. Odum (ref. 
4) has pointed out, man has yet to develop 
the miniaturizati'On of circuitry that is found 
in ecosystems. 

The area of a multispecies life-support ecosys
tem capable 'Of supP'Orting an astronaut has been 
estimated at 2 acres (ref. 4). This estimate is 
based on an expenditure of all but about 2 per
cent of the photosynthetic production' on res
piratory requirements of other components of 
the system. Obviously, practicality dictates some 
compromise between two-species mechanical 
systems and the multispecies system which de
pends on natural seIf-regull:lJti'On. 

To date, the major emphasis in the develop
ment of life-support systems has been on single 
components. These data are valuable and such 
work should be supP'Orted in the future. How
ever, we believe, based on our knowledge of the 
properties of ecosystems, that future work must 
stress the development of a multispecies system. 

Since such a system will necessarily be larger 
than proposed two-species systems, we need to 
determine which processes can be satisfactorily 
supplemented or replaced by mechanical or 
chemical devices. For example, the reduction of 
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COMMENTS 
Dr. WARD. I would say that your suggestion is exactly 

that made previously by Jack Myers and later by 
myself and Dr. Miller. That is, a one-by-one selection 
of species and a study of their interactions where one 
knows what one has. Then build it up until you get 
your complexity from which you get your stability, 
rather than starting with a bucket and never know
ing exactly what you have, where it is going, or what 
happens to it. 

We know from experience that, if you have an 
ecosystem which you have learned something about 
and have some data on, and then add a new species, 
you are going to have a new succession start, whether 
it be small or large. Our opinion is that, if we are 
going to try to do this kind of thing, let us put them 
together and learn how they interact. If one wants 
to learn specific processes in single organisms, fine. 
Perhaps we can get some physiologist to attack that, 
a's well. It is the difference in the ooncept. 

This last experiment you suggested is basically a 
rewording of the one-by-one selection to study what 
one can get 'away with towards life-support. I do not 
see that your suggestion is really divergent from what 
we have already suggested. 

Dr. COOKE. This is not precisely what I am saying. 
Let me go back a way in the history of ecologic research 
and thought. 

Most of the research in ecology has been done on 
simple single species or a pair of species. For example, 
one goes into the forest and studies the maple trees 
and some other fellow comes in and stUdies oak trees, 
or a variety of things. Then they hope to describe the 
ecosystem from what they have learned about each of 
these single species. As it turns out, the whole is a 
little greater than the sum of the parts. Consequently, 
you have to look at the whole system, as well. 

295-333 0-68-10 

Dr. REPASKE. I believe there is a fundamental differ
ence in principle between your ecosystem and what will 
occur in the space capsule. In your ecosystem, it is 
immaterial which species gains ascendency and which 
goes down. 

In the capsule, we certainly are interested in one 
species maintaining itself, namely, the man. If you, 
in your ecosystem, would be interested in one of your 
flagellates or in one of your organisms, and had to 
do everything in order to have this maintain itself, 
then you would have an analogous system that we have 
in the capsule. 

But, if you are just concerned about some life exist
ing in some balance, and it is immaterial as to which 
species predominates, then I believe it is an entirely 
different system, 

Dr. CoOKE. I see your point. We, too, are interested 
in the astronaut surviving. That is our main point. 
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If it takes a big system to support him, then it will 
have to be big. If he is one of many components in 
there, that is just the way -you will have to look at it. 
We cannot sacrifice stability. This is the important 
thing. 

Dr. REPASKE. I believe your approach is wrong, be
cause, if you would propose your microecQSlystems 
from the standpoint I)f having one species and ar
bitrarily try to maintain this species in some constant 
number and let your other fluctuations occur as they 
do occur, then you have something analogous. If you 
let everything fluctuate randomly at will, you are 
comparing one system that has no basis for comparison 
with the other. 

Dr. COOKE. I agree that these two systems are com
pletely unalike. In other words, if we had a microeco
system in which we intended to maintain a fish in it, 
as a top consumer, we would have to make some efforts 
to see to it that everything that is needed for that 
fish is in there. This would 'be a pretty complex system 
in comparison to what we have. We have no verte
brates in it. 

Dr. KRAUSS. I only wanted to remark that I believe 
there Is nothing that you have said about the stability 
of ecosystems with which would be debated by any of 
us who have anything to do with ecology. But, we are 
dealing with a rather special situation here of a man 
in a space capsule. It is a pretty unstaible Situation, 
regardless of what the life-support situation is. But, 
because of trading off stability of an ecosystem to 
engineering, we are able to maintain just one species, 
as a matter of fact, for a reasonably long time. 

We have had one up for the last 5 'Or 6 days, for in
stance. But you see, by introducing one or more micro
organismal systems, we are, -in fact, moving away !from 
that single species to at 'least two or three, or some
thing of this sort. The whole questi'On in deciding about 
long-term life-support, I believe, is going to revolve 
about where you can trade off stability for engineer
ing. A stable system is a tremendously expensive sys
tem from the point of view of space, weight, and energy 
consumption. A much more efficient system is a much 
more compact, compressed system, admittedly, with the 
dangers of instability. In this particular kind of situa
tion, I think one has to invoke these basic principles 
of ecology with great caution. We are doing 'something 
which, in itself, is unstable, and is being maintained 
for a fairly limited period 'of time. With all of the 
resources of stahility of the planet behind, it is com
pressed into an extremely efficient, functioning system 
for a relatively brief period. 

Even a thousand days is a relatively brief period, 
but this thing comes out of a very broad-based stable 
ecology on the planet 'Of which man is a part, an in
creasingly less stable part (as you well know), but 
still a part. 

Dr. COOKE. Are you using the word "efficiency" a 
little differently than we are? We are talking a!bout 
the efficiency of high production and small sIze. 

Dr. KRAUSS. We have a specific mission here, yoI'!. 
see. Thati:s t'O get a IllIa.11 up fOT enough time to do what
ever -observational work he has to do and to get him 
back with the minimum of weight and volume to go 
with him during that period of .time. Of course, we 
sacrifice much of the very sound and indisputable 
arguments of ecology in order to bring this about. 

Dr. KOK. I still think there is no sacrifice whatso
ever in the two-component system. The second point is 
right in your graphs. By including even three more 
components, your efficiency goes down with such 
dramatic numbers that in the very first curve you 
showed a factOT of a 1000 in it. Not only is it a fallacy 
in stability conception, but also the efficiency is 
inhibited. 

Dr. COOKE. I do 00'1 agree with saying there is a 
fallacy in stability. Would you rather ask whether an 
astronaut will come back or not? 

All we are saying is that you have to invest some 
stability in the system, and engineering has not shown 
itself to be quite that good. How can you beat some
thing that evolved for millions of years? That is pretty 
efficient engineering. You are dependent upon an eco
system that is stable. 

