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INTRODUCTION

Itis an interesting fact (Macfarlane, 1984) that 58 years elapsed between the publication of the
studies of Burdon Sanderson and of Lister showing the antibacterial action of members of the
genus Penicillium (Burdon Sanderson, 1871; Lister, 1871) and Fleming's somewhat more
celebrated paper (Fleming, 1929) to the same effect. Coincidentally enough, a similar period
links this latter date with the present year. When seeking to account for Fleming’s apparent
ignorance of the prior art, Macfarlane (1984) notes that Papacostas & Gaté (1928) had just
published a book which contained a 60 page section, headed ‘Antibiosis’, on the extensive subject
of bacterial inhibition by moulds and by other bacteria, devoted to previously published
observations on this phenomenon and with several/ hundred historical references!

The evident moral to be drawn from this tale is that the state of the art as perceived by the
collective consciousness (or its foremost representatives) often differs markedly from what has
actually been widely recorded in the literature. Thus, given the impossibility of being all-
pervasive, one must often, and especially in an overview of the present type, concentrate upon
the crucial principles at the expense of the details. I state this by way of an excuse for doing that
very thing in what follows, since I shall be seeking, in the most eclectic manner, to summarize
my own analysis of several areas of what constitutes a huge field of enquiry: the question of what
controls the growth and metabolic rates of bacteria.

Now, the first distinction which we make when we seek to analyse the mechanisms by which
bacteria contrive to control the rates at which they grow or metabolize is that between
catabolism and anabolism, which are of course linked predominantly by means of the adenine
nucleotide system (Fig. 1). Here we see, in a formal sense, the conceptual separation between the
provision and utilization of free energy in the living bacterial cell, so that the cell is modelled as a
non-equilibrium thermodynamic energy converter. The negative of the free energy change per
extent of reaction for the catabolic reactions constitutes the input force (or affinity; see e.g.
Prigogine, 1967; Welch, 19854) to the adenine nucleotide system, whilst the output force is
represented by the free energy change (per extent of reaction) for the formation of biomass. The
relevant fluxes are constituted by the rates at which the catabolic and anabolic processes take
place. It is particularly important to note that not all the free energy that is generated by
catabolism is actually used to drive anabolism, and this is represented formally as an uncoupled
ATP hydrolase reaction. To quantify this contribution in particular, we must define the
efficiency of microbial growth.

THE THERMODYNAMIC EFFICIENCY OF MICROBIAL GROWTH

In non-equilibrium thermodynamics, the efficiency of an energy converter is given (e.g.
Kedem & Caplan, 1965; Stucki, 1980; Westerhoff ez al., 1983) by minus the product of the output
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Fig. 1. Simplified formal structure of a prototypical aerobic, heterotrophic microbial cell as a non-
equilibrium thermodynamic energy converter. Catabolism is coupled to anabolism by a black box, the
cell. The forces and cognate fluxes of the partial reactions are given by the affinities X and the fluxes J.
The thermodynamic efficiency of a linear energy converter of this type is equal to —J,X,/J.X..
Catabolism is coupled to anabolism via the adenine nucleotide system. The coupling between
catabolism and phosphorylation is catalysed by an internal black box (and is imperfect), as is the
coupling between the ATP system and anabolism. The imperfect couplings are formally collected
together as a ‘leak’ (1) or uncoupled ATP hydrolase activity.

force times the output flux (i.e. rate) divided by the input force times the input flux, in other
words by minus the output power over the input power. For heterotrophic aerobes growing in a
carbon- and energy-substrate-limited chemostat, the relevant free energy changes are those for
the formation of biomass by anabolism and of CO, by catabolism of the C-source plus O,. Now
as shown by Westerhoff ez al. (1983), it transpires that in some cases the efficiency of bacterial
growth so defined is actually negative! This apparently strange result follows from the fact that
the free energy change for the production of the appropriate stoichiometry of biomass from the
C-source used is such that it is itself actually favourable thermodynamically, so that (what is the
majority of) the C-source that is used in ‘catabolism’ is actually in a sense ‘wasted’. The
appropriate analogy is that of running a car downhill. It will go on its own; all that the engine
does is to make it go faster! Indeed, experimental microbial growth yields generally scale
monotonically with the degree of reduction of the substrate (Linton & Stephenson, 1978); the
changes in chemical potential caused by the oxidation of molecules of various degrees of
reduction does provide usable free energy in approximate proportion to the said degrees of
reduction. The maximum thermodynamic efficiency of growth that is actually observed in
practice, using substrates with a low degree of reduction, is some 25% (WesterhofT et al., 1983).
In other words, as indicated in Fig. 1 and by many authors (see e.g. Tempest & Neijssel, 1984;
Stouthamer & van Verseveld, 1985), the provision of free energy by catabolism is in many cases
rather poorly coupled to growth, a fact which is of course indicated by the well-known ability of
non-growing, washed cell suspensions of bacteria to glycolyse or to respire at rates that may be
little different from those exhibited by growing cultures.

In fact, it was shown by Stucki (1980) that there is an optimal degree of coupling between the
input and output reactions in a linear, symmetrical thermodynamic energy converter, and that
this optimal degree of coupling itself depends upon what output reaction it is that one wishes to
maximize. These possible output reactions include the output force (namely biomass with the
greatest free energy content), output flux (i.e. rate of biomass production), the economic rate of
biomass synthesis and the economic power production. The degree of coupling also determines
the thermodynamic efficiency of the process. Such a non-equilibrium thermodynamic
assessment of the ‘efficiency of growth’ of heterotrophic bacteria indicates that they have in
general evolved to permit a maximum metabolic flux of the C- and energy-source at the expense
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of efficiency or yield, so that ‘the thermodynamic efficiency of microbial growth is low, but
optimal for maximum growth rate’ (Westerhoff et al., 1983, but cf. Gnaiger, 1987).

In view of our distinction between the contribution of catabolic, anabolic and ‘uncoupling’
activities to microbial growth, the next rather general question we may ask is: ‘which limits
growth rate?’, or (more accurately, as we shall see), ‘which exerts a stronger control on growth
rate under a given set of conditions?’. A recent set of studies by Koch and his colleagues (see
Koch, 1985) set out to address this question for the case of Escherichia coli cells growing on
glucose minimal medium in an otherwise unrestricted batch culture.

IS THE RATE OF MICROBIAL GROWTH (MORE) LIMITED BY CATABOLISM OR BY
. ANABOLISM?

Koch reasoned that the best way to determine the rate-limiting step in a steady-state system is
to have all the components present in purified form and to add a small quantity of each to the
system one at a time, with the expectation that only the limiting component will augment the
rate. Evidently this approach is a bit tricky to implement in a growing culture, and an alternative
is to reduce the quantity of each component by a small amount. Suitable inhibitors may be used
for this, and Harvey & Koch (1980) showed that chloramphenicol behaved as an ‘ideal’ inhibitor
of protein synthesis (i.e. of anabolism) under the conditions chosen; in other words, each
molecule added inhibited protein synthesis non-competitively and in proportion to the amount
bound, and the drug is bacteriostatic rather than bactericidal. It was found (Harvey & Koch,
1980) that the smallest additions of chloramphenicol decreased the normalized growth rate, so
that the conclusions which were drawn were (a) that there were no excess ribosomes under the
conditions used and (b) that the absence of a threshold in the titration curve indicated that
growth was limited by anabolism rather than catabolism, a conclusion opposite to that divined
by Andersen & von Meyenburg (1980) who also worked with batch cultures of the same
organism. We shall see that whilst this general approach is both sound and powerful, the
conclusions relating to (b) are not in fact watertight. To show this, however, we must first digress
briefly to consider the concept of a metabolic pool.

‘ THE ORGANIZATION OF METABOLIC SYSTEMS: POOLS OR CHANNELS?

Consider a prototypical unbranched metabolic pathway of the form A - B - C - D - E, with
each step being catalysed by a particular enzyme e, to e,. Such a pathway may be organized in
two general types of fashion, the extreme versions of which we may refer to as ‘pool/delocalized’
or ‘channelled/localized’. The pool version is one in which each molecule of a given type of
intermediate may be used with equal rapidity by any of the enzymes in the cell for which it is a
substrate, as one observes with an enzyme exhibiting Michaelis-Menten kinetics in vitro. In a
perfectly channelled system, however, a particular intermediate (say C) may be utilized only by a
particular molecule of enzyme e,,. Evidently, the intermediates must remain protein-associated,
and their chemical potential may be very different from what it would be if they were free
(Welch, 1977; Ling, 1984). Of course, these types of model represent extreme behaviour, and one
may imagine cases in which the behaviour of a metabolic system is intermediate between purely
delocalized and purely channelled. Similar comments may be made for reaction—diffusion
between membranous enzymes, and Rich (1984) and Ragan & Cottingham (1985) give useful
discussions of the relevant considerations and experimental data for respiratory electron
transport chains.

