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If Shakespeare had Hamlet say “I think, therefore
I am”, would that prove to us that Hamlet exists?
Robert Nozick
Politics is for the present. But an equation is for
eternity.
Albert Einstein

I. Introduction
Tissue and cellular milieux have microscopically
fragmented aqueous compartments separated by
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vesiculated membranes. Roughly one-half of the
protein in cells is estimated to be membrane associated. Many of the membrane enzymes are operationally interfacial enzymes that access the substrate
directly from the lipid-water interface.1-6 On the
other hand, the noninterfacial membrane-associated
enzymes,7,8 which for brevity we call matrix enzymes,
access their substrate directly from the aqueous
phase. In the functional sense the matrix enzymes
are like the classical soluble enzymes that also access
the substrate from the aqueous phase. The observed
kinetics of soluble enzymes may be influenced if the
enzyme or substrate is in partitioning equilibrium
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with extraneous interface. In addition, the interface
may also have an allosteric effect on the intrinsic
catalytic parameters of matrix enzymes as well as
on interfacial enzymes.
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Figure 1. General kinetic paradigm for enzymology. As
an extension of the classical Michealis-Menten paradigm,
it includes the catalytic steps for independent turnover
cycles in the aqueous phase and in the interface. The
interacting species (enzyme ) E*, or ligand L* ) S*, or I*;
other abbreviations in Tables 5 and 6 and section XV)
localized in the interface (in the oval) and the corresponding
interfacial constants are designated with an asterisk. In
addition, the equilibria relating the species in the two
phases control the interfacial processivity (number of
catalytic turnovers while enzyme remains at the interface)
as well as the substrate accessibility and replenishment.
All equilibrium constants are for the dissociation reaction,
either dissociation of a ligand from a complex such as E*L
or EL or dissociation of a species from the interface such
as E*, E*L, or L*. Such parameters and relations are useful
for structure-function correlations. In this article we have
reviewed analytical relations (Table 5), valid under suitably
constrained conditions, that offer ways to extract the
primary parameters (Table 6); for example, Kd for the
dissociation of E* to E, inhibitor and substrate specificity,
catalytic turnover events, and allosteric effects of the
interface. The detailed balance constraint of the thermodynamic box (‚ ‚ ‚) is useful for understanding the relations
between two- and three-dimensional equilibrium constants.

As a kinetic paradigm, Figure 1 shows the critical
interactions between the various species that define
the catalytic turnover cycle in the aqueous phase and
in the interface. It emphasizes the kinetic and
equilibrium relationships between an enzyme and the
interacting ligands (L) S, P, or I) in a microscopically
heterogeneous environment. It is also a general
statement of the integrated relationships that in
effect control the catalytic function of interfacial,
matrix, and soluble enzymes. Note that Figure 1 does
not specify the kinetic turnover path taken by an
enzyme under specific conditions. As developed in
this review, the challenge is to identify the assay
conditions where the kinetic path for the turnover is
unequivocally identified. For the interpretation of the
reaction progress obtained from such assays, it is
necessary to take into consideration the accessibility
of the interface to the enzyme, the processivity of the
successive interfacial turnover cycles, and replenishment of the substrate during the steady state. The
microscopic variables for the kinetic path for the
steady-state turnover are defined within such constraints. Having identified the events of the kinetic
path, analyses under a variety of conditions provide
the primary rate and equilibrium parameters useful
for obtaining analytical tools and insights into the
various kinds of structure-function correlations.
Throughout this review the species and constants
marked with an asterisk are for the reactants or
constants localized in the interface, and the analytical
relations (equations) refer to those in Table 5.
Interfacial enzymes carry out the catalytic turnover
within the two-dimensional constraints of the interface because that is where their substrates are found.
Pancreatic secreted phospholipase A2 (sPLA2) has
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Table 1. Examples of Interfacial Enzymes
interfacial enzyme

ref

secreted phospholipases A2
cytoplasmic PLA2
phospholipase A1
glyceride lipases]
phosphatidyinositol-phospholipase Ca
bacterial and mammalian
phosphatidylinositol-3-kinases
bacterial acyltransferase
bacterial sphingomyelinaseb

1-6, 9-11
12
13
14, 15

a
Exhibits low interfacial processivity.
Jain. Unpublished results.

16 and 17
18-20
21
b

Yu, Zakim, and

served as the prototype of an interfacial enzyme,9-11
and now the interfacial kinetic paradigm has evolved
to include the sPLA2 family as well as many other
enzymes involved in lipid metabolism and signal
transduction pathways. In this review we critically
evaluate the conceptual and analytical progress made
since the publication of a comprehensive survey of
sPLA2 by Verheij et al.11 Our focus, within the
paradigm of Figure 1, will be on methods to determine the primary parameters that describe the
events of the interfacial turnover cycle. These are
useful for quantitative structure-function correlation
for specific reaction steps. Significant strides have
also been made in the characterization of other
interfacial enzymes (e.g., Table 1). Considering the
volume and depth of the published literature, our
coverage is limited to the conceptual progress in
understanding sPLA2s, which continues to remain
a viable paradigm for interfacial enzymology. It
should be noted that establishing that a membrane-

bound enzyme accesses its substrate from the aqueous phase (matrix enzyme) requires a pre-steadystate analysis, as accomplished only recently7 for the
enzyme platelet-activating factor (PAF) acetylhydrolase from blood serum.