Dr. JENKINS. That is just the reverse. We bJave 
monocultures all over the wOTld. Our whole agricu1tU're 
is 'based on single species. Nobody tries to grow rice, 
peanuts land orange trees in the same SIoil, and we are 
ta'lking about a system now where we have a few cubic 
meters., to srupport 8 or 10 men. 

While your principles are correct, what relationship 
does i!t have to the spacecraft or even carrying it out, 
if you would extend this, to a lUiIlar colony or to a 
Martian colony many years in the future? Would you 
ever get past the monoculture .that we have on Earth? 

Dr. COOKE. Your point is well made that obviously 
our agricullture is essentially a monoculture. Of course, 
we are sacrificing a lot of stability in our own largest 
earthly environment as a result of this monocu1ture. 
This is something else ·that ecologists are going to have 
to speak up about. We are getd:ing more and more un
stable. The temperature of the Earth is rising because 
our monoculture is attempting to replace fossil energy 
for solar energy through our own photosynthesis in 
our biosphere. 

Dr. FOSTER. To put jot more crudely, we want to bring 
them back in eIther case, but from an engineering view
point you are either going to scrub the trip completely 
in favor of stability or you are going for a thoUSiand 
days, taking along with you as your major purpose, 
the best controller that has been so far invented, and 
that is man. 

With certain instrumental aids, you have a man there 
who is operational and can control far better in a 
limited ecology than any other stable control that you 
can get. 

Would you say that if there were godng to be 10 
or 20 species, this would be a reasonab1e estimate or 
would it be something else? 
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Dt:. CooKE. I do not know. 
Dr. TISCHER. If you were to set up a bacterial ex

perim~Dlt at two levels, wbich is about as few as you 
,coan use to gain any iIIlformation, you would have 210 

power experiments wb,ich would mean for one rePlioo
tion you would have to do a thousand determinatioml. 
If you double that, you have <;!fo or a million d~rmi
nation, roughly. And so on and so on. It seems to me 
that added to the nrore simple cost factor'S inV'alved is 
the cost of experimentaltion. 

Dr. COOKE. I agree that ilt is an exremely complex 
problem. I can think of a lot of experiments, for ex
ample, that could easily answer some of your questioml. 
It would be very nice, for example, to contain a small 
mammal, a rat or a mouse, or some other type organism, 
and attempt to build an :isolated se!lf-maintaining eco
system. Such attempts have been made. 

Dr. W ABD. Do you consider Oswald's and Golneke's 
microecosystem as having considerably more stability 
than the other algal cultures, such as Dr. Krauss' 
which runs for weeks a't a time? They had species 
diversity, in fact, quitte a few. They had a pond of algae 
with associated bacteria !thaJt come out of an oxidation 
pond, plus the ones that inherently inhabit the gut of 
a mouse. 

I do nat see 'that any evidence to the faCit that tha't 
particular system had 'turned oUit Ito be really any more 
stlable than ;rack Myers' PalaDJCed system, where he 
worked for several years with mice in algae cultures, 
or the stability of Dr. Krauss' algae culJtures. 

Dr.-CooKE. We have yet Ito be impressed with a stable 
two-species ecosystem. I have not seen any evidence of 
it y~, if we want to call 'this an ecosystem. I have not 
seen a graph or paper ,that shows me a stable two
species life-suPPol"t system 'that lasts more than a few 
hours'to a few days. 

Dr. KOK. Spacelligblt is not interested in !(;be eco
system. 

Dr. COOKE. A two-species system is an ecosystem. 
Have you shown me a system of life-support that has 
been stable for a long period of time? 

Dr. DEC1CCO. I think we are confusing a completely 
closed system with a partially or mainly closed system. 
I do not recall anyone ever saying we could have a two
species, completely closed ecosystem. I think what we 
are trying to ge't at is as close Ito this as possible. We 
are exploring how complete a system we can get with 
two species and compare 'this to how complete a system 
we could get perhaps wi!th more species. Then we look 
at the engineering problems involved in bmh and try 
to determine which Would 'be the most adV'llntageous. 

Dr. REPASKE. Do we really want an ecosystem or 
just a supplement to maiDitain a man? If 'the spacecraf.t 
were large enough, he could take corned beef sand
wiches and oxygen, and we won It be concerned about 
an ecosystem at all. Because he probably cannot take 
enough tanks of oxygen and cannm take an adequate 
soorte of food, we simply want to supplement that which 
we cannot carry. I wonder if this necessarily involves 
us in an e.oosystem or just a continuous supply of 
food and some exchange of atmosphere to maintain 
him? 

Dr. COOKE. I thilIlk oDIe shifts f.rom the other, de
pending UlPon how long this voyage is going to be. I 
suppose the storage system could support a man maybe 
30 or even 60 days. With complete storage of all the 
rtequirements in terms IOf tanms of gas and COl."Iled beef 
sandwiches, one gets pas~' this point, and, sooner or 
later, you will have to have a more ""nd llJJOIre com
plete system for him. 

Dr. JENKINS. The system has been designed for 700 
days, four men, complete storage of food and oxygen. 
Thi!S is proP.osed for a Martian fiy-py. However, when 
you get into 8 or 10 men and 1000 days, and some 
of these men landing on Mars, then it looks like the 
storage is getting out of biand. So a partial system 'Of re
generati.on, at least for a partial regenemtion of .oxy
gen 'and wafJer utilimtiQIl, is needed. Actually, when 
you send up a man, you are sending up quite an eco
system. Therte are many species of ba.cteria. In fact, if 
you didn't 'have a selies .of bacteria, the man probably 
would Diot have proper digestion. 
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Concluding Remarks 
Dr. Cox. There will now be a summary dis

cussion with conclusions and recommendations 
coming from all of the participants. 

I have only been reading in this area for a 
very short time, but the hydrogen bacteria that 
I have read about are quite interesting. Actu:ally, 
a wide variety of bacteria can catalyze the oxida
tion of hydrogen. These include sulphate re
ducers, Olostridia, Streptomyces, micrococci, 
Pseudomonads, and others. If a Pseudomonad 
can produce hydrogena'Se and also utilize CO2 

as a sole source of carbon autotrophically, then 
it has become customary to place it in a special 
genus called Hydrogenomonas. It is also clear, 
however, that some bacteria described in the 
literature, 'as Hydrogenomonas, are not known 
to be strict Pseudomonads. If they are not 
known to be strict Pseudomonads, what are 
they~ The autotrophic hydrogen bacteria that 
we hear about, and apparently those discussed 
in this conference, also seem to grow as well, if 
not better, on organic substrates. 

I do not know of 'any bacteria, autotrophic or 
otJherwise, that h!ave shown to be obligate hydro
gen fixers. Therefore, it seems to me that the 
use of the genus H ydrogenomonas may be mis
leading; it may be confusing. I believe it prob
ably should be abandoned. It might be very 
much better to look upon heterotrophic bacteria, 
all as being potentially capa-ble of producing 
hydrogenase, regardless of the physi'OI'Ogic 
gr'Oup that they belong to-autotrophic bacteria 
or heterotr'Ophic bacteria-grown under auto
trophic conditions. 