Whilst rarely noted in textbooks, one should state that there is a wealth of evidence to the
effect that several, if not most, of the primary metabolic pathways of bacteria (and eukaryotes)
are organized more according to the channelling model than to the pool model (e.g. Ottaway &
Mowbray, 1977; Welch, 1977, 19854; Kell, 1979, Friedrich, 1984; Srere, 1987; Welch & Clegg,
1987). Indeed, there are some cases in which the formal catabolic reactions by which an organism
gains its free energy have a free energy change less than that needed to make one molecule of
ATP at the prevalent phosphorylation potential. One such is Syntrophomonas wolfei, which can
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use the reaction butyrate + 2H,0 - 2 acetate + H* + H, to obtain the free energy it requires
for growth (Mclnerney et al., 1981). The free energy change for this reaction under typical
conditions in vivo is some — 15 kJ mol~!, whilst the intracellular phosphorylation potential may
be some —45 kJ mol~!, so that (at least) three quanta of free energy from the input reaction must
be transferred before a single ATP molecule may be synthesized (Thauer & Morris, 1984). It is
not known how this is achieved, but it is implausible (Kell & Walter, 1987) due to the
irreversibility and threshold properties of such reactions (Welch & Kell, 1986), that the free
energy may be transduced via a pool intermediate. For reasons of space, I can list neither the
many criteria nor all the different types of evidence which are generally used to distinguish
channelled from pool behaviour; however, I shall mention one particularly germane approach
with which we have been involved.

INHIBITOR TITRATIONS TO DISTINGUISH POOLS FROM CHANNELS

Fig. 1 indicated the importance of free energy transduction via the ATP system in the
consideration of the control of bacterial growth and metabolism; many of the studies which I
shall discuss have therefore been concerned with the mechanism of ATP synthesis, and, since
most of that in Nature is linked to electron transport, with the mechanism of electron-transport-
linked phosphorylation. As with Koch’s experiment with chloramphenicol, and following the
lead of Baum et al. (1971), we too have chosen to use inhibitors to approach the question of
whether something with the property of a pool acts as an intermediate in bacterial electron-
transport-linked ATP synthesis (see e.g. Hitchens & Kell, 19824, b; Westerhoff et al., 19845b;
Kell & Westerhoff, 1985; Kell, 19865). The reasoning goes as follows.

According to Mitchell’s (1966) chemiosmotic coupling hypothesis (e.g. Nicholls, 1982;
Harold, 1986), electron transport is coupled to phosphorylation by means of an electrochemical
potential difference of protons, the protonmotive force, between the inside and outside of the
phase bounded by the bacterial cytoplasmic membrane. The idea is that every redox-linked
proton pump can deliver free energy to every ATP synthase molecule in the vesicle of interest,
since the protonmotive force, thermodynamically defined as the sum of a bulk-to-bulk phase
transmembrane potential and pH gradient, has the property of a delocalized intermediate. One
way to assess whether the protonmotive force is the (or a) ‘high-energy’ intermediate in electron
transport phosphorylation is therefore to test whether the intermediate exhibits pool/delocalized
behaviour. We have found bacterial chromatophores to be an appropriate system for such
studies.

Chromatophores are membrane vesicles formed upon sonication of phototrophically grown
photosynthetic bacteria, and have an orientation opposite to that in vivo, i.e. they are ‘inside-
out’. Since ADP is membrane-impermeant, this permits the convenient observation of
photophosphorylation. It is germane to mention that the lateral differentiation implicit in the
organization of the photosynthetic bacterial membrane into cytoplasmic and intracytoplasmic
membranes does not sit easily (e.g. Kell, 1984, 1986¢) with the idea (Hackenbrock et al., 1986)
that the lateral mobility of membrane components is both random and rapid. However, the
significance of this for the mechanism of photophosphorylation is not known. Such
chromatophores contain a cyclic electron transport chain and the ATP synthase enzymes,
inter alia. The former may be inhibited at the level of the b cytochromes by antimycin A,
whilst the latter are inhibited by oligomycin, venturicidin or the covalent modifier
dicyclohexylcarbodiimide.

The analysis then goes roughly as follows. One titrates the output flux, here the rate of
photophosphorylation, with say antimycin A, and might obtain a hyperbolic titration curve.
One then inhibits photophosphorylation by say 509, using an inhibitor of the ATP synthase
enzymes. If the intermediate is a pool, the normalized rate of photophosphorylation should now
be less sensitive to antimycin A, whilst if it is perfectly channelled it should be equally sensitive.
The resuits in chromatophores (Hitchens & Kell, 19824, b), chloroplast thylakoids (Davenport,
1985) and submitochondrial particles (Herweijer et al., 1985) are at first sight in favour of perfect
channelling. However, if the rate of phosphorylation was simply controlled by the magnitude of
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the protonmotive force, in other words by the concentration of the putative delocalized
intermediate, and if each ATP synthase was going at its maximum rate, then if all that the
titration with antimycin A did was to decrease the magnitude of the protonmotive force a result
such as that obtained might also be expected with a delocalized system under certain conditions
(Parsonage & Ferguson, 1982; Davenport, 1985; Ferguson, 1985; Chen, 1986; Pietrobon &
Caplan, 19864, b; Pietrobon, 1986). This possibility is decreased, but not in fact absolutely
eliminated, by the results of the symmetrical experiment, where similar behaviour is observed;
the titre of ATP synthase inhibitor required to inhibit photophosphorylation by a certain
amount neither possesses a threshold nor is increased by the presence of a partially inhibitory
titre of antimycin A (Hitchens & Kell, 19825; Kell & Hitchens, 1983).

A further set of these experiments, which collectively have come to be known as dual-
inhibitor titrations, was carried out with uncouplers and ATP synthase inhibitors (Hitchens &
Kell, 19834, b). Uncouplers have the property that whilst they do not directly inhibit the activity
of electron transport or ATP synthase enzymes per se, they inhibit the coupling between them.
The textbook view is that uncouplers are protonophores and, more important, act thereby by
decreasing the magnitude of the protonmotive force by catalysing electrogenic proton backflux
across coupling membranes, probably in preferential locations (Kell & Westerhoff, 1985). The
most active uncouplers, such as those used by us herein, are ‘substoichiometric’, i.e. the titre
necessary for full uncoupling is less than the number of redox chains or ATP synthase enzymes
present, and this is important to the present analysis since it sets the boundary condition that all
uncoupler molecules may be working all of the time (e.g. Kell, 1986d). The expectation here was
that if phosphorylation was limited by the magnitude of the protonmotive force, and uncouplers
decreased it, then they should not do so more efficiently (in a delocalized model) if a partially
inhibitory titre of ATP synthase inhibitor was present, since this would, if anything (and see
later), be expected to raise the ‘starting’ protonmotive force. By contrast, if coupling was
localized, and the rate-limiting step was uncoupling itself and not diffusion to the site of action,
one might imagine that substoichiometric uncouplers could work more potently when the
partially inhibitory titre of ATP synthase inhibitor was present, since uncouplers can, by
definition, only uncouple something which could be coupled in the first place! In practice (e.g.
Hitchens & Kell, 19834, b; Davenport, 1985; Herweijer et al., 1986), the latter behaviour may
indeed be observed. All these results have been reproduced with many uncoupler/inhibitor
combinations in several systems by a number of different groups, and although again at first
sight clear-cut, the conclusions turn out not, on this evidence alone, to be watertight. To see why,
we must briefly mention the metabolic control analysis developed by Kacser & Burns (1973) and
Heinrich & Rapoport (1974). This formalism is now enjoying something of a renaissance of
interest, for the very good reason that it provides a rigorous and exact approach to the treatment
of steady-state metabolic systems (see e.g. Groen et al., 1982; Westerhoff er al., 1984a; Derr,
1985, 1986; Porteous, 1985; Keleti & Vértessy, 1986; Kell & Westerhoff, 1986a, b; Kacser &
Porteous, 1987; Westerhoff & Kell, 1987a, b).