II. The sPLA2 Paradigm for Interfacial Enzymes
A large variety of enzymes11-35 are involved in the
metabolism of a diverse group of nonpolar and
amphiphilic solutes, including phospholipids, dietary
fats, sterols, eicosanoids, carotenoids, and chlorophyll. Interfacial enzymes have evolved to deal with
the biophysical realities of the molecular aggregates
of amphipathic and nonpolar substrates in aqueous
dispersions. An interfacial enzyme accesses the waterinsoluble substrate partitioned in the interface to
carry out the turnover cycle via the species localized
in the interface (oval in Figure 1). The challenge of
the kinetic characterization of interfacial enzymes
comes from the fact that interfaces are microscopically dispersed. Therefore, one must consider the
accessibility and exchange dynamics of the substrate
and product molecules between the coexisting interfaces of the dispersed particles and the intervening
aqueous phase. Generally, such exchange processes
are not rapid on the time scale of the catalytic
turnover. Therefore, numerous kinetic paths are
possible depending on the contributions of the rates
and equilibria that feed into the turnover cycle in one
phase or the other. Such a dissection is not trivial.5
As developed below, the problem of ascertaining a
definite kinetic path has been resolved under two sets
of conditions: in the scooting mode, where the

Table 2. Members of the sPLA2 Superfamily11,36-47

a

group

MW (kDa)

disulfides

sourcea

IA
IB
IIA
IIB
IIC
IID
IIE
IIF
IIIA
IIIB
V
IX
X
XI
XII

13-14
14
14-15
14
15
14
14
17
18
14
14
18b
14

7
7
7
6
8
7
7
7
5
5
6
6
8
6
7

cobra and krait venom
pancreas, lung, spleen
tears, synovial fluid, viper and rattle snake venom
gabon viper venom
mouse and rat testes
mouse and human tissues
mouse and human tissues
mouse and human tissues
bee and lizard venoms; human tissues
scorpion venom
mouse and human tissues
cone snails
mouse and human tissues
plants
mouse and human tissues

16

IB, IIA, IID-F, IIIA, V, X, and XII are present in the human genome. b A disulfide-linked heterodimer.47

Table 3. Conceptual Themes in Interfacial Enzymology of sPLA2 [Refs]
theme

ref

effect of the interface on the catalytic turnover by phospholipases
problems of undefined interfacial processivity
unequivocal evidence for interfacial processivity
extension of the Michaelis-Menten formalism to interfacial catalytic turnover
His-Asp-Ca catalytic residues of sPLA2s
interface preference
specificity: inhibitor; substrate; and neutral surface diluent, ND (see section V)
sPLA2 structures: X-ray (see also Figures 2 and 30 and NMR
model for interfacial binding supported by modeling; EPR;
and the crystallographic dimer with five anions
theory of interfacial enzymology and analytical foundation for the pathways in Figure 1

6, 9, 10, 48-50
5, 51
1-4, 6, 52
5, 6, 10, 14, 52, 53
11, 54-56
10, 49, 50, 57a,b
59-62; 58, 63, 64; 58, 59, 126
65-70 and 71-76
66,77; 78; 79; 80
81; 5, 6, 14, 51-53
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interacting species (enzymes, substrates, and products) do not exchange between the particles, and in
the quasi-scooting mode, where the replenishment of
enzymatically generated product by substrate from
other aggregates is rapid on the time scale of the
individual turnover event. Much of the pioneering
work to resolve problems with characterization of the
interfacial catalytic behavior in terms of the primary
rate and equilibrium parameters (Figure 1) has been
carried out with pig pancreatic sPLA2, and such
studies have been extended to other members of the
sPLA2 superfamily (Table 2).

A. Pig Pancreatic sPLA2 Prototype for Interfacial
Enzymology
Pancreatic sPLA2 has served as the prototype for
interfacial enzymology for much the same reasons
that trypsin and lysozyme have come to represent
solution enzymes. It is an abundant and stable small
protein that can be readily purified. DeHaas and coworkers pioneered the systematic study of the 14kDa pig pancreatic sPLA2,9-11 which hydrolyzes the
sn-2-ester bond in 1,2-diacyl- or 1-alkyl-2-acyl-glycero-sn-3-phospholipids.