I mention this because when some'One says 
Hydrogenomonas, they sh'Ould know something 
about the 'Organism'S that they are working with. 
If someone says he is working with a Pseudo
monad, we immediately know certain things 
about it. If we want to do further researoh on 
this organism, we have a vast body of knowl
edge published that we could go to and get a 
rather good baseline for our study. I am really 
talking about saving time. My fear in sitting 

here again as an interested bystander is that 
I wonder about many of the Hydrogenomonas 
cultures that have been reported. I wonder what 
they are~ I am even more c'Onfused because I 
cannot find, in the published literature, a de
scription of the Hydrogenomonas specie eutro
pha, which apparently most of you are using. 

This does not detract from the use of the 
organism at all. But, I would make a plea that, 
if it is that good, someone should write it up 
so that I can read about it. 

Dr. REPASKE. Biotechnology and Bioengi
neering has published s'Ome of the characteris
tics quite recently. 

Dr. Cox. Do a11 of you think the H ydrogeno
monas you are using are Pseudomonads.9 

Dr. DECICCO. Most 'Of them are Pseudomo
nads. 

Dr. McFADDEN. Duderoff has long been con
cerned ab'Out this very point. 

Dr. DECICCO. When Duder'Off says Pseudo
monas, I know what he is talking about. 

Dr. JOHNSON. He has 'a graduate student wh'O 
just c'Ompleted a dissertation on the taxonomy 
of Hydrogenomonas. I assume they will be pub
lishing this at any time. 

Dr. Cox. The plea I am making, really out 
of c'Ompassion f'Or the organism, is to plea-se pay 
some attention to the basic physi'Ologic and 
anatomic structure of the organism, rather than 
merely assuming that when y'OU get a culture 
and call ,it Hydrogenomonas, you know it pro
duce'S hydrogena:seand will grow autotrophi
clally. This is ail you care about. I can soo where 
this kind of thinking can lead t'O trouble in time 
t'O come. The immediate question, it would seem 
t'O me, is in which characteristics of a micr'O
organism is the space effort and NASA in
terested? What charaJCteristics should an 
organism have? 1f a culture with such charac
teristics exists, and I presume it does in H. 
eutropha, then it would seem that a very exten
sive basic physiologic, metab'Olic, genetic, and 
perhaps even fine structure study should be 
performed quickly-studies like some of the 
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ones that we have heard here the last 2 days, 
but even more extensively, if no such culture 
exists. Attempts should be made to isolaJte one 
using appropriate enrichment techniques. I do 
not know how many people have attempted to 
isolate organisms from nature using enrichment 
techniques designed to seloot characteristics in 
which you are interested. I think I \tould like 
to organize the conclusions, recommendations, 
and discussions here by saying that we should 
probably pay attention to the problems that 
exist. 

In other words, what are the problems and 
what progress has been made towards their 
solution? 

Yesterday morning I heard Dr. Saunders 
mention a list of problems areas. I wonder if 
I could begin 'by asking him to repeat those 
slowly? 

Dr. SAUNDERS. In following the proceedings 
of yesterday and today, I believe that a good 
deal of information was presented on many of 
the problems. However, I am not sure that all 
of these have been answered. 

The first one dealt specifioally with the 
H ydrogenomonas-chemosynthesis system. One 
of the problems was: Is there an inherent dan
ger of damage to the enzyme system hydrogen
ase by virtue of the molecular oxygen in the 
medium? 

Dr. Repaske, you discussed hydrogenase and 
I think Dr. Bongers mentioned someJthing about 
the effect of excess oxygen on hydrogenase 
activity. 

Have we satisfied this particular problem? 
Is there anything more that we can think about 
with that particular system? 

As Dr. Cox mentioned, we have an organism 
with a hydrogenase system. It could be one of 
the organisms we might use in the system we 
are discussing. 

Dr. REPASKE. If you are asking for answers, 
we have grown H. eutropha with as much as 
25 or 30 percent oxygen and growth still occurs. 

Quantitatively, I cannot recall whether 
growth is as rapid or not. As I recall, it is vir
turully the same, so at least to 25 percent or to 30 
percent oxygen, one could assume that there is 
no effect. 

"'
Dr. SAUNDERS. It would not be a toxic effect 

of oxygen, per se? 
Dr. REPASKE. Not in an autotrophic medium, 

at least. 
Dr. BONGERS. I am not too convinced that we 

have only one hydrogenase, but that is beside 
the point. 

There probably is an effect of oxygen on 
hydrogenase in that, if tj:he oxygen concentration 
is high, the amount of hydrogenase formed in 
cells is low. While, if the oxygen concentration 
is low, the amount of hydrogenase formed is 
higher. 

However, if you transfer from high oxygen 
concentration to low oxygen concentration, there 
does not seem to be an inhibition. I would not 
see that there is any danger of oxygen on hydro
genase research. There is no experimental indi
cation for that. 

Dr. SAUNDERS. If there is an inhibition, it is a 
temporary or transient and a reversible type. 
You are satisfied then that we do not have much 
of a problem with this? 

Dr. DECICCO. Hydrogeno'l1wnas eutropha has 
a constitute of hydrogenase, at least the kind we 
have mentioned. There may be more"than one. 
The one we have been measuring is constitutive 
and this is regardless of what you grow it on, 
autotrophically or heterotrophically. We should 
keep in mind that this organism is a soil or 
water organism. It normally grows under an at
mosphere of 20 percent oxygen and we never, 
to the best of my knowledge, under nornlal con
ditions, grow it in an atmosphere containing 
more than 20 percent oxygen. Normally, it is 
down to' 10 or 15 percent. From this point of 
view, again going back to its ecolO'gy, it has been 
arO'und for prO'bably a fe"w thousand years or 
mO're, growing under 20 percent oxygen and still 
has hydrogenase. 

Dr. McFADDEN. Do any of you working with 
H. eutropha see this in H. faoilis? 

We have looked at this with both H. eutropha 
and H. faoilis. We tried to' select by natural 
means and by artificial nutrients, obligate 
heterotrophs. Until recently, we had never been 
able to do so. This is using replicating and every 
other method. 

We are checking every cell present in a large 
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population. Under natural means, we have never 
obtained an obligate heterotroph. 

Recently, we have obtained a couple of orga
nisms that seemed to be obligate heterotrophs, 
but only under certain conditions. I think this 
would be a very rare thing. 

Dr. Cox. HUNe any of you seen obligate auto
trophs in any of your cultures? 

Dr. DECICCO. No. It has never been reported, 
to my knowledge. 