METABOLIC CONTROL ANALYSIS: ITS GENERAL SCOPE AND ITS USE IN DISTINGUISHING
POOLS FROM CHANNELS

In our prototypical metabolic scheme A—...... - E, we may as before ask which enzyme (or
group of enzymes) is catalysing the rate-limiting step or portion of the pathway. Using the
general approach described above, then, we may, as a gedanken experiment (Kell & Westerhoff,
1986a), add small amounts of each of the enzymes and observe the effect upon the pathway flux.
One may imagine at least three possible outcomes. Two are, one may say, more conventional. In
the first case there is no measurable change in flux, and we would say that the enzyme was not
rate-limiting, whilst in the second case the flux is changed in direct proportion to the amount of
extra enzyme, so one would say that the enzyme was rate-limiting. In each case we consider only
the steady-state behaviour. The third possibility, however, lies between the other two: the flux is
increased but not in direct proportion to the change in enzyme concentration. Thus, a
qualitative, two-valued logic system (rate-limiting/non-rate-limiting) is inadequate, and a
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quantitative measure of flux control is required. By normalizing the fluxes and the amounts of
enzyme, so that we consider the fractional changes in each, we obtain such a quantification; it is
known as the flux-control coefficient and ascribes to each enzyme in (or affecting) a pathway a
number, usually (though not always) between 0 and 1, which defines the extent to which it
controls the flux.

According to the flux-control summation theorem, and on the assumption of pool behaviour of
the intermediates, the flux-control coefficients of all the enzymes in or affecting a metabolic
pathway add up to 1. This theorem has been proved rigorously (Kacser & Burns, 1973), and it
should be noted that for branched pathways the enzymes in the branch other than that of
primary interest will tend to have negative flux-control coefficients, since stimulating them will
decrease the flux of interest. Flux-control coefficients are not constants for particular enzymes
but will tend to change with conditions; a particular enzyme may be more or less flux-controlling
depending upon the values of parameters including the relative activities of the other enzymes,
and Walsh & Koshland (1985) give an elegant example in E. coli.

The distribution of control in a metabolic pathway is obviously a function of the properties of
the individual enzymes that it contains (or of those which, by changing the concentrations of
allosteric modifiers, otherwise affect the flux), and the control analysis refers to these enzymic
properties as elasticity coefficients or elasticities. These are defined as the fractional change in
enzyme turnover number divided by the fractional change in the concentration of the effector or
substrate of interest, under conditions in which all other parameters and variables are held
constant. Any enzyme has as many elasticities as there are molecules present which significantly
affect its activity, and simple connectivity theorems, which will not concern us here, serve to
express flux-control coefficients in terms of elasticities alone. In general, enzymes with low
elasticities towards their substrates (and which are therefore saturated) have high flux-control
coefficients. It should be obvious, then, that the control analysis, which contains a number of
other theorems, is the way to approach the question of what regulates metabolic fluxes, and also
therefore provides, of course, a rational approach to the optimization of microbial fermentations
used for the production of substances of commercial interest (Kell & Westerhoff, 19864, b;
Westerhoff & Kell, 1987a). Because of the assumption of pool behaviour embodied in the
control analysis, however, the analysis also provides a rigorous test of pool behaviour, since
systems exhibiting channelling behaviour will violate the summation theorem when studied by
means of inhibitors (Kell & Westerhoff, 1985; Kell & Walter, 1987; Petronilli et al., 1987;
Westerhoff & Kell, 19875). This is because removing individual molecules of any enzyme in a
(non-leaky) ‘supercomplex’ (which may be functional rather than structural) will serve to inhibit
the activity of the entire pathway in direct proportion (i.e. the flux-control coefficient will be 1),
and this will be true for each enzyme.

The availability of tight-binding and specific inhibitors permits a facile estimation of the flux-
control coefficients, since the extrapolated titre for full inhibition gives the number of target
enzyme molecules present, and the lack of threshold (i.e. a hyperbolic titration curve) means,
indeed, that the flux-control coefficient for the target enzyme will be 1. Artefacts such as the
presence of inactive binding sites for inhibitors will always lower the apparent flux-control
coefficient. Hyperbolic curves of the stated type were observed in the experiments of Harvey &
Koch (1980) on the control of growth by anabolism, and in our own work (Hitchens & Kell,
19824, b) for both electron transport and ATP synthase enzymes, so that in the latter case the
flux-control summation theorem would indeed seem to be violated and pool behaviour
disproved.

Actually even this analysis has forgotten one crucial point: as with microbial growth, the
electron-transport-linked phosphorylation system is itself not perfectly coupled, and as before
must be modelled at the minimum as a branched pathway in which what we may call the energy
‘leak’ is a side-branch. In other words, the leak will have a negative flux-control coefficient
towards the phosphorylative flux and if its magnitude were as great as — 1 then the flux-control
summation theorem (and the assumption of pool behaviour) would be inviolate. This might be
the case, for instance, if the system was extremely poorly coupled or leaky, so that one should be
aware of the elasticities of each of the enzymes towards each of the ‘metabolites’ present.
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However, it turns out from the relevant analyses, which are mathematically rather involved
(Pietrobon & Caplan, 19864, b; Petronilli et al., 1987; Westerhoff & Kell, 19875), that no
coupling scheme involving pool behaviour can accommodate the data when they are considered
in toto. All of this then serves to make the points (i) that the description of what controls
metabolic fluxes is not as simple as once believed, but may be addressed rigorously and
quantitatively, and (ii) that some systems, such as those involved in electron-transport-linked
phosphorylation, are not coupled by means of pool or delocalized intermediates. Especially in
the case of energy-coupling systems, this latter point raises thermodynamic difficulties of a
philosophical nature, which have not been resolved to date (Blumenfeld, 1981, 1983; Welch &
Kell, 1986; Kell, 1987 4), although it is interesting to note that there is an isomorphism between
the flux-control coefficients of the metabolic control analysis and the thermodynamic
parameters used in the phenomenological non-equilibrium thermodynamic analysis of linear
energy converters (Stucki, 1983).

CONTROL ANALYSIS OF THE ROLE OF ANABOLISM VERSUS CATABOLISM IN
DETERMINING MICROBIAL GROWTH RATES IN UNRESTRICTED BATCH CULTURE

I mentioned that the measurement of anabolism alone suggested that it limited growth in
batch cultures, and it is clear now that this view is at best a partial truth. A recent study from this
laboratory (Walter et al., 1987) concerned the mechanism by which media of superoptimal
osmolality inhibited the growth of certain anaerobic bacteria; was it due to a low water activity
(as is usually assumed) or to other factors, and what were the target sites at which growth
inhibition was exerted? When the rate of growth and glycolysis of Clostridium pasteurianum are
titrated with the relatively membrane-impermeant solute xylitol under similar, though I must
stress unfortunately not identical, conditions, it is observed that both are decreased, though not
in strict parallel (Walter et al., 1987). From a similar analysis to that given earlier, we see that at
least some control on the growth rate is associated with catabolism in this organism. The effect
of a number of other solutes on growth strongly suggested that membrane-permeant substances
were far more inhibitory than membrane-impermeant ones, and mechanistically, it transpired
(Walter et al., 1987) that a major target of growth inhibition was provided by the membrane-
located glucose phosphotransferase enzyme. Nevertheless, by measuring the glycolytic flux and
the enzyme turnover under the same conditions, the flux-control coefficient of this enzyme on
glycolysis was found not to exceed 0-2 (Walter er al., 1987). A particular advantage of this
approach is that the use of membrane-impermeant inhibitors automatically selects for the
carrier molecules implicated in the uptake of the substrate of interest, and thus provides the
specificity which is otherwise lacking chemically. I know of no study to date which has sought
systematically to address the question of the relative contributions of catabolism, anabolism and
‘leak’ to the control of microbial growth rate under defined conditions by the use of the control
analysis, and it is obvious that such studies are urgently needed. The control analysis does, for
instance, provide a ready explanation of why micro-organisms conform more to Blackman than
to Monod kinetics (Dabes et al., 1973), although the use of the control analysis in exponentially
growing cultures on a long time-scale deems that such cultures be considered to be in an
expanding stationary state (Kacser, 1983). One of the particular strengths of the control analysis
lies in the fact that it seeks to relate the behaviour of a system (the cell or a metabolic pathway) to
the properties of its components, the enzymes, and I would like to digress to stress one point
concerning enzymic properties which has thus far not apparently been considered in the
microbial literature.