The conceptual themes in Table 3 are based on
results1-4,6,82-86 that have provided the analytical
basis for the theory of interfacial enzymology.81
sPLA2s were the first interfacial enzymes to have
their X-ray structures determined.65-70 Quite early
it was recognized that phospholipases are efficient
catalysts in the presence of substrate interfaces and
that the catalytic turnover possibly occurs at the
interface. A wide variation in the observed kinetics,
with changes in the structure of substrate aggregates, suggests that interpretation of the observed
kinetics requires not only an understanding of the
catalytic specificity of the enzyme, but also the
characterization of the interface preference, often
called the “quality of interface” effects. These results
set the foundation for the extension of the MichaelisMenten paradigm for the turnover at the interface
by relating the catalytic cycle events to the catalytic
site and the interface preference to the i-face of the
protein that makes contact with the interface. Yet
the substrate specificity and interface preference
could not be dissected because the interfacial processivity of the successive turnover cycles could not
be adequately taken into consideration.5,51 By interfacial processivity we mean the enzymatic hydrolysis
of multiple phospholipids without dissociation of
enzyme from the interface. Unequivocal evidence for
the interfacial catalytic turnover cycle and also for
the interfacial processivity of the successive turnover
cycles came from the reaction progress in the scooting
mode.1-6 In the scooting mode, all phospholipids in
the outer layer of the vesicle bilayer are hydrolyzed
without dissociation of enzyme into the aqueous
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phase. Substrates present in vesicles that do not
contain bound enzyme are not hydrolyzed in the
presence of enzyme-containing vesicles. Clearly this
rules out the mechanism in which vesicle-bound
enzyme acts on the vanishingly small amount of
phospholipid in the aqueous phase. These protocols
provided results for quantitative analysis of the
turnover events of the unequivocally defined kinetic
path shown in the oval in Figure 1.

B. Structural Characteristics of sPLA2
The sequences of sPLA2s differ significantly; however, the three-dimensional structures have several
features in common (Figure 2, Table 4). There are
more than 40 sPLA2 entries in the Protein Data
Bank. Structures of the native and complexed sPLA2
with substrate mimics (Figure 3) have helped in
identifying the catalytic residues and the active site.
The anion binding sites on the pancreatic IB sPLA2
also suggest a strong relationship to the surface of
the enzyme that makes contact with the anionic
interface, which we call the i-face (Figure 2B and C).
As a class, sPLA2s contain about 120-170 amino
acids in a single peptide chain (Table 2), except that
group IX sPLA2 is a disulfide-linked heterodimer.47
These sequences exhibit modest homology but differ
in their disulfide architecture, chain deletions (6070 loop), and insertions at the C-terminus. Rigid
three-dimensional structures of sPLA2 are stabilized
by 5-8 disulfide bridges.
As shown in Figure 2A, the bovine pancreatic
sPLA2 is a small (22 × 30 × 42 Å) kidney-shaped
molecule. About 50% of the residues are in R-helices,
and 10% are in antiparallel two-stranded segments
of β-structure. The structure is cross-linked by seven
disulfide bonds. The His48-Asp99 pair forms the
catalytic residues with calcium as the cofactor. The
calcium ion is bound with five oxygen ligands provided by the protein (two oxygens of the Asp-49 side
chain and backbone carbonyls of residues 28, 30, and
32). In addition, there are two coordinated water
molecules, which are replaced by the oxygen ligands
from the sn-2- and sn-3-substituents of substrate
mimics. The catalytic residues are located at one end
of the active site slot with hydrophobic walls lined
with Leu-2, Phe-5, Ile-9, Ala-102, Ala-103, and Phe106. The catalytic site is accessible through a remarkably flat i-face that acts as the interface binding
region or site (Figure 2). All sPLA2 structures contain
the same constellation of the catalytic residues HisAsp-Ca2+ in the architecture of the catalytic site. The
features that differ between the sPLA2s are generally
the i-face residues and other surface residues that
are part of the recognition system for other functions.

C. The Catalytic Site versus the i-Face of sPLA2s
Insights and issues related to the structure of
sPLA2 at the interface are still emerging. As shown
in Figure 2, the substrate mimic must travel about
15 Å away from its position at the interface to bind
in the catalytic site slot of interface-bound sPLA2.
The apparent substrate specificity of sPLA2s is a
combination of the interface recognition and catalytic
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Figure 2. (A) Ribbon drawing of bovine pancreatic sPLA2 structure67,71 showing the highly conserved68,70 secondary
structural elements, seven disulfide bonds, the D99-H48 catalytic pair, the Ca2+ binding loop, and the β-wing. The N- and
C-termini are indicated. (B) Crystallographic structure of porcine pancreatic sPLA2 with five phosphate anions (pink ballstick representation), the inhibitor MJ33, a mimic of the substrate-derived sn-2-tetrahedral intermediate (III in Figure 3),
in the active site (gray balls).87 The surface of the enzyme that contacts the interface (i-face) is along the horizontal plane
passing through the bottom edge of the protein and perpendicular to the page. (C) The footprint of the anion-assisteddimer subunit contact surface of pig pancreatic sPLA2 (GRASP display) shows the van der Waals surface (yellow), five
bound phosphate anions (red), and the alkyl chain of MJ33 shown as the gray region in the middle.80 As discussed in
section XII, the contact face in this dimer is virtually identical to the model of the i-face proposed earlier.77 The catalytic
site architecture of virtually all sPLA2 is highly conserved. The regions that differ between the sPLA2s and show
conformational flexibility are often along the i-face. PDB code IFXF. (D) The anion-assisted-dimer contact surface for pig
pancreatic proPLA2 zymogen.271 PDB code1HN4.
Table 4. Structural Features of Pancreatic sPLA2 Relevant to Interfacial Catalysis
cofactor pocket
catalytic site
substrate pocket
i-face
kcat* allosteric site