Dr. Cox. What about Nitrosomonas.f! 
Dr. BONGERS. It has no hydrogenase. 
Dr. DECreco. They are nitrogen, you lmmv. 

Dr. Cox. Are you sure? 
Dr. McFADDEN. Yes. 
Dr. DECIcco. I am not sure about the 

hydrogenase. 
Dr. TISCHER. I wonder if the fifth answer of 

the high temperature would not argue for the 
fact that there is not one, but perhaps several de
hydrogenases possible in this series of orga
nisms, since, otherwise, how could this thing 
exist comfortably at 50 to 55°C? 

Dr. REPASKE. One step in my purification is 
to heat the enzyme preparation to 50 or 55°C. 
for 5 minutes. I get rid of much protein and 
virtually no ·hydrogenase, so the hydrogenase 
outside of the cell is stable to 50°C. 

Dr. TISCHER. We are talking about growing 
ours for weeks. 

Dr. REPASKE. I cannot argue what happens 
inside a cell versus what happens outside. It 
may be more stable inside the cell. JiJnzymes usu
ally are more stable intracellularly than extra
cellularly; in an extract, it is stable at least 5 
minutes at 50° C. 

Dr. TIsCHER. I did not make any sta;tement as 
an element of proof, but merely as a suggestion. 
This might conceivably turn out to be an ele
ment of proof at some time that there is some 
real differooce between at least two or among 
several dehydrogenases coming from obstensibly 
different organisms. 

Dr. SAUNDERS. It is possible you are working 
with the same enzyme system, but that the fea
tures expressed belong to the iso-enzymes of the 
hydrogenase? 

Dr. TISCHER. It cou]>d be many things, of 
course, but I am looking at it in a gross sense. 

H. eutropha grows best at 50 to 55°C. There is 
obviously some difference. The question then is: 
Is this in the enzyme systems or is it not? I am 
really·raising a question rather than answering 
one. 

Dr. REPASKE. The cytochrome oxidases that 
I mentioned yesterday, heated to 40°C, is com
pletely inactivated. It seems that if one looks 
for· differential susceptibilities to heat, the oxi
dase is more susceptible than is the hydrogenase. 
Still, this does not prove anything. 

Dr. TISCHER. What we might do is attempt 
to repeat the experiments you have done with 
the H. eutropha and see if the hydrogenase 
reacts the same, except, say, 10 or 15 degrees 
higher. 

Dr. DECICCO. I might add that studies of this 
type have been performed with other enzymes 
and other organisms. 

High temperature mutants have been selected 
and the most heat-sensitive enzyme has been 
isolated. It has been known also to be extracel
lular and more heat resistant. This has been 
correlated with differences in the amino acid 
sequence, etc. It is quite possible your orgwnism 
has a somewhat changed hydrogenase that 
makes it more stable. 

Dr. TISCHER. It seems almost incumbent 
upon us to do this particular piece of work 
which we might not have undertaken otherwise. 

Dr. SAUNDERS. The second problem that I 
mentioned was the relationship between Hydro
gen01nonas and any bacteriophage. Dr. DeCicco 
presented information. on that. However, in 
categorizing a relationship between the baoterio
phage and Hydrogenornonas, it was brought out 
quite clearly yesterday that a contamination 
occurs by organisms in human urine, as ·well as 
possibility of any effects from carbonaceous 
organic-type products that might result in the 
medium. 

The genetic stability is still a problem that 
really needs looking at very carefully. At the 
same time, \ve lump under the genetic stability 
of the H ydrogeno1nonas organism the factor 
brought out yesterday and today on contamina
tion by either the bacteria themselves or other 
carbonaceous organic-type materials. 

Dr. DECICCO. I certainly think that the over-



·146 BIORE,GENERATIVE SYSTEMS 

all stability 'Of the organism, genetic 'Or 'Other
wise, must be studied to some further extent. 
With regard to t.he phage, we still should knQW 
or make an 3Jt.t.empt to find out whet.her t.hese 
things are lysogenic. If they are, you may be 
carrying t.hem right alQng wit.h you in a space
craft.. When you get hit with irradiation in 
outer space, mainly lysogenic culture, all of a 
sudden you have a bit of a problem. So I would 
say that this certainly should be looked at. 

Dr. SAUNDERS. We found a lead in the 3-day 
biosatellite experiment with Salmonella-typhi
meurium. In running these experiments through 
the rigQrs and p3JCes of the flight prQfile in pre
flight tests, for hardware and systems tests, the 
combination of vibration and 1200 rad of 
gamma radiation shows a tendency toward a 
synergistic effect, in that there were more viruses 
following the 3-day simulated flight than there 
were originally. 

What you are saying is that, if there is a phage 
in this organism and if it flies and encounters 
a radiation dose (we are hoping there will be 
3JdeqU'ate shielding), it might affecit the orga
nism. This is an impQrtant problem. 

Dr. DECICCO. First we can IQok at t.he phage 
we have. Then we can look at some of the nat
ural cultures we have been using ,all along. 

With respect to the contamination problem, 
I wonder if it WQuld not be expedient fDr all of 
us to collect our contaminants for awhile and 
maybe have some place where we can get them 
analyzed and see if we have any sort of cor
relatiQn ? We might then be able to determine 
whether with QUI." cultures we pick up all sorts 
of oontaminants or whether we, too, are selected 
for specific types. This could be extremely valu
able, because, for 'One thing, I have been think
ing of ways 'Of contrQlling our culture by an 
antibiQtic treatment 'Or something like this, if 
contamination should occur during flight. 

Since ,these organisms are quite resistant t.o 
both penicillin and streptomycin, either 'Or both 
of these could be used for controls during flight. 
If we were checking QUI." contaminants and 
fQund 'Out how they work with respect to the 
sensitirity to these an.tibioticsand SQme other 
faotors, this could:be helpful. 

Dr. Cox. I wondered if yQU established any 

rel3Jtionship between your phages and .the 
phages that are known for 'Other Pseudomon
ads? I ,think ,this WQuid be interesting. 

Dr. DECICCO. No, I have nQt. One thing, 
which should be done in answer to a previous 
question you raised, is to take a hydrogen bac
teria, throw out iJts hydrQgenase ,and classify it. 
We had someone do this some years ago. It came 
out to be most closely relruted iI:o a Pseudomonas 
ovalis from Bergey's Manual. 

Tob3JCCO m'Osaic is another case in point. The 
melting-temperature studies everybody did on 
DNA from Hydrogenomonas fall right in with 
it. 

Dr. Cox. Pseudomonas ovalis is very easily 
confused with an organism now called Pseuo
mali, which apparently is a human pathogen. 

Dr. DECICCO. I might also add that these 
resemble one another. They :both have a red
dish-brown pigment which is cJhar3JCteristic of a 
lot of H ydrogenomonads. I had :a student run 
nutritiQnal studies with H. faoilis and H. eutro
pha, They are very differen.t, even though she 
classified these by nutritional requirements. 