VISCOSITY, AND THE MAGNITUDE OF ENZYME CATALYTIC RATE CONSTANTS

It is now well known that the molecular evolution of individual enzymes is generally
constrained so as to provide them with properties suitable for their function in vivo. In particular,
it is now becoming appreciated that the values of both K, and k_, of a ‘soluble’ enzyme are
generally strongly affected by the prevailing viscosity (e.g. Beece et al., 1980; Somogyi et al.,
1984; Welch, 1986a). Since it is, from a physical standpoint, mainly the viscosity which
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represents or controls at the molecular level the forces with which a protein interacts with its
environment, and the viscosity is for instance strongly temperature-dependent, it is to be
assumed that molecules have evolved to attain a degree of conformational flexibility (and hence
catalytic rate constant; see Welch, 19865) consistent with the conditions of ‘viscosity’ in vivo
(Alexandrov, 1977; Somero, 1978). Whilst viscozaxic organisms have been described (Petrino &
Doetsch, 1978; Daniels et al., 1980; Murvanidze er al., 1982), 1 know of no search for a
‘viscophilic’ micro-organism (or indeed the use of this term, despite the many ‘extremophiles’
whose physiology is now under intense study). It is at least plausible that some of these
organisms, especially amongst the so-called xerophiles or osmophiles but perhaps also amongst
the thermophiles, are actually viscophiles. Given that the k., of an enzyme is often a strong
function of the viscosity in vitro, it is reasonable to suppose that those wishing to increase the
catalytic rate constants of industrial enzymes, which are often woefully low (Kell & Westerhoff,
19865), might seek out a viscophilic micro-organism as a source of enzyme and then run the
reaction at a much lower viscosity. Obviously the ‘viscosity’ of the bacterial cytoplasm is a
heterogenous and uncertain quantity, but no more so than that of the eukaryotic cytoplasm,
where substantial progress is being made towards an understanding of its meaning (e.g. Clegg,
1984).

ANOTHER APPROACH TO AN ASSESSMENT OF THE ROLE OF THE PROTONMOTIVE FORCE
IN ELECTRON-TRANSPORT-LINKED PHOSPHORYLATION

From the inhibitor titrations mentioned above, I cast doubt on the view that any delocalized
intermediate, which includes the protonmotive force, could be a major energetic intermediate in
electron-transport-linked phosphorylation. However, since (generally rather modest) pH
gradients and a reasonably homeostatic degree of pH regulation are well known facets of
microbial bioenergetics (Booth, 1985), and many studies reviewed by Kell (19864) have shown
that a very large artificial protonmotive force can drive phosphorylation in all the relevant
systems investigated, logic demands, and direct estimation indicates (Giulian & Diacumakos,
1977, Tedeschi, 1980, 1981; Ferguson, 1985; but cf. Felle et al., 1980), that the finger of
suspicion be pointed at the putative transmembrane electrical potential. Is it energetically
significant or not? Well, a study which I shall now summarize, and which was based upon the
classical O,-pulse technique, suggests that it cannot be.

In a typical O,-pulse experiment (Scholes & Mitchell, 1970), one adds a pulse of a known
amount of O,, as air-saturated KCl, to a well-stirred, weakly buffered suspension of bacteria,
and observes the pH changes in the extracellular phase which accompany the reduction of the
O,. From calibration experiments and from the excursion of the pH trace, one can then obtain
the stoichiometry of proton ejection, known as the -=H*/O ratio. Three general and qualitatively
different types of trace are obtained for a given size of O, pulse (Scholes & Mitchell, 1970; Gould
& Cramer, 1977, Gould, 1979; Kell & Hitchens, 1982; Hitchens & Kell, 1984). Since the cells
and the amount of O, added are in each case the same, the question obviously arises as to what is
different! The first type of trace is the standard trace observed when cells are suspended in
150 M-K Cl at pH 6-5: the apparent »H*/O ratio is rather small and the observable backflux of
protons across the cytoplasmic membrane of the bacterium is almost immeasurably small. The
second type of trace is observed in the presence of a ‘magic molecule’ such as valinomycin or the
thiocyanate ion (SCN™); both the observable -H*/O stoichiometry and the rate of proton
backflux are significantly increased. The final type of trace is that observed (in the absence or
presence of SCN~) when an (appropriate amount of) uncoupler is present, and serves to show
that all the protons otherwise observed were vectorial, i.e. pumped across the membrane, and
not the result of some uninteresting scalar reaction. What then is the magic molecule doing?

The classical chemiosmotic explanation of such data is that the energy coupling membrane
has a relatively low electrical capacitance (we shall return to this later), so that the electrogenic
translocation of even a small number of protons across the membrane between phases in
equilibrium with the bulk aqueous phases on either side of it leads to the generation of a
substantial transmembrane potential difference. This either inhibits further proton
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translocation by causing ‘slippage’ or drives a backflux of protons from the bulk external
aqueous phase that is more rapid than the response time of the pH electrode. The membrane-
permeant thiocyanate ion can dissipate this membrane potential, leading to the manifestation of
a greater »H*/O ratio. The uncoupler, as a protonophore, catalyses a very rapid backflux of
protons across the membrane. Whilst the fact that the observable backflux of protons is greater
in the presence of SCN~ when the protonmotive force is expected to be smaller is not obviously
consistent with this explanation (Ferguson, 1985; Kell, 1986a4), direct tests of this explanation of
the role of SCN~ are possible.

If the apparently low »H*/O ratio observed in the absence of SCN~ is caused by the buildup
of a substantial bulk-to-bulk phase transmembrane potential, then an increase in the amount of
0O, added should be accompanied by no increase in the number of H* observed (and thus to
a decrease in the »H*/O ratio), since the membrane potential should be saturated at its highest
possible value. What happens when one does the experiment (Gould & Cramer, 1977; Gould,
1979; Kell & Hitchens, 1982; Hitchens & Kell, 1984)? The answer is that the number of protons
observed increases in strict proportion to the amount of O, added over a wide range. So
whatever it is that is stopping us seeing the right number of protons, it is not a chemiosmotic
membrane potential. Nonetheless, we have observed vectorially ejected protons in the outer bulk
aqueous phase, so they or at least the overwhelming majority of them, must obviously have
arrived there electroneutrally, either in symport or antiport with an appropriately charged ion.
This would be consistent with the stimulation by SCN~ of the observable rate of proton backflux
(Ferguson, 1985; Taylor & Jackson, 1985a, b).

The addition of venturicidin, an ATP synthase inhibitor, to this type of system, permits a
further test of the theory. Under quasi-stationary conditions, the available degrees of freedom by
which a chemiosmotic coupling model can account for a variable +H*/O ratio are that a high
protonmotive force induces either redox slip (i.e. the passage of electrons without concomitant
pumping of protons) or non-ohmic leak (i.e. a backflux of protons whose rate is greatly increased
as the protonmotive force increases). The effect of venturicidin (Hitchens & Kell, 1984) is to
raise the »H*/O ratio, which excludes redox slip (see also Cotton et al., 1981), whilst this reagent
also increases the initial rate of return of protons from the outer aqueous phase, possibly through
its weak action as a Cl-/OH- exchanger. Together, these results show us that, within
experimental error, all (i.e. the overwhelming majority) of the protons observed in the bulk are
electroneutral and are thus not contributing to the generation of a membrane potential. The next
question then is, are any of them?