Asp-49 and 26-34 loop bind calcium
His48/Asp-99 pair; Ca-loop; 69-loop of residues 59-74.
hydrophobic face of the N-terminus helix (2, 5, 9) and 22, 103, 106
five anion binding sites; N- and C-terminus, 69-loop; 1500 Å2 hydrogen-bonding and hydrophobic surface
cationic residues 53, 56, and 120

site specificity. Operationally, in relation to the
kinetic paradigm of Figure 1, two structural features
are of functional interest: the catalytic site and the
i-face which makes contact with several phospholipid
molecules at the substrate interface. A conserved HisAsp-Ca2+ architecture as well as the active-site
residues are involved in the substrate binding and
the substrate specificity in the catalytic turnover
cycle. Although not required for the binding of the
enzyme to the interface, Ca2+ is an obligatory cofactor
for the binding of the substrate in the catalytic site
and also for the chemical step in the catalytic

turnover cycle. The interface preference of sPLA2 is
associated with the interaction along a site, the i-face,
which is distinct from the catalytic site. For example,
the pancreatic and Naja venom PLA2s when bound
to the interface show little substrate specificity for
the structure of the headgroup or the sn-2-acyl chain
of naturally occurring phospholipids.63,64 However,
relative to pancreatic PLA2, the cobra venom enzyme
binds about 3 orders of magnitudes more tightly to
zwitterionic phosphatidylcholine interfaces.107,108 All
sPLA2s so far analyzed bind more tightly to anionic
than to zwitterionic interfaces.83

Interfacial Enzymology

Figure 3. Subset of the substrate mimics cocrystallized
with sPLA2. I ) sn-2-amide analogue to modified pig
pancreatic88,89 and synovial sPLA2s.90 II ) sn-2-phosphonate analogue to bee venom,91 Naja venom,92 bovine
pancreatic,93 human synovial sPLA2s.94 III ) sn-2-phosphate analogue to bovine pancreatic87 and as anionassisted-dimer of pig pancreatic sPLA280 and its zymogen.271 IV ) Fatty acyl amide modeled in the active site
of pig and bovine pancreatic PLA2.95 His-48 alkylated pig
pancreatic PLA2.106 Synthetic substrate analogues: sn-2amides,96-102 fatty acid amides,103 sn-2-phosphonate,60,104
and sn-2-phosphates,59 indole-derived amides,105a and other
inhibitors.105b,c

D. Pathophysiological Significance of the
Diversity of PLA2 Activity
Phospholipid sn-2-esterase activity is ubiquitous.
It is found in most, if not all, living organisms and
in virtually all cell types. Several evolutionarily
nonrelated classes of proteins are known to exhibit
PLA2 activity,11,109 and some of these have found
their way into the group classification.40 In addition
to the His-Asp-Ca2+-based sPLA2s (Table 2), the
catalytic serine-based sn-2-esterases of phospholipids
include the 87-kDa cytosolic PLA2 with specificity for
the arachidonyl chain,12,110 the 46-kDa PAF-hydrolase
that hydrolyzes truncated or oxidized chains,7,8 and
the 28-kD bifunctional lung enzyme that also has
phospholipid peroxidase activity in addition to PLA2
activity.111 Considering the ubiquity of phospholipids
as well as their high compositional specificity in the
various cellular compartments, it appears that the
sn-2-esterases and acyltransferases play a critical
role in mobilization and tailoring of the unsaturated
fatty acyl substituents of phospholipids.
sPLA2s (Table 2) are found in numerous organisms
including mammalian tissues, venoms, and plants.
They are expressed and secreted into the extracellular milieu of tissues by secretory processes including secretion into the gastrointestinal tract where
their primary role appears to be in the digestion of
the phospholipid at the emulsion interface of dietary
triglyceride particles.28a,35 It is intriguing that sPLA2
inhibitors block the uptake of cholesterol;28a however,
the cholesterol absorption efficiency does not change
in knock-out mice deficient in IB sPLA2,28b suggesting that other sPLA2s can contribute to hydrolyses
of phospholipids in the intestines.
At least some types of the sPLA2s are critical for
defense and inflammatory responses in tissues. It is
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certain that their role in defense mechanisms includes liberating fatty acids from membrane phospholipids. It appears that arachidonic acid, present
mainly in phospholipids, is mobilized for such functions by sPLA2s, at least under certain conditions.
The eicosanoid pathways convert arachidonic acid to
a diverse group of eicosanoids (prostanoids, thromboxanes, epoxyacids, leukotrienes, lipoxins) which are
potent mediators of inflammation and other pathophysiological processes in response to specific signals
and receptors.30,112,113
Some of the sPLA2s also exhibit toxicity, antibacterial action, and allergenic and immune responses.
Structural origins of such effects may lie in certain
epitopes; however, the catalytic and interface recognition functions are critical for many but not all of
these biological responses. It is now known that
humans contain at least 9 different sPLA2s, and at
least 10 are present in the mouse. Although they
have very similar catalytic sites, it is becoming clear
that these enzymes display very different interfacial
binding properties. For example, the initial velocity
for the hydrolysis of phosphatidylcholine vesicles by
human group X sPLA2 is several orders of magnitude
larger than that for human group IIA sPLA2. Addition of small amounts of human group X (10 ng/mL)
to mammalian cells also leads to rapid plasma
membrane hydrolysis leading to arachidonate release
and eicosanoid formation.46,114 In contrast, mammalian cells are generally resistant to the action of
exogenously added human group IIA sPLA2, presumably because it cannot bind to the phosphatidylcholine-rich outer leaflet of the mammalian plasma
membrane. In effect, the physiological properties of
human group IIA and X sPLA2s are controlled by
their different interfacial binding specificities and not
by their catalytic site specificity; both enzymes
hydrolyze phosphatidylcholine and anionic phospholipids with similar efficiencies when enzyme is bound
to the interface.46,115
Group IIA sPLA2 is the principal antibacterial
agent in human tears.116 It binds tightly to the
phosphatidylglycerol-rich membranes of Gram-positive bacteria such that picogram per milliliter concentrations are sufficient to kill bacteria.117 The
activity against Gram-negative bacteria118 is considerably enhanced in the presence of agents that
disrupt their lipopolysaccharide coat.119 The propensity of certain sPLA2s to bind to polyanions is not
necessarily due to the interactions along the i-face.120
In fact, such aqueous-phase complexes of certain
sPLA2s, with sulfated-glycoconjugates and receptors
present in the tissue environment, effectively reduce
the fraction of the enzyme at the interface (Figure
1). In short, the equilibria for the distribution of the
enzyme to the interface and in the complexes thus
have a dramatic effect on the observed rates due to
a change in the substrate accessibility and the
interfacial processivity (see below).