Dr. Cox. I have a good friend whose judg
ment I respect and I offered Ito het with him a 
couple of weeks agQ that he could not go 'Out 
into the soil and enrich fQr an 'Organism which 
he might call Aerobacter and get hydrogen fix
ation. He immediately took me up 'On it. He 
said he WQuid like to get money like this any 
time. I am not so sure this would be difficult. 
I don't knQw. 

Dr. DECICCO. After H. faoilis was tenatively 
suggested as being related to Pseudomonas 
ovalis, we took these 'Organisms and attempted 
to grow them autotrophically. This was not 
successful. H. ovalis does nQt have a hydro
genase. It also is able to fix small amQunts of 
CO2 while met3Jbolizing under hydrogen, but 
cannot grQw auWtrophically, at least under the 
same conditions we used. 

Dr. Cox. Are these cultures which you iso
lated or stock? 

Dr. DECICCO. These were obtained from the 
ATCC. 

Dr. McFADDEN. In this context there is one 
interesting property 'Of H. ovalis which I recall 
from some work done in England 2 'Or 3 years 
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;go. It does have the complete .autotrophic ma
chinery for CO2 fixation. It can grow at least 
some strains as :the sole carbons are sought, 
oxidize others forming to CO2 , gets energy and 
electrons from this process and reassimulates 
the CO2, So I find your comments quite 
interesting. 

Dr. DECICCO. There is probably some small 
difference. 

Dr. SAUNDERS. I would like to move on to the 
next problem I raised. If I understood Dr. Cal
loway yesterday, she said that she was handing 
us a low blow from the standpoint of the nutri
tional qualities of the dried product. 

Dr. SCHWARTZ. I believe that, basically, we 
have to take Dr. Calloway's final comment seri
ously, that the one organism approach is going 
to be mighty difficult. Certainly I would like to 
repeat at this time a corrolary comment I made 
yesterday, and that is that I do not think it is 
realistic to assume that the organism per se is 
going to be usable. The biomass is surely going 
to have to be operated on in some way. Whether 
it is timely to do that when you still do not have 
your biomass defined is another matter from the 
strategy of how you develop this. It seems to me 
that the state of the art in moving biomass is 
fairly well developed. 

All you have to do is to keep it in mind. You 
will have to sort out the various components and 
certainly, if you have a lipid fraction which 
seems to be as unsuitable or as unmetabolizable 
as these quick results indicate, you will have to 
do something to it to make it usable. It is clear 
that you cannot pile up huge amounts of unus
able material from your biomass. You will have 
to do something with it in order to make your 
efficiency high enough. 

I personally think that more than one organ
ism is going to be necessary for another reason 
which has not been mentioned here. So far as we 
know, man does not function very well without 
a fair range of organisms in his gut. Somehow 
or other either we are going to wind up with a 
sterile man or one in which the gut organisms 
are stabilized and then come around and sterilize 
the medium in which you are growing your 
biomass. Or else, we will have, as Dr. Gustafsen 
suggested a few years ago, axenic astronauts, 
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which might be a little difficult to achieve. I do 
not think you can avoid the clear indication 
that the gut flora are an important part of this 
story. 

Dr. BONGERS. I think we should point out here 
that these were preliminary answers as far as 
lipid utilization is concerned. Moreover, they re
ceived these samples only 3 weeks ago. A look at 
a different organism cultivated under quite dif
ferent conditions (to me as someone who doesn't 
know anything about nutrition) was still aston
ishing that the protein, the lower level, was still 
digested in a similar fashion as the protein was 
in the normal organism. I think there will be a 
considerable problem in utilizing this polymer 
in which this work piles up. I think we are quite 
mistaken if we think that we can give quick an
swers to the difficult question. 

Dr. TSUCHIYA. This is the reason, actually, 
why we are interested in this entire business of 
mixed populations. They have not been able to 
use much more than 10 percent of algae and so 
forth, so far as man is concerned. I am not talk
ing about rats or mice. 

Dr. SCHWARTZ. That certainly is true of 
yeast. , 

Dr. TSUCHIYA. Therefore, I would be inclined 
to take seriously what Dr. Calloway will have to 
say about the upgrading of the protein. 

Dr. SCHWARTZ. I think there is another factor 
here and that is the balance of the diet. I think 
Dr. Calloway said she was going to go into a 
series of studies with very high protein. The or
ganism tends to put out more protein than 
would normally be needed. What will happen 
when you load under other stresses with very 
high protein over a long period of time remains 
to be seen. 

I think here expectation is that, in spite of 
Stephenson who lived on protein for a year and 
came out of that pretty well, you are going to 
have to find some way to readdress the balance. 
Also, there is a limit to how many calories you 
can get out of the fat, even if it is a good fat in 
the diet. Are YOl!. going to get more carbohy
drates to balance this off ~ 

Dr. SAUNDERS. Dr. Johnson, could you com
ment on the nutritional approach being taken at 
Ames, whether they have done anything and ob
tained any information, other than this ~ 
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Dr. JOHNSON. The studies are very prelimi
nary because they did not have high Hydrogen
omona8, although they contracted to get some. 

They are trying feeding studies with E. coli 
and the last I heard the animals were still alive. 

Dr. SAUNDERS. No breakdown of constitu
ents? 

Dr. JOHNSON. No. The whole cells are being 
fed. 

Dr. TISCHER. I would like to make a comment 
based on some comments I had from Sir Hubert 
Wilkins. He described to a group some years 
ago the fact that pemmican, which certainly is 
somewhat like half-fat, is very well tolerated 
under Arctic conditions where temperatures are 
very low. Under a certain kind 'Of stress condi
tion, one can stay alive on pemmica,n whereas 
you cannot on Campbell's soup or something like 
that. The two just do not match under those cir
cumstances. I am led to wonder whether the 
stresses of space travel may in any way have 
the same effect on nutritional ca,pa,bilities of the 
astronaut, especially on long voyages. It could 
be that something which we feed here on the 
ground unsuccessfully would be tolera,ted very 
well. We do not have to presume lack of suc
cess in every unknown case. We can equally 
well presume a success. If this analog holds, then 
a fat which does not work too w~ll on the ground 
might work fine under, say, considera,ble stress. 

Dr. SAUNDERS. As I understand it, the astro
nauts that are flying are getting an Earth-type 
diet, except that it is dehydrated and must be 
reconstituted with water during space flight. 

Do you know wha,t the calorie count per day 
is? About 3000? 

Dr. SCHWARTZ. Have they ever really con
sumed that, though? 

My impression is that they have never really 
consumed the scheduled quantity of ca,lories over 
a whole flight plan. Genera,lly speaking, they 
have been under. 

Dr. SAUNDERS. We do not have much infor
mation on the details. 