The way to answer this is to turn the above type of experiment on its head. The equation for
the charging of a parallel plate capacitor with a capacitance of C Farads is Q = CV, where V'is
the voltage generated between its plates when Q Coulombs of electrical charge are passed across
it. Since Q is for us given by the number of protons times the elementary electrical charge, then
provided that we know the membrane capacitance per unit area and the cell number we may
calculate the maximum membrane potential which could possibly be built up on the most
charitable assumptions (Kell, 19864) (i) that every proton observed is electrogenic and (ii) that
the cells are spheres of their observable diameter with no membrane invaginations. By
decreasing the cell: O, ratio, we may make the membrane potential arbitrarily small, so that if
what is stopping us seeing the correct number of protons is a membrane potential then by
making the maximum possible value of the latter small, which means less than kT, we should see
an upturn in the -H*/O ratio at very low membrane potentials (Gould & Cramer, 1977; Kell &
Hitchens, 1982 Taylor & Jackson, 19854, b). I will delay a description of how we measure the
membrane capacitance per unit area, and simply state that, as with other biological membranes
(Cole, 1972), it is approximately 1 uF cm~2. The data show (Gould & Cramer, 1977; Kell &
Hitchens, 1982; Taylor & Jackson, 1985a, b) that even at very low values of the putative
membrane potential the «H*/O ratio is still very much less than its true, limiting value, and the
conclusion yet again is that whatever is stopping one seeing the proper number of protons in the
external aqueous phase it really does not seen possible that it can be an energetically significant
membrane potential. I am well aware that this conclusion may appear extremely heterodox to a
great many readers; however, it is one that is gaining an increasing acceptance, and has the
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merit of accounting simply for the observable protonmotive activity and the rapid
phosphorylation driven by a large protonmotive force on the one hand and with the many
observations which on the other hand do not seem to favour a delocalized chemiosmotic
coupling model. Stimulated in particular by the poorly recognized inability of co-reconstituted
phosphorylating systems to display an adequate turnover number in vitro, one is directed to a
consideration of the dynamic lateral organization of the bacterial cytoplasmic membrane, which
remains poorly understood. Additional and specific mechanistic proposals, implicating the
involvement of ‘protoneural’ proteins distinct from those polypeptides in the generally
recognized respiratory chain and ATP synthase complexes, have been outlined elsewhere (Kell
et al., 1981; Kell & Morris, 1981; Kell & Westerhoff, 1985).

DETERMINATION OF THE ELECTRICAL CAPACITANCE OF THE BACTERIAL CYTOPLASMIC
MEMBRANE

Since the estimation of the membrane capacitance is so important for the experiments
described in the previous paragraph, and one cannot measure it directly by sticking a
microelectrode inside a coccus of 1 pm diameter, the question obviously arises as to how we can
measure it. The answer is that we pass alternating current into the suspension via two (or more)
extracellular electrodes. The macroscopic electrical properties of such an arrangement are
encompassed (see e.g. Schwan, 1957; Grant et al., 1978; Pethig, 1979; Harris & Kell, 1985a4;
Kell & Harris, 19854, b; Kell, 1986b; Pethig & Kell, 1987) in the electrical admittance of the
system, which consists of the complex vector sum of the observed conductance and the
susceptance, the susceptance being equal to the angular frequency of the field times the
capacitance. These are extensive properties of the system, and depend on the electrode size and
geometry. The relevant intrinsic or dielectric properties of the system are the conductivity and
permittivity, which take the electrode geometry or ‘cell constant’ into account.

What we find when we measure the dielectric permittivity of a cell suspension is that it is
strongly frequency-dependent. The frequency dependence of the dielectric properties of a
system is known as dielectric dispersion, and most biological cells possess at least three major
dispersions, referred to as the a-, f- and y-dispersions (Schwan 1957). Our interest is focused on
the B-dispersion, which occurs in the radio-frequency range of the electromagnetic spectrum,
say between 0-1 and 100 MHz. Physically, the explanation of this dispersion is that at high
frequencies the membrane capacitance is short-circuited whilst at low frequencies it may be
fully charged up by ion migration to the interfaces. Fricke (1925) gave the equation which relates
the capacitance of the membrane per unit area to the macroscopic permittivity ¢ of a
suspension of (spherical) membrane-enclosed cells at a frequency that is suitably ‘low’ relative to
that of the S-dispersion:

& = €x + 9PrC,,/4¢, eq. (1)

where ¢, is the high-frequency permittivity, P the volume fraction of the suspended phase (i.e.
that enclosed by the cytoplasmic membrane), r the cell radius, C,, the membrane capacitance
per unit area and &, the permittivity of free space (=8-854 x 10-!2 F m~!). In other words, given
a knowledge of the number and radius of the cells, we can obtain C,, simply by measuring £ and
€%- This approach is of historical significance in that it was Fricke (1925) who first determined
that biological membranes should be of molecular thickness; he used the equation and electrical
approach described to obtain a value for the erythrocyte membrane capacitance of
0-81 uF cm~2, and on the assumption that the permittivity of membranes was between 3 and 10,
derived a value for the thickness of 3-10 nm. The value calculated for the capacitance of the
cytoplasmic membrane of Paracoccus denitrificans using this approach is again in the range 0-5-
1 uF cm~2 (Harris & Kell, 1985a).

Now all of this may seem pretty recondite, and we are constantly being urged by our supposed
paymasters (the Government) to do so-called relevant research. Equally, it will not come as news
to most readers that the most interesting discoveries invariably come, as did Fleming’s
penicillin, rather directly from ‘pure’, unfettered, non-goal-oriented research. I therefore wish to
end this overview by illustrating that this remains true in an area of microbiology somewhat
different from recombinant DNA work.
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Fig. 2. Real-time estimation of microbial biomass by determination of the radio-frequency capacitance
of cell suspensions. Measurements were made at 0-3 MHz using the four-terminal instrument described
previously (Harris et al., 1987; Kell, 19875; Kell er al., 1987) except that the probe was constructed of
PTFE (polytetrafluoroethylene) and stainless steel and had a cell constant of 29 cm~!. The reaction
mixture consisted of 100 ml 0-1 M-potassium phosphate, pH 7-0, and the capacitance value was backed
off to read 0 pF when buffer alone was present. (a) Time-dependent behaviour. At the arrows, small
volumes of a concentrated stock suspension of Saccharomyces cerevisiae in the same buffer were added
so0 as to increase the biomass content of the suspension by 5 mg wet wt ml~!. (b) Capacitance of the
suspension plotted versus the biomass content, using the data in (a).

A REAL-TIME SENSOR FOR MICROBIAL BIOMASS

We have seen some of the ways in which micro-organisms control their own activities, but as
fermentation technologists we would generally wish to control them exogenously, and preferably
on-line (e.g. Kell, 1980; Clarke ez al., 1982, 1985; Carleysmith & Fox, 1984). To do so we must
measure the properties of our fermenter broths, and one of the more obviously important
variables is the microbial biomass concentration, something which has been notoriously
difficult to measure (Harris & Kell, 1985b; Meyer et al., 1985; Clarke et al., 1986). Now we saw
from equation (1) that if we knew the volume fraction of the cells we could estimate the
membrane capacitance per unit area by measuring the dielectric permittivity of the suspension.
Similarly, the volume fraction of the membrane-enclosed phase, which obviously equates to
biomass, is a direct and monotonic function of the permittivity at low radio frequencies (Harris
& Kell, 1983), so that measuring the latter provides the basis for what amounts to an almost
‘ideal biomass probe’. It responds in real time, is non-destructive, the metal electrodes are
autoclavable and may be cleaned by electrolysis (Dhar, 1985) in situ, it is adequately sensitive to
membrane-enclosed cells, is essentially insensitive to non-cellular particulate matter, and the’
RF permittivity is linear with biomass content up to extremely high volume fractions. In
collaboration with Dulas Engineering in Wales and with ICI Biological Products at Billingham
we have therefore built an electronic box of tricks (the ‘Bug Meter’) to make such measurements
(Harris et al., 1987; Kell, 19875; Kell et al, 1987). For technical reasons to do with electrode
polarization (Kell, 1986 b), four electrodes, two for current and two for voltage, are used, and Fig.
2 shows a typical trace to illustrate the effects of biomass on the RF permittivity (capacitance) of
the system.

It is perhaps worth noting, in view of the current financial and intellectual climate, that this
novel solution to the problem of microbial biomass estimation during fermentations followed
rather directly from ‘purely’ academic studies of the organization of the cytoplasmic membrane
of bacteria.



1662

D. B. KELL

The work described herein has been supported by the Science and Engineering Research Council, UK, and by
ICI Biological Products Business. I am indebted to numerous mentors for guiding my thinking over the past twelve
years, in particular to Stuart Ferguson, Philip John and Gareth Morris, and to many colleagues and students whose
names appear in the list of references. Stimulating discussions with Jim Clegg, Daniela Pietrobon, Rick Welch
and Hans Westerhoff have contributed greatly to my understanding of several of the topics presented.

REFERENCES

ALEXANDROV, V. Ya. (1977). Cells, Molecules and
Temperature. Conformational Flexibility of Macro-
molecules and Ecological Adaptation. Berlin:
Springer-Verlag.

ANDERSEN, K. B. & VON MEYENBURG, K. (1980). Are
growth rates of Escherichia coli limited by respira-
tion? Journal of Bacteriology 144, 114-123.