III. Defining the Kinetic Path for the Analysis of
Interfacial Catalytic Turnover
The pancreatic sPLA2 paradigm has extended the
conceptual boundaries of enzymology in general. We
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Figure 4. Schematic representation of the interfacial
catalytic turnover steps mediated by the binding of the
enzyme to the interface.

believe that this paradigm is likely to be conceptually
and analytically useful for the study of other interfacial enzymes. It is also readily adopted for the
characterization of other types of membrane-associated enzymes. As developed in this section, the field
has benefited not only from the general progress in
solution enzymology, but also from a better understanding of the organization and exchange properties
of phospholipid interfaces which control the substrate
accessibility and replenishment during the steadystate kinetic turnover.81 With a full appreciation of
the properties of microscopic dispersions and what
the enzyme ‘sees’ during the steady-state turnover,
it is possible to define unique kinetic paths which can
be analyzed in terms of the primary rate and equilibrium parameters. Such information is useful for
understanding the structural, catalytic, and allosteric
relations between the enzyme and the interface.
Consider the catalytic turnover cycle at the interface (Figure 4). As a first step, the enzyme in the
aqueous phase binds to the interface along the i-face
that is different than the catalytic site, although as
discussed later there may be regulatory cross-talk
between the two. E to E* is the first step for the
substrate accessibility. This is followed by the catalytic turnover events at the active site of the bound
enzyme which include substrate binding in the
catalytic site, chemical substrate hydrolysis, and
release of products. The first kinetic event associated
with the binding along the i-face is eliminated during
the interfacial processive turnover cycles (Figures 4
and 5). This occurs if the equilibrium constant for
the dissociation of enzyme from the interface Kd )
koff/kon is sufficiently small1-4,6,77,83 such that during
the reaction progress in the scooting mode, enzyme
leaves the interface slowly compared to the time
needed to hydrolyze all of the phospholipid in the
enzyme-containing vesicle with its integrity retained
(see below).

A. Processive Turnover Kinetic Path for the
Interfacial Kinetic Analysis
Multiple kinetic paths are possible within the
paradigm of Figure 1.5,81 The challenge is to establish
experimental conditions where the events of the
successive catalytic turnover cycles occur processively
through a single defined path. For the analysis of a
defined kinetic path, it is necessary to identify the
variables in the microenvironment of each interacting
species. In solution enzymology, we take for granted

Figure 5. Cartoon to illustrate (top) the virtually infinite
interfacial turnover processivity (scooting mode) versus
(bottom) no interfacial processivity (fast hopping mode)
where bound enzyme leaves the interface after each
turnover cycle. Both of these two extreme cases can be
analytically described. However, the problem is intractable
under the conditions where the residence time of the
enzyme at the interface is not known, or is not constant
over the time course of the reaction progress, or the zero
processivity (hopping) condition cannot be established. In
vesicles of long-chain phospholipids, the intervesicle exchange of the substrate and the products of hydrolysis is
negligibly slow. Also, in the scooting mode, the bound
enzyme does not exchange between vesicles.