Dr. TISCHER. I know one piece of information 
from Dave Simon's ba,lloon trip-he ate nothing 
but candy bars in spite of the fact they gave him 
all sorts of other stuff to eat; he subsisted. This 
might conceivably mean something. 

Dr. SAUNDERS. This still remains a problen;. 
I b~lieve most of you a,re agreed that we should 
wait for a final report on the critical analysis 
of her data, particularly the polymers that Dr. 
Bongers mentioned. 

Dr. DECICCO. As far as protein goes, I do not 
really see where this is a problem. It might be 
an advantage instea,d. I do not think anyone 
ever suggested tha,t these astronauts eat pure 
Hydrogenornona8. The diet will haye to he sUJp
plemented with something else. Why can't the 
supplements be ma,de to balance the protein and 
wind up with whatever type of carbohydrate
lipid balance you want? 

Dr. SCHWARTZ. I think the problem here is 
that the major weight penalty in a normal diet 
is the carbohydrate. Really, if it came down to 
it, you could carry the essential amino acids for 
a very long trip without much trouble, if you 
were working at the minimum levels. In this 
case, you have protein in excess of basic nutri
tional requirement. The question is, can you just 
use it as caloric content without getting into 
trouble in other ways? 

Dr. DECICCO. The carbohydrate is more ex
pensive with regard to the weight. 

Dr. SCHWARTZ. The norma,l diet is roughly 50 
percent carbohydrate. If you start carrying that 
for a year, it gets to be kind of bulky. 

Dr. WARD. Dr. Callowa,y's main difficulty has 
been lack of material to work with. I would sug
gest that this group might consider where she is 
going to get the ma,terial, if you want nutri
tional andyses performed. 

Dr. SAUNDERS. How many of you are pro
ducers of adequate amounts of Hydrogen
ornonas? 

Dr. REPASKE. I produced for my own con
sumptionand then not enough. 

Dr. TISCHER. We produced a little. 
Dr, BONGERS. How much can we spare for 

Dr. Calloway? 
Dr. FOSTER. We are getting 100 percent of our 

recovery, a pound every 2 months. This is re
cently. At lunch Dr. Crulloway said she was not 
hurting so bad with the program she had active 
now, but if we gave her 100 pounds, she would 
start something else. 

Dr. TISCHER. At this point, it might be well 
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to ask the question of whether we should not 
redirect some of our efforts towards producing 
organisms for Dr. Calloway's use as a very spe
cial part of the program ~ 

Dr. SCHWARTZ. Don't you have to ask the 
question first: Is the composition of the biomass 
at this stage of development sufficiently re
flected with where you think you will be when 
you work out some of the energetics, so it is 
worthwhile doing~ 

Mr. McFADDEN. This is a very good point. 
Clearly the polymer production varies con

siderably as a function of growth. This is just 
an example of one nutrient. 

Dr. GOLDNER. If you are interested in just pro
ducing the polymer, disregarding the protein 
and other components of the cells, I think you 
could grow H yd1"ogenomonas heterotrophically 
very simply in mass culture and extract the 
polymer in its pure form. This would quickly 
produce voluminous amounts, without having 
the difficulty of autotrophic mass culture. We 
have been able to do this in our laboratory, by 
growing them on a very cheap heterotrophic 
medium and getting high yields of cells and op
timizing for polymer production. As a corollary 
to this, I wonder if it is known whether the 
protein composition of the cells varies very 
much between heterotl"Ophic and autotrophic 
growth. If not, would it pay to consider growing 
cells 'heterotrophically to at least get Dr. Callo
way started along the way of long-term studies ~ 

Dr. FOSTER. This was the information I had 
indirectly about Ames, that they were consider
ing heterotrophic production. 

Dr. JOHNSON. Both heterotrophically and 
autotrophically. 

lam not directly associated with this my
self, but my understanding is they are just 
worrying about themselves at the moment, but 
they might be prevailed upon. 

Dr. TISCHER. We were under some misap
prehension, because there were several things 
we mentioned last year that we have been wait
ing to see happen and apparently there has been 
a misunderstanding. For instance, I was sending 
these cultures to Dr. DeCic.co and he told me he 
did not know why I was sending them to him 

and what he was going to do with them after 
he got them. 

When I left the meeting last year, I was under 
the impression all of us would send these things 
to him. 

Dr. DECICCO. I thought someone commented 
with me having the phage down there, maybe 
they better not send me the cuts. 

Dr. TISCHER. Certainly our commitment 
was that if we could manage to do this in addi
tion to what we were doing on our own part of 
the program, we would send all of the surplus 
to Dr. Calloway. Of course, we have not been 
in a position to send any significant amount. I 
think we could do this, if that is required, just 
as a separatl} function, on a batch basis. Not like 
Dr. Foster produces them, but by the methods we 
already use. 

Dr. TSUCHIYA. I think the question raised 
about the quality of the protein varying under 
different growth conditions might enter into 
this. 

Dr. FOSTER. This is the reason that we have 
been holding off, because we know the elemen
tary composition changes drastically under dif
ferent growth conditions. I had hoped that we 
would do what we have done 2 weeks ago. We 
have the path ahead of us clear as to how to get 
up to active growth under conditions that we 
project for the actual production continuance. 
Before we went into the 20-liter unit, we could 
turn out 100 pounds in 6 months, if we dropped 
everything else and did only that. 

Dr. BONGERS. I personally think that nutri
tion is a bottleneck to your whole development. 
It may well be a good suggestion which Dr. 
Foster made, dropping everything else and 
producing the 100 pounds. You may well need it. 

Dr. MiLLER. What happens when you in
troduce the refinement and replenishing of the 
spent medium ~ This will introduce a further 
complication into your nutritional study. 

Dr. BONGERS. There is one proof for this. I 
think all we sent to Dr. Calloway was about 3 
or 4 pounds dry weight, but these were grown 
under autotrophic conditions under limitation 
of nitrogen. They were purposely made fat and 
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apparently her preliminary results showed the 
protein is not changed. Apparently, even under 
those conditions, the digestibility is just the 
same. It does not change that much. 

Dr. TISCHER. Didn't we rather agree last year, 
or didn't Dr. Calloway say, she would rather 
receive it frozen ~ In other words, wet-frozen, 
rather than dried ~That is what we planned to 
send her and have already sent her some. 

Dr. SAUNDERS. As of 2 months ago, she 
changed her mind. It didn't matter. 

Dr. BONGERS. I think she prefers lyophilized 
material. 

Dr. FOSTER. As of this noon, she said frozen 
was 'fine. 

Dr. TISCHER. Is it agreeable if we send her 
frozen? 

Dr. SAUNDERS. If she says frozen is fine and 
prefers lyophilized, whichever way you can send 
it should do the job. 

Dr. TISCHER. Lyophilization will cost usquite 
a bit of time and money. If we produced large 
quantities of cells, I would rather send them 
frozen, without doing any more than washing 
them and getting the excess water off them, 
rather than drying them by any method. 