BauM, H., HALL, G. S., NALDER, J. & BEECHEY, R. B.
(1971). On the mechanism of oxidative phosphoryla-
tion in submitochondrial particles. In Energy Trans-
duction in Respiration and Photosynthesis, pp. 747-
755. Edited by E. Quagliariello, S. Papa & C. S.
Rossi. Bari: Adriatica Editrice.

BEECE, D., EISENSTEIN, L., FRAUENFELDER, H., GoobD,
D., MARDEN, M. C., REINISCH, L., REYNOLDs, A. H.,
SoreNsEN, L. B. & Yug, K. T. (1980). Solvent
viscosity and protein dynamics. Biochemistry 19,
5147-5157.

BLUMENFELD, L. A. (1981). Problems of Biological
Physics. Heidelberg: Springer-Verlag.

BLUMENFELD, L. A. (1983). Physics of Bioenergetic
Processes. Heidelberg: Springer-Verlag.

BooTtH, 1. R. (1985). Regulation of cytoplasmic pH in
bacteria. Bacteriological Reviews 49, 359-378.

BURDON SANDERSON, J. (1871). The origin and distri-
bution of microzymes (bacteria) in water and the
circumstances which determine their existence in
the tissues and liquids of the living body. In: /3th
Report of the Medical Officer of the Privy Council,
1870, appendix 5, pp. 48-69. London: Her Majesty’s
Stationery Office.

CARLEYSMITH, S. W. & Fox, R. 1. (1984). Fermenter
instrumentation and control. Advances in Biotechno-
logical Processes 3, 1-51.

CHEN, Y. (1986). A theoretical study of double-
inhibitor-titration curves in free-energy-transducing
networks. Biochimica et biophysica acta 850, 490-500.

CLARKE, D. J,, KELL, D. B, MORRIS, J. G. & BURNS,
A. (1982). The role of ion-sensitive electrodes in
microbial process control. Jon-selective Electrode
Reviews 4, 75-131.

CLARKE, D. J., CALDER, M. R., CARR, R. J. G., BLAKE-
CoLEMAN, B. C., Moopy, S. C. & COLLINGE, T. A.
(1985). The development and application of biosens-
ing devices for bioreactor monitoring and control.
Biosensors 1, 213-320.

CLARKE, D. J., BLAKE-COLEMAN, B. C., CARR,R. 1. G.,
CALDER, M. R. & ATKINSON, T. (1986). Monitoring
reactor biomass. Trends in Biotechnology 4, 173-178.

CLEGG, J. S. (1984). Properties and metabolism of the
aqueous cytoplasm and its boundaries. American
Journal of Physiology 246, R133-R151.

CoLg, K. S. (1972). Membrane, Ions and Impulses.
Berkeley: University of California Press.

Cotton, N. P. J., CLARK, A. J. & JacKksoN, J. B.
(1981). The effect of venturicidin on light- and
oxygen-dependent electron transport, proton

translocation, membrane potential development
and ATP synthesis in intact cells of Rhodops-
eudomonas capsulata. Archives of Microbiology 129,
94-99.

DaBgs, J. N, FINN, R. K. & WILKE, C. R. (1973).
Equations of substrate-limited growth: the case for
Blackman kinetics. Biotechnology and Bioengineering
15, 1159-1177.

DaNIELS, M. J., LONGLAND, J. M. & GILBART, J.
(1980). Aspects of motility and chemotaxis in
spiroplasmas. Journal of General Microbiology 118,
429-436.

DAVENPORT, J. W. (1985). Double inhibitor titrations
of photophosphorylation are consistent with deloca-
lized coupling. Biochimica et biophysica acta 807,
300-307.

DERR, R. F. (1985). Modern metabolic control theory.
I. Fundamental theorems. Biochemical Archives 1,
239-249.

DERR, R. F. (1986). Modern metabolic control theory.
II. Determination of flux-control coefficients. Bio-
chemical Archives 2, 31-44.

DHAR, H. P. (1985). Electrochemical methods for the
prevention of microbial fouling. In Modern Bioelec-
trochemistry, pp. 593-606. Edited by F. Gutmann &
H. Keyzer. New York: Plenum Press.

FELLE, H., PORTER, J. S., SLaAYMAN, C. L. & KABACK,
H. R. (1980). Quantitative measurements of mem-
brane potential in Escherichia coli. Biochemistry 17,
3585-3590.

FERGUSON, S. J. (1985). Fully delocalized chemiosmo-
tic or localized proton flow pathways in energy
coupling? A scrutiny of experimental evidence.
Biochimica et biophysica acta 811, 47-95.

FLEMING, A. (1929). On the antibacterial action of
cultures of a Penicillium, with special reference to
their use in the isolation of B. influenzae. British
Journal of Experimental Pathology 10, 226-238.

FRICKE, H. (1925). The electric capacity of suspensions
with special reference to blood. Journal of General
Physiology 9, 137-152.

FRIEDRICH, P. (1984). Supramolecular Enzyme Organi-
zation, Quaternary Structure and Beyond. Oxford:
Pergamon Press.

GIULIAN, D. & DiacuMakos, E. G. (1977). The
electrophysiological mapping of compartments
within a mammalian cell. Journal of Cell Biology 72,
86-103.

GNAIGER, E. (1987). Optimum efficiencies of energy
transformation in anoxic metabolism. The strategies
of power and economy. In Evolutionary Physiological
Ecology, pp. 7-36. Edited by P. Calow. Cambridge:
Cambridge University Press.

GouLp, J. M. (1979). Respiration-linked proton
transport, changes in external pH, and membrane
energization in cells of Escherichia coli. Journal of
Bacteriology 138, 176-184.



The Twelfth Fleming Lecture

GouLDp, J. M. & CRAMER, W. A. (1977). Relationship
between oxygen-induced proton efflux and mem-
brane energization in cells of Escherichia coli. Journal
of Biological Chemistry 252, 5875-5882.

GRANT, E. H,, SHEPPARD, R. J. & SouTH, G. P. (1978).
Dielectric Behaviour of Biological Molecules in Solu-
tion. Oxford: Oxford University Press.

GROEN, A. K., VAN DER MEER, R., WESTERHOFF, H. V.,
WANDERS, R. J. A, AKERBOOM, T. P. M. & TAGER,
J. M. (1982). Control of metabolic fluxes. In
Metabolic Compartmentation, pp. 9-32. Edited by H.
Sies. New York: Academic Press.

HACKENBROCK, C. R., CHAZOTTE, B. & GUPTE, S. S.
(1986). The random collision model and a critical
assessment of diffusion and collision in mitochon-
drial electron transport. Journal of Bioenergetics and
Biomembranes 18, 331-368.

HaRroLD, F. M. (1986). The Vital Force - A Study of
Bioenergetics. Oxford: W. H. Freeman.

HARris, C. M. & KELL, D. B. (1983). The radio-
frequency dielectric properties of yeast cells
measured with a rapid, automated, frequency-
domain dielectric spectrometer. Bioelectrochemistry
and Bioenergetics 15, 11-28.

Harris, C. M. & KELL, D. B. (19854). On the dielec-
trically observable consequences of the diffusional
motions of lipids and proteins in membranes. 2.
Experiments with microbial cells, protoplasts and
membrane vesicles. European Biophysics Journal 13,
11-24.

HaRRIs, C. M. & KELL, D. B. (19855). The estimation
of microbial biomass. Biosensors 1, 17-84.

Harris, C. M., TopD, R. W, BUNGARD, S. J., LovITT,
R. W, Morris, J. G. & KELL, D. B. (1987). The
dielectric permittivity of microbial suspensions at
radio frequencies. A novel method for the real-time
estimation of microbial biomass. Enzyme and Micro-
bial Technology 9, 181-186.

HArVEY, R. J. & KocH, A. L. (1980). How partially
inhibitory concentrations of chloramphenicol affect
the growth of Escherichia coli. Antimicrobial Agents
and Chemotherapy 18, 323-337.

HEINRICH, R. & RAPOPORT, T. A. (1974). A linear,
steady-state treatment of enzymatic chains. General
models, control and effector strength. European
Journal of Biochemistry 42, 89-95.

HERWENER, M. A, BERDEN, J. A., KEMP, A. & SLATER,
E. C. (1985). Inhibition of energy-transducing
reactions by 8-nitreno-ATP covalently bound to
bovine heart submitochondrial particles: direct
interaction between ATPase and redox enzymes.
Biochimica et biophysica acta 809, 81-89.