that every enzyme in the reaction ‘sees’ the same
environment consisting of substrate and product
molecules present at uniform concentrations through
the entire reaction mixture (rapid mixing conditions).
For assays of interfacial enzymes, substrates are
packaged into an ensemble of aggregates (bilayer
vesicles, micelles, or emulsion particles). In the
hopping mode, the enzyme transfers between vesicles.
In the ensemble of the interacting particles in the
reaction mixture, each enzyme may be bound to
vesicles of differing composition if the vesicle to
vesicle transfer of the enzyme occurs on a time scale
that is similar to the time needed for enzyme to
change the composition of a vesicle by converting
substrates into products. A similar change in the local
environment will also result if substrates and products do not exchange quickly between aggregates on
the same time scale as is the case for naturally
occurring long-chain phospholipids. Obviously, such
a situation greatly complicates kinetic analyses because differing vesicle composition is equivalent to
differing reaction times for the turnover by the
enzyme in such environments. This problem is eliminated under two extreme conditions. In the scooting
mode, with at most one enzyme per vesicle, none of
the interacting species (E*, E*S, E*P, S*, P*) leave
the interface.1-6 On average, all enzyme-containing
vesicles behave similarly in time (as long as enzymecontaining vesicles have the same number of enzymes, which can be assured by Poisson law only for
the limit of at most one enzyme per vesicle at the
total enzyme/vesicle ratios of <0.15). Thus, the
measurement of the product formed by the ensemble
of enzymes reflects the behavior of any single enzyme
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Table 5. Key Relations for Figure 1a in the Scooting or Quasi-Scooting Mode6,53,81
eq 1

initial rate6,14,53 per enzyme

v0 ) VMapp )

eq 2

apparent calcium dissociation constant in the
presence of an active-site-directed ligand L122

KCa*(L) )

v0
)1+
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XS + KM*
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1+
KL*

( )(

1
K 1*
XI
1 - XI
1
1+
KM*

)

1+

eq 3

competitive inhibition6,53

eq 4

apparent affinity (Michaelis constant) for the
quasi-scooting hydrolysis of rapidly exchanging
substrate at the interface14,53
detailed balance condition for the thermodynamic
box in Figure 1123

KMapp )

integrated Michaelis-Menten reaction progress6

kit ) -ln[1 - Pt/Pmax] + (kiNS/v0 - 1)Pt/Pmax

eq 5
eq 6

eq 8

)

KL′KdKL* ) KLKdL

kiNS )

eq 7

(

KdKM*
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1 + KM*
KM

vS1
)
vS2

substrate specificity64

Poisson distribution of E over vesicle (V)
population (F0 ) fraction of vesicles unhydrolyzed)6,127
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KM*(1 + 1/KP*)

{ }
( )
{ }
kcat*
KM*
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KM*

S1
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XS2

S2

F0 ) exp(-E/V)

a The apparent parameters (eqs 1 and 4) apply under the quasi-scooting mode. The parameters and variables are defined in
the text.

molecule on average, as is the case with solution
enzymes under rapid mixing conditions.
The other extreme, which greatly simplifies the
interpretation of the observed reaction kinetics, is the
quasi-scooting mode analysis.14,53 As described later
in section III, here the enzyme and/or the substrate
exchanges between aggregates quickly on the time
scale such that the turnovers by the bound enzyme
molecules do not significantly change the composition
of an aggregate. This is the interfacial equivalent of
the rapid mixing behavior by replenishment and
exchange intrinsic to all steady-state kinetic analyses
of soluble enzymes. For example, if enzyme dissociates from a vesicle after each turnover cycle (fast
hopping mode), all vesicles will become hydrolyzed
uniformly in time since rebinding of enzyme to the
ensemble of vesicles occurs randomly as long as all
vesicles have the same lipid composition at any point
in time.
In addition to the ensemble averaging, one must
also pay special attention to the substrate replenishment problem while setting up the interfacial kinetic
assay. If enzyme is bound to an aggregate, the bound
enzyme may deplete all of the substrate in the
aggregate very quickly, and continued reaction
progress requires replenishment of substrate in
enzyme-containing microaggregates. Substrate replenishment is critical in the case of a detergentphospholipid mixed-micelle that contains ∼100 detergent molecules and ∼5-10 phospholipid molecules.
The kinetic consequences of such a situation will be

discussed in more detail in section IV, where we
consider the sPLA2-catalyzed hydrolysis of long-chain
phospholipids dispersed in detergent micelles. Substrate replenishment is much less of a concern in
bilayer vesicles over the period of minutes to hours
needed for a bound sPLA2 to consume all of the
substrate in the outer layer of a vesicle that contains
several thousand or more phospholipids.
Table 5 lists the analytical relations that describe
the interfacial kinetic behavior of an enzyme operating in the scooting or quasi-scooting modes with a
defined kinetic path. The reader may note that these
equations are quite similar to the corresponding
equations used in solution enzymology. Included are
the Michaelis-Menten equations for the integrated
reaction progress and for the substrate mole fraction
dependence of the initial steady-state rate as well as
equations for dissociation constants of catalytic site
ligands such as calcium, competitive inhibition, and
substrates. Definitions of the constants are given in
the text in relation to the appropriate limit for Figure
1. For random binding of enzymes to vesicles, the
number of enzymes per vesicle is given by the Poisson
equation (eq 8), which is useful to ascertain the
fraction of enzyme-containing vesicles from the extent
of hydrolysis in the scooting mode. Table 6 has values
of the kinetic parameters for the action of pig
pancreatic IB sPLA2 on aggregates of specific phospholipids.
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Table 6. Primary Parameters (defined in Figure 1) for Pig Pancreatic sPLA2 at 24 °C
kcat* ()k2*) 400 s-1, k1* 350 s-1, k-1* 35 s-1 with KM* 0.35 mole fraction for 1,2-dimyristoylphosphatidylmethanel (DMPM)6
kcat < 0.03 s-1 for DC6PC121
KMapp 2.3 mM and VMapp 450 s-1 for diheptanoylphosphatidylcholine (DC7PC)53
KP* 0.025 mole fraction for the products of DMPM58
KI* 0.0008 mole fraction for active-site-directed inhibitor MJ33;59 KL′ 0.009 mM for MJ33
KCa* 0.28 mM, KCa 0.33 mM, and apparent KCa* (DMPM) 0.09 mM122
Kd 3.2 mM and KdI 0.15 mM with MJ33 at phosphatidylcholine interface123
Kd is estimated as 10-13 M at the DMPM vesicle interface83
Kd/KdI ) KI*/KI′KI (eq 5) ) 5-100 depending on the structure of the mimic53,123