Dr. REPASKE. Could I suggest that we grow 
some cells heterotrophically with whatever com
plex medium we could decide on, have her get an 
amino acid analysis and run through a general 
analysis of this ~ If this organism happens to be 
the same in analysis as the autotroph, it would 
be a lot simpler to supply her large quantities of 
the heterotroph than it would be with the auto
troph. If there is some fundamental difference 
between the two, then of course we would have to 
only USe the autotrophic. 

Dr. KRAuss. It would be simpler to do it that 
way, but wouldn't it be a good exercise for you 
to incraese your autotrophic production here ~ 
I think you might learn something in the 
process. 

Dr. JENKINS. In a magazine called Frontier, 
put out by the illinois Institute of Technology, 
it says, "Approximately 6 tons of soft coal 
should.give sufficient amounts of hydrogen and 
oarbon dioxide fur the production of one ton 
of hydrogen bacteria. 

"Since the primary material requirements 

"-
for producing hydrogen bacteria .can be satisfied 
by a :fertilizer manufacturer, a nominal inte
gration of these is possible. Hydrogen would 
be generated for both processes, carbon dioxide 
and oxygen, by products of production and the 
fertilizer itself could be used to produce the 
hydrogen batceria." 

I think it is important to consider the long
range value of H lIdTogenomonas as one of the 
potential high protein foods ina future highly 
populated hungry world. 

Dr. Humphries sa.id that the Soviets had a 
symposium on HydTogenomoru:uJ attended by 
500 people.. Their major interest was use of 
H ydrogenomonas for two reasons: (1) the basic 
studies and (2) the possibilities for food. 

The food potential of H lIdrogetlWmonas is an 
important thing. In our consideration of Hy
drogeno1'lWnaB, we are looking at it not only for 
space but as a spinoff fora potential food for the 
future. 

Dr. SAUNDEES. This also applies to algal 
systems. . 

The State Department has asked us many 
times for il1Jormatioll. I believe I referred them 
to Dr. Krauss once, about the possible spinoff 
from the algal research as a dietary supplement 
in Far Eastern nations. 

In fact, the dietary supplement for solving 
sbme of the world's nutrition problems is one of 
the things that is keeping the oil business in the 
Middle East, because of .the bacleria which Ithey 
have isolated that can convert hydrocarbon to 
polypeptides as well as a certain amount of 
protein. 

I mentioned a mutuaUty or commonality, for 
example, at the molecular level for energy col~ 
lection and utilization, and so on, in the two 
systemS that we were discussing these 2 days. 
Dr. Kok mentioned that he and Dr. Bongers 
conceived some sort of hybrid system at lunch 
time. 

We discussed during the break the possibility 
of Hydrogenomonas being combined in the 
algal medium. Then Dr. Krauss gave us a beau
tiful illustration of a very expeditious system. 

I wonder if the three of you and Dr. Ward 
might comment on it, in view of the nutrition 
problem that arose yesterday and the tendency 
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now to skim along and think at least of not a 
single organism system but maybe several. 

Dr. KOK. Are the algae much better food? 
Studies were done so long ago, who knows 

that? Who remembers that? 
Dr. KRAUSS. It depends on what data you 

look at and who compiled them and wha..t the 
source of the organism was. But we did some 
studies for NIH under good conditions which 
indicated that the ·algal material was very much 
like casein, as far as protein is concerned. Carbo
hydrates and fats were also reasonably satis
factory. I do not think any single food is in 
itself ideal. As far as the value of food products 
of Hydrogenomonas versus algae go, I do not 
think there is a major difference, unless it per
haps rests in the digestibility factor. I do not 
think there is much difference here. 

We have talked in our labor8ltory a little bit 
about the possibility of trying to get a mixed 
culture going between some adapted H ydrog
enomonas and Ohlorella in the same vessel at 
the same time. But, I do not know very much 
about Hydrogenomonas. We are having enough 
trouble with the algae, so we never put them to
gether. For those of you who know Hydrogeno
monas and from what you have soon of our 
media and so forth, is there any reason why this 
wouldn't work? 

Dr. BONGERS. You can grow them both to
gether; I call this mutual acceptability for each 
other. I do not see any reason why it should not 
be possible. On the other hand, I do not see an 
advantage. 

Dr. KOK. My feeling is tied to the speech of 
Dr. Jenkins. Do you in NASA want to do busi
ness or not? How fast does the thing have to 
be developed? How much technology has to be 
considered? Can you afford to keep on growing 
algae tha..t cost-even if we keep on playing 
around freely in the laboratories? Maybe we 
will keep working until the thing is flying al
ready without us. 

Dr. JENKINS. The point I was presenting yes
terday is that the time is getting late. Engineers 
at Langley Research Center, for example, are 
already considering chemosynthetic systems for 
space stations. Bioregenerative systems are not 
being considered by the engineers at the present 

time. When they talk to scientists working on 
bioregenerative systems, they hear about ID..:1,ny 
biological problems with little statistically valid 
production data. Unless we develop a sound, re
liable system the engineers will utilize a chemo
regenerative system. 

Dr. KRAUSS. From an engineering point of 
view, the engineers really do not like a man in 
the capsule. 

Dr. WARD. This is appropriate. Are we pro
gressing even conceivably at the rate ",e should 
to satisfy these engineering parameters ? We 
have to be able, as biologists, to give. ~4.em 
specifications at some fixed magic time in the 
future. I am afraid we are not advancing at 
that rate. 

Dr. DECICCO. Obviously, I think the approach 
here is to find out from the engineers what they 
want to know. 

Dr. WARD. They cannot tell you. 
Dr. DECICCO. Someone has to decide. The 

problems you have been discussing are some of 
the things we have to decide and are involved 
in, but somewhere along the line we are going 
to have to find out what these people want to 
know, so we can supply the answers. 

Dr. KOK. There should be engineers in this 
room, in other words. 

Dr. JENKINS. The engineers need to know 
that a bioregenerative system will fit in a vol
ume of a certain cubic size, with a specific 
weight, and specific power requirement, that it 
has a definite reliability that they can count OIl, 
and will produce under specific conditions 
definite quantities of oxygen, partial food sup
ply for a definite period of time. When you 
furnish that information they will be happy 
because the chemoregeneratiye systems have 
problems of very high temperatures (500 to 
600 degrees), production of toxic materials, 
and waste material. 

Dr. KRAUSS. I agree with everything you have 
said. I think the point is that to get an appar
atus that has tha,t ,reliability and has the sophis
tication to go ahead ,and produce it for these 
long periods of time itself requires a higher 
level of engineering talent and effort-probably 
more effort and talent than has been available 
to the people working in the field. Technolog-
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ically, the systems we are trying to create are 
far more difficult than creating a rocket engine 
or more difficult than the engineering of a cap
sule. Engineers seem to sympathize with the 
problems in developing these things, but do 
not quite sympathize with the very great prob
lems of developing a biosystem. 