HERWEDER, M. A., BERDEN, J. A. & SLATER, E. C.
(1986). Uncoupler-inhibitor titrations of ATP-driv-
en reverse electron transfer in bovine submitochon-
drial particles provide evidence for direct interaction
between ATPase and NADH:Q oxidoreductase.
Biochimica et biophysica acta 849, 276-287.

HiTcHENS, G. D. & KELL, D. B. (19824). On the extent
of localization of the energized membrane state in
chromatophores of Rhodopseudomonas capsulata
N22. Biochemical Journal 206, 351-357.

HiTtcHENs, G. D. & KELL, D. B. (19825). Localized
energy coupling during photophosphorylation by
chromatophores of Rhodopseudomonas capsulata
N22. Bioscience Reports 2, 743-749.

1663

HITCHENS, G. D. & KELL, D. B. (19834). Uncouplers
can shuttle between localized energy coupling sites
during photophosphorylation by chromatophores of
Rhodopseudomonas capsulata N22. Biochemical Jour-
nal 212, 25-30.

HitcHENs, G. D. & KEeLL, D. B. (19834). On the
functional unit of energy coupling in photo-
phosphorylation by bacterial chromatophores. Bio-
chimica et biophysica acta 723, 308-316.

HITCHENS, G. D. & KELL, D. B. (1984). On the effects
of thiocyanate and venturicidin on respiration-
driven proton translocation in Paracoccus denitrifi-
cans. Biochimica et biophysica acta 768, 222-232.

KACSER, H. (1983). The control of enzyme systems in
vivo. Elasticity analysis of the steady state. Biochemi-
cal Society Transactions 11, 35-40.

KACSER, H. & BURNS, J. A. (1973). The control of flux.
Symposia of the Society for Experimental Biology 27,
65-104.

KAcCser, H. & PorTEOUS, J. W. (1987). Control of
metabolism: what do we have to measure? Trends in
Biochemical Sciences 12, 5-14.

KEDEM, O. & CAPLAN, S. R. (1965). Degreee of
coupling and its relation to efficiency of energy
conversion. Transactions of the Faraday Society 61,
1897-1911.

KELETI, T. & VERTESSY, B. (1986). Kinetic power and
theory of control. In Dynamics of Biochemical
Systems, pp. 3-10. Edited by S. Damjanovich, T.
Keleti & L. Tréon. Amsterdam: Elsevier/North
Holland.

KELL, D. B. (1979). On the functional proton current
pathway of electron transport phosphorylation: an
electrodic view. Biochimica et biophysica acta 549,
55-99.

KELL, D. B. (1980). The role of ion-sensitive electrodes
in improving fermentation yields. Process Biochemis-
try 15(1), 18-23, 29.

KEeLL, D. B. (1984). Diffusion of proteins in prokaryo-
tic membranes: fast, free, random or directed?
Trends in Biochemical Sciences 9, 86-88.

KELL, D. B. (19864). The principles and potential of
electrical admittance spectroscopy: an introduction.
In Biosensors: Fundamentals and Applications, pp.
429-470. Edited by A. P. F. Turner, 1. Karube &
G. S. Wilson. Oxford: Oxford University Press.

KELL, D. B. (1986b). Localized protonic coupling:
overview and critical evaluation of techniques.
Methods in Enzymology 127, 538-557.

KELL, D. B. (1986¢). On the lateral mobility of proteins
in prokaryotic membranes. Biochemical Society
Transactions 14, 825-826.

KELL, D. B. (1986d). Uncoupler titrations in co-
reconstituted systems do not discriminate be-
tween localized and delocalized mechanisms of
photophosphorylation. Biochemical Journal 236,
931-932.

KELL, D. B. (1987a). Non-thermally excited modes and
free energy transduction in proteins and biological
membranes. In Energy Transfer Dynamics. Edited by
T. W. Barrett & H. A. Phol. Heidelburg: Springer-
Verlag. (in the Press).

KELL, D. B. (19875). Bioelectrochemical phenomena:
their role and exploitation in science and technology.
University of Wales Science and Technology Review 1,
64-71.



1664

KELL, D. B. & Harris, C. M. (19854). On the
dielectrically observable consequences of the diffu-
sional motions of lipids and proteins in membranes.
1. Theory and overview. European Biophysics Journal
12, 181-197

KELL, D. B. & Harris, C. M. (19855). Dielectric
spectroscopy and membrane organization. Journal of
Bioelectricity 4, 317-348.

KELL, D. B. & HitcHENs, G. D. (1982). Proton-coupled
energy transduction by biological membranes. Prin-
ciples, pathways and praxis. Faraday Discussions of
the Chemical Society 74, 377-388.

KELL, D. B. & HitcHens, G. D. (1983). Coherent
properties of the membranous systems of electron
transport phosphorylation. In Coherent Excitations
in Biological Systems, pp. 178-198. Edited by
H. Frohlich & F. Kremer. Heidelberg: Springer-
Verlag.

KELL, D. B. & Morris, J. G. (1981). Proton-coupled
membrane energy transduction: pathways, mecha-
nism and control. In Vectorial Electron and Ion
Transport in Mitochondria and Bacteria, pp. 339-347.
Edited by F. Palmieri, E. Quagliariello, N. Sili-
prandi & E. C. Slater. Amsterdam: Elsevier/North
Holland.

KELL, D. B. & WALTER, R. P. (1987). Organization and
control of energy metabolism in anaerobic bacteria.
In The Organization of Cell Metabolism, pp. 215-232.
Edited by G. R. Welch & J. S. Clegg. New York:
Plenum Press.

KELL, D. B., & WESTERHOFF, H. V. (1985). Catalytic
facilitation and membrane bioenergetics. In: Orga-
nized Multienzyme Systems : Catalytic Properties, pp.
63-139. Edited by G. R. Welch. New York:
Academic Press.

KELL, D. B. & WESTERHOFF, H. V. (19864). Metabolic
control theory: its role in microbiology and biotech-
nology. FEMS Microbiology Reviews 39, 305-320.

KELL, D. B. & WESTERHOFF, H. V. (19865). Towards a
rational approach to the optimization of flux in
microbial biotransformations. Trends in Biotechno-
logy 4, 137-142.

KELL, D. B., CLARKE, D. J. & MoRRIs, J. G. (1981). On
proton-coupled information transfer along the sur-
face of biological membranes and the mode of action
of certain colicins. FEMS Microbiology Letters 11,
1-11.

KEeLL, D. B., SaMworTH, C. M., Topp, R. W,
BUNGARD, S. J. & MORRIs, J. G. (1987). Real-time
estimation of microbial biomass during fermenta-
tions, using a dielectric probe. Studia biophysica 119,
153-156.

KocH, A. L. (1985). The macroeconomics of bacterial
growth. In Bacteria in their Natural Environment, pp.
1-42. Edited by M. M. Fletcher & G. Floodgate.
London: Academic Press.

LING, G. N. (1984). In Search of the Physical Basis of
Life. New York: Plenum Press.

LiNTON, J. D. & STEPHENSON, R. J. (1978). A
preliminary study on growth yields in relation to the
carbon and energy content of various organic growth
substrates. FEMS Microbiology Letters 3, 95-98.

LisTer, J. (1981). Bacteria, after reading Burdon
Sanderson's experiments. In Commonplace Books,
vol. 1, pp. 31-45. London: The Royal College of
Surgeons.

D. B. KELL

MACFARLANE, G. (1984). Alexander Fleming: The Manr
and the Myth, p. 31ff, p. 133ff. London: Chatto &
Windus.

MCINERNEY, M. J., BRYANT, M. P, HesPELL, R. B. &
COSTERTON, J. W.(1981). Syntrophomonas wolfei gen.
nov. sp. nov., an anaerobic, syntrophic, fatty acid-
oxidizing bacterium. Applied and Environmental
Microbiology 41, 1029-1039.

MEYER, H.-P., KAPPEL], O. & FIECHTER, A. (1985).
Growth control in microbial cultures. Annual Review
of Microbiology 39, 299-319.

MiITcHELL, P. (1966). Chemiosmotic coupling in
oxidative and photosynthetic phosphorylation. Bio-
logical reviews of the Cambridge Philosophical Society
41, 445-502. ,

MURVANIDZE, G. V., GABAL V. L. & GLAGOLEV, A. N.
(1982). Taxic responses in Phormidium uncinatum.
Journal of General Microbiology 128, 1623-1630.

NicHoLLs, D. G. (1982). Bioenergetics: An Introduction
to the Chemiosmotic Theory. London: Academic
Press.

OtTawAY, J. H. & MowBRAY, J. (1977). The role
of compartmentation in the control of glycoly-
sis. Current Topics in Cellular Regulation 12, 107~
208.

PapacosTas, G. & GATE, J. (1928). Les Associations
Microbiennes. Paris: Doin et Cie.

PARSONAGE, D. & FERGUSON, S. J. (1982). Titrations of
ATP synthase activity with an inhibitor as a function
of the rate of generation of protonmotive force:
implications for the mechanism of ATP synthesis.
Biochemical Society Transactions 10, 257-258.

PETHIG, R. (1979). Dielectric and Electronic Properties of
Biological Materials. Chichester: John Wiley.

PETHIG, R. & KELL, D. B. (1987). The passive electrical
properties of biological systems: their significance in
physiology, biophysics and biotechnology. Physics in
Medicine and Biology 32, (in the Press).

PETRINO, M. G. & DOETsCH, R. N. (1978). *Viscotaxis’,
a new behavioural response of Leptospira interrogans
(biflexa) strain B16. Journal of General Microbiology
109, 113-117. y

PETRONILLI, V., AzzZoNE, G. F. & PIETROBON, D.
(1987). Analysis of mechanisms of free energy
coupling and uncoupling by inhibitor titrations:
theory, computer modeling and experiments. Bio-
chemistry (in the Press).

PIETROBON, D. (1986). A non-linear model of chemi-
osmotic energy coupling. Bioelectrochemistry and
Bioenergetics 15, 193-209.

PIETROBON, D. & CapLAN, S. R. (19864a). Double
inhibitor and uncoupler-inhibitor titrations. I.
Analysis with a linear model of chemiosmotic
coupling. Biochemistry 25, 7682-7690.

PIETROBON, D. & CarLAN, S. R. (19864). Double
inhibitor and uncoupler-inhibitor titrations. II.
Analysis with a non-linear model of chemiosmotic
coupling. Biochemistry 25, 7691-7696.

PorTEOUS, J. W. (1985). Enzyme-catalysed fluxes in
metabolic systems. Why control of the flux is shared
among all components of the system. In Circulation,
Respiration and Metabolism, pp. 263-277. Edited by
R. Gilles. Berlin: Springer-Verlag.

PRIGOGINE, 1. (1967). Introduction to Thermodynamics
of Irreversible Processes, 3rd edn. New York: John
Wiley.



The Twelfth Fleming Lecture

RAGAN, C. 1. & COTTINGHAM, . R. (1985). The kinetics
of quinone pools in electron transport. Biochimica et
biophysica acta 811, 13-31.

RicH, P. R. (1984). Electron and proton transfers
through quinones and cytochrome bc complexes.
Biochimica et biophysica acta 768, 53--79.

ScHoLEs, P. & MITCHELL, P. (1970). Respiration-
driven proton translocation in Micrococcus denitrifi-
cans. Journal of Bioenergetics 1, 309-323.

SCHUGERL, K., LORENZ, T., LUBBERT, A., NIEHOFF, J.,
SCHEPER, T. & SCHMIDT, W. (1986). Pros and cons:
on-line versus off-line analysis of fermentations:
Trends in Biotechnology 4, 11-15.

ScHwaN, H. P. (1957). Electrical properties of tissue
and cell suspensions. Advances in Biological and
Medical Physics S, 147-209.

SOoMERO, G. N. (1978). Temperature adaptation of
enzymes: biological optimisation through structure-
function compromises. Annual Review of Ecology and
Systematics 3, 1-29.

SoMOGY!, B., WELCH, G. R. & DAMJANOVICH, S. (1984).
The dynamic basis of energy transduction in
enzymes. Biochimica et biophysica acta 768, 81-
112.

SRERE, P. A. (1987). Complexes of sequential metabol-
ic enzymes. Annual Review of Biochemistry 56, 21-56.

STOUTHAMER, A. H. & VAN VERSEVELD, H. W. (1985).
Stoichiometry of microbial growth. In Treatise on
Biotechnology, pp. 215-238. Edited by M. Moo-
Young. Heidelberg: Springer-Verlag.

STuckl, J. W. (1980). The optimal efficiency and the
economic degrees of coupling of oxidative phosphor-
ylation. European Journal of Biochemistry 109, 269-
283.

Stuckl, J. W. (1983). Flux response coefficients of
linear energy converters. Biophysical Chemistry 18,
111-115.

TAYLOR, M. A. & JACKSON, J. B. (19854). Rapid proton
release accompanying photosynthetic electron trans-
port in intact cells of Rhodopseudomonas capsulata.
FEBS Letters 180, 145-149.

TAYLOR, M. A. & JacksoN, J. B. (1985h). Proton
translocation in intact cells of the photosynthetic
bacterium Rhodopseudomonas capsulata. Biochimica
et biophysica acta 810, 209-224.

TEDESCHI, H. (1980). The mitochondrial membrane
potential. Biological Reviews of the Cambridge Philo-
sophical Sociery 55, 171-200.

TeDEscHI, H. (1981). The uptake of cations in
mitochondria. Biochimica et biophysica acta 639, 157
196.

TEMPEST, D. W. & NEUSSEL, O. M. (1984). The status of
Y .1p and maintenance energy as biologically inter-
pretable phenomena. Annual review of Microbiology
38, 459-486.

THAUER, R. K. & MORRIs, J. G. (1984). Metabolism of
chemotrophic anaerobes: old views and new aspects.
Symposium of the Society for General Microbiology 36,
123-168.

1665

WALSH, K. & KOSHLAND, D. E., Jr (1985). Characteri-
zation of rate-controlling steps in vivo by use of an
adjustable expression vector. Proceedings of the
National Academy of Sciences of the United States of
America 82, 3577-3581.

WALTER, R. P., MoORRIs, J. G. & KELL, D. B. (1987).
The roles of osmotic stress and water activity in the
inhibition of the growth, glycolysis and glucose
phosphotransferase system of Clostridium pasteur-
ianum. Journal of General Microbiology 133, 259-
266.

WELCH, G. R. (1977). On the role of organized
multienzyme systems in cellular metabolism: a
general synthesis. Progress in Biophysics and Molecu-
lar Biology 32, 103-191.

WELCH, G. R. (19854). Some problems in the use of
Gibbs free energy in biochemistry. Journal of
Theoretical Biology 114, 433-446.

WELCH, G. R. (1985b) (ed.) Organized Multienzyme
Systems, Catalytic Properties. New York: Academic
Press.

WELCH, G. R. (19864). Viscosity and biochemical
dynamics in vivo. In Dynamics of Biochemical
Systems, pp. 217-226. Edited by S. Damjanovich, T.
Keleti & L. Tron. Amsterdam: Elsevier/North
Holland.

WELCH, G. R. (1986b) (ed.). The Fluctuating Enzyme.
New York: John Wiley.

WELCH, G. R. & CLEGG, J. S. (1987) (eds). The
Organization of Cell Metabolism. New York : Plenum
Press.

WELCH, G. R. & KELL, D. B. (1986). Not just catalysts:
molecular machines in bioenergetics. In The Fluctu-
ating Enzyme, pp. 451--492. Edited by G. R. Welch.
New York: John Wiley.

WESTERHOFF, H. V. & KELL, D. B. (19874). A matrix
method for determining the steps most rate-limiting
to metabolic fluxes in biotechnological processes.
Biotechnology and Bioengineering (in the Press).

WESTERHOFF, H. V. & KELL, D. B. (19875). A control
theoretical analysis of inhibitor titration assays of
metabolic channelling. Comments on Molecular and
Cellular Biophysics (in the Press).

WESTERHOFF, H. V., HELLINGWERF, K. J. & vaN DaM,
K. (1983). Efficiency of microbial growth is low, but
optimal for maximum growth rate. Proceedings of the
National Academy of Sciences of the United States of
America 80, 305-309.

WESTERHOFF, H. V.. GROEN, A. K. & WANDERS,
R. J. A. (19844a). Modern theories of metabolic
control and their application. Bioscience Reports 4,
1-22.

WESTERHOFF, H. V.. MELANDRI, B. A., VENTUROLI,
G., AzzoNe, G. F. & KELL, D. B. (1984h). A
minimal hypothesis for membrane-linked free-ener-
gy transduction. The role of independent, small
coupling units. Biochimica et biophysica acta 768,
257-292.