B. Meanings of the Substrate-Concentration
Variable
Concentration is a thermodynamic quantity. In a
microscopically heterogeneous system its significance
changes with the phase state as well as the nature
of the interacting species for the underlying equilibria. For the present purpose, four different microscopic variables are generated from the total substrate amphiphile concentration, [ST], in mole per
liter of the aqueous dispersion.
(a) The maximum monodisperse concentration of
an amphiphile in the aqueous phase in equilibrium
with the aggregate phase is defined as the critical
micellization concentration (CMC). Excess phospholipid above the CMC is always present as the aggregate phase. The CMC can be in the millimolar
range for the short-chain phospholipids; however, the
concentration of solitary natural phospholipid molecules in the aqueous phase is typically in the
subnanomolar range. Thus, the half-time for desorption of a long-chain phspholipid molecule from the
bilayer interface is on the order of hours. Therefore,
sPLA2s must directly access the substrate from the
interface of the aggregated phospholipid (interfacial
enzyme).
(b) The E to E* equilibrium depends on the
concentration of interface accessible to the enzyme
from the aqueous phase. It increases linearly with
[ST] - CMC. It is most conveniently expressed as
moles of phospholipid dispersed as the interface per
liter (eq 4).
(c) The substrate concentration that E* ‘sees’ for
the formation of the E*S complex is the number
density, defined as the number of substrate molecules
per unit area of interface. As a first approximation,
within the limit of ideal and rapid equilibrium of
mixing all such species that determine the E*S
population, the substrate concentration variable for
the formation of E*S is approximated as the substrate mole fraction, XS, in the interface (eqs 1-3).
In a single-component system, XS has a maximum
possible value of 1. In a codispersion of the substrate
and inhibitor, products, or a different surface diluent,
the sum total of the mole fractions of all the components is unity. Mole fraction units are further described in section IX.
(d) For an ensemble of enzymes and vesicles, the
distribution of enzyme over vesicles, determined by
the enzyme/vesicle (E/V) ratio, follows the Poisson
law (eq 8). The concentration of vesicles is the total
lipid concentration divided by the number of phospholipids per vesicle.

Figure 6. Reaction progress (pH-stat titration) for the pig
pancreatic IB sPLA2-catalyzed hydrolysis (b) initiated by
E added to large vesicles of DMPM or (b) DMPM vesicles
were added to a mixture of the enzyme prebound to vesicles
of nonhydrolyzable phospholipid 1,2-tetradecylphosphatidylmethanol (DTPM). Curve a is fitted to the integrated
Michaelis-Menten equation (eq 6, Table 5). (Reprinted
with permission from ref 6. Copyright 1991 American
Chemical Society.)

C. Integrity of Vesicles Is Maintained during
Processive Turnover
The simplest protocol for the unequivocal analysis
of the interfacial turnover steps is based on the
conditions where the successive interfacial turnover
cycles occur only through the steps shown in the oval
(Figure 1 or 4). The steady-state reaction progress
in the highly processive scooting mode is observed
at the anionic phospholipid interface with all sPLA2s
that have been examined on arionic vesicles83 and
several other interfacial enzymes (Table 1). In the
scooting mode the bound enzyme does not leave the
vesicle and the integrity of the hydrolyzed vesicles
is maintained, i.e., the content of the enclosed aqueous compartment does not leak out.124-126 As suggested by results in Figure 6 and borne out by direct
measurements, the rate of spontaneous vesicle-tovesicle exchange of long-chain phospholipids is exceedingly slow, on the order of hours to days. Also,
the monodisperse phospholipid concentration in the
aqueous phase is insignificant. The products of hydrolysis do not exchange with substrate molecules
present in the inner monolayer of the enzymecontaining vesicle or with the phospholipid present
in excess vesicles. This is probably because the forces
that stabilize the bilayer organization also prevent
a change in the size or the transbilayer exchange that
would require unfavorable interactions of the acyl
chains.
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antibacterial effect of polymyxin B and other cationic
peptides, possibly through a direct effect on the
hyperosmotic swelling (plasmolytic) response133 controlled by the transcriptional effect on the osmY
gene134 in E. coli.

F. Constraints for the Microscopic Steady-State
Condition in the Scooting Mode

Figure 7. Reaction progress for the hydrolysis of dimyristoylphosphatidylglycerol (DMPG) or phosphatidic acid
(DMPA) vesicles by pig pancreatic IB sPLA2 in the scooting
mode. Addition of polymyxin B (PxB) promotes a direct
vesicle-to-vesicle exchange of DMPG but not of DMPA.
(Reprinted with permission from ref 129. Copyright 1996
American Chemical Society.)

D. Zero-Order Reaction Progress in the Scooting
Mode
Analysis of reaction progress is considerably simplified if the enzyme-containing vesicles in the ensemble have at most one enzyme.6 Product inhibition
during the later part of the scooting mode reaction
progress (Figure 6, curve a) is described by eq 6,
where the KP* term dominates because of an increase
in XP in a closed relationship XS + XP ) 1 on the
enzyme-containing vesicles. The initial zero-order
phase of the reaction progress is significant only in
large vesicles because XS in small vesicles decreases
over a relatively short period of time.

E. Apparent Activation due to Rapid Substrate
Replenishment in the Scooting Mode
The apparent rate in the scooting mode reaction
progress decreases as the turnover becomes limited
by the mole fraction of substrate at the interface.
Recall that excess unhydrolyzed vesicles do not have
bound enzyme and are not accessible to enzyme
bound to other vesicles. As shown in Figure 7, under
such conditions a dramatic increase in the observed
rate is seen after the addition of the polycationic
cyclic peptide polymyxin B.84 Independent studies
show that polymyxin B mediates a rapid, selective,
and direct exchange of monoanionic phospholipids
through peptide contacts between enzyme-containing
and enzyme-free excess vesicles.127-129 Thus, polymyxin B leads to substrate replenishment in enzymecontaining vesicles, and this is the basis for its
activating effect. These results underscore the fact
that not all agents that lead to activation of an
interfacial enzyme work by altering the intrinsic
catalytic efficiency of the enzyme. The latter effects
are selective and show strong structure-activity
correlation. The novel biophysical phenomenon exhibited by polymyxin B is also exhibited by several
other peptides and proteins including mellitin,130
myelin basic protein,131 and lung surfactant protein
A.132 This phenomenon may also be the basis for the

The highly processive scooting mode reaction
progress provides unequivocal proof for the true
interfacial nature of the catalytic cycle events. Furthermore, the scooting mode reaction path is amenable to quantitative analysis. From the reaction
progress it is possible to obtain a complete set of the
primary kinetic parameters for the catalytic cycle
(Table 6) because certain critical conditions are
satisfied.6
(a) The kinetic path is unequivocally defined.
Processive interfacial turnover on vesicles in the
scooting mode is explicitly described by the interfacial
steps of the turnover cycle with the initial binding
of the enzyme to the interface as a pre-steady-state
step (Figures 4 and 5).
(b) By choosing an excess of vesicles of narrow size
dispersity over enzyme (eq 8), it can be assured that
the microenvironment of each enzyme is identical
through the course of the reaction progress. Thus,
when a vesicle of, say, 10 000 phospholipids containing a single bound enzyme is 50% hydrolyzed, other
vesicles of the same size and containing a single
enzyme will be 50% hydrolyzed on average. The
ensemble behavior of the system can be described
simply in terms of the number of enzyme-containing
vesicles. The reaction is initiated rapidly by mixing
the enzyme with an excess of a monodisperse population of vesicles, which ensures a random Poisson
distribution of at most one enzyme on each enzymecontaining vesicle if the vesicle-to-enzyme ratio is
larger than 6.1,6,81,127
On the basis of these constraints, for the steadystate kinetic analysis of enzyme function it is assumed that all components are uniformly distributed
in the reaction mixture and that the bulk-averaged
conditions on the enzyme-containing vesicles correspond to the microscopic environment of each
enzyme molecule. The constraints are necessary
because the single turnover time is in milliseconds,
and the steady-state reaction progress is measured
over several minutes, i.e., information about the
events of the single turnover cycle is inferred from
the time-average and the ensemble-average of multiple turnover events under identical conditions.

G. Quasi-Scooting Mode Turnover with Rapid
Substrate Replenishment
Under two sets of conditions, the catalytic turnover
in the quasi-scooting mode occurs with rapid substrate replenishment from the excess aggregates. In
one case, the rapidly exchangeable substrate also
forms the interface where the turnover occurs.53 The
second case occurs if the rapidly exchanging substrate partitions into the interface of a diluent.14 In
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addition, the exchange of enzyme between vesicles
would also give a similar reaction progress, which
would be uninterpretable unless of course the processivity (Figure 5) or residence time of the enzyme
on the interface is unequivocally established. If the
exchange of enzyme is rapid on the time scale of the
turnover, one does not need to know the residence
time or the processivity; a knowledge of the affinity
of the enzyme for the interface (Kd) is sufficient. This
consideration is relevant to the case of sPLA2catalyzed hydrolysis of long-chain zwitterionic phospholipid aggregates where the binding of the enzyme
to the interface is of relatively weak affinity.
Since only the interface-bound