Dr. SAUNDERS. We have this experience on 
record with the biosatellite. 

The biologists are having their difficulties in 
getting the type of hardware that would keep 
that organism alive for the given mission. This, 
however, is a problem that is b.eing resolved 
gradually. The communications factor between 
the biologist and engineer is being overcome 
gradually. 

Dr. KOK. Ten years? 
Dr. SAUNDERS. I do not think it will take that 

long, but it is a problem still with us, and I 
believe what Dr. Jenkins says is that, when 
you talk to an engineer about such a system 
being integrated into a spacecraft, he will ask 
you three questions-about weight, volume 
and power requirements, because those are 
constraints. 

Dr. KRAUSS. How ca-n you give him those, 
when you had only the very minimum experi
ence with the kind of apparatus that you need ~ 
I think of our recyclostat for the algae, primi
tive as it is. I am not entirely satisfied with all 
its components. In looking at the turbidostat, 
assuming you are willing to settle for the me
dium washing through .and out, it works also. 
But these are still relatively primitive devices. 
They are nowhere near the sort of intricate, in
volved self-sustaining devices that will be neces
sary, in order to give these figures a weight 
volume efficiency. It is expensive to build those 
things. It is much more expensive, I think, than 
anyone realizes. I have seen this with regard to 
the interest that the Navy had in life support 
for submarines. Somewhere along the line, there 
is a breakdown in understanding about what 
will really be required to get these to a func
tional state. 

Dr. SAUNDERS. These are the things they 
would expect you to already have in almost a 
breadboard model. 

Dr. KOK. It is very difficult to translate Oltr 
machine into a space machine. 

Dr .• J ENKINS. That is the responsibility of the 
engineers. The fundamental question is: Do you 
have a system that will work ~ Is it reliable 
enough for a period of time so that it is worth
while carrying out tests in space under weight
lessness conditions?-

Dr. KOK. Take Dr. Krauss's system and work 
on it. 

Dr. KRAuss. That will be expensive. Dr. Bon
gers can help; I can help; and Dr. Foster can 
help. But to engineer a system like this would 
not be accomplished cheaply. 

Dr. BONGERS. What you really want to have 
is tt program to develop a system which might 
work under "zero" gravity conditions. 

Dr. MILLER. The Air Force, at Brooks Air 
Force Base, has an overall objective for the de
velopment of a bioregenerative system. At least 
from a historical standpoint, the people in our 
group have been involved with the green-plant 
systems working mostly from an applied, and 
somewhat basic-applied standpoint. 

We, at the present time, are activating a large 
two-man capacity algal photosynthetic ex
change unit from which we hope to get logistics 
operations of just what is involved to get it 
operating, keep it operating, and maintain it~ 
and what supply problems are involved. We are 
getting our backup information now, so that we 
can do the same type of thing Dr. Krauss is do
ing, the replenishment and recycling of spent 
medium. Also, we are working on waste recla
mation reactors. We have two prototype ac
tivated sludge units, and we hope to tie those 
in, make up total algal units, .and get this tied 
up to a chamber for a fairly extensive run some 
time in late 1968. 

This is a development program which we 
have underway at the present time. There is 
also work going on on high plant systems, as 
well. We are all working on what was to be 
categorized as an unknown application right 
now, but high plant work is an even more un
known application potentially than the algal 
system. 

Dr. WARD. I think it would be worthwhile to 
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point out the design in the creation of that mon
ster started some 31;2 years ago. 

Dr. MILLER. y~S. Only after extensive experi
mentation with different types of growth con
figurations, this is a modular thin panel design 
where we have a series of algae panels sand
wiched in between banks of fluorescent lights; 
it is a two-man capacity. The total system vol
ume is somewhere in the neighborhood of 100 
meters. It has a total exposed surface area of 
around 28 square meters and a total power re
quirement of around 30 kilowatts. We do not 
know whether or not this is inadequate or overly 
adequate right now. 

Dr. REPASKE. We have known for the last 2 
years that, in order to sustain one man, at least, 
with his oxygen requirements, we would prob
ably need a 20-liter culture. It is true that we 
need smaller cultures originally to work out 
some of the details, but you always have a scal
ing-up difficulty. If we work out all of the con
ditions now for a 2-, 4-, 5- or even 10-liter 
culture and finally scale up to twenty, we will 
face additional difficulties. I wonder if it would 
not be just as easy to get going on all 20-liter 
cultures and work out the conditions, as well as 
the difficulties involved in a 2o-liter culture and 
get these out of the way simultaneously, or do 
we run into other problems? 

Since I am not involved in this, it is very easy 
for me to suggest that we get 20-liter cultures 
going, but maybe one has to go through these 
steps slowly. 

Dr. FOSTER. We have the 20-liter culture ma
chine built and sitting there waiting either to 
spend the extra money to buy all of the auxil
iary components or tearing down our 2-lilter 
and transferring them. I have hesitated hecause 
of control and transfer problems with the 2-liter 
to shut it down and put them into the 20-liter. 
From the sense of this meeting, we better shut 
down and transfer the 20-liter right now. 

Dr. SAUNDERS. What sort of volume and 
weight 'Would that 20-liter carry~ The whole 
system~ 

Dr. FOSTER. Ours or the flight system? 
Dr. SAUNDERS. Yours. The flight system I do 

not know would be too much different, would it ~ 
Weight and volume on it ~ For 20 liters per day ~ 
It is a breadboard, or is it? 

Dr. FOSTER. It is a 16-inch cylinder with 24 
inches of height. It is a culture vessel and the 
frame is not as big as the one you have on the 
2-liter job. 

Dr. DECreco. It would be weight saving, 
when you get down to making small units. 

Dr. FOSTER. We use the same instrumenta
tion, the same controls and probably the same 
size gas transfer lines, because we designed into 
the 2-liter a capttbility for a 10-fold increase in 
gas transfer. 

Dr. SAUNDERS. Thank you very much. We 
certainly appreciate the contributions you made 
and we appreciate you taking the time to come 
and spend these 2 days with us. Probably the 
way things are looking now, we will have 
another one of these meetings-I do not know 
when-but certainly you will be informed as 
soon as possible. We will hope that you will 
again be kind enough to come and join us and 
give us the benefit of your time and your 
thoughts. 

Thank you all for coming. 
Dr. JENKINS. I think the progress has been 

excellent since last year. I am most pleased to 
hear what has developed since then. 

Dr. SAUNDERS. Again, my thanks to the par
ticipants, and I certainly owe a debt of grati
tude to the American Institute of Biological 
Sciences as well as to Mrs. Kaye Walters, my 
secretary, and Lt. Michael Voorhies, my assist
ant, for helping us with organizing a successful 
meeting. 
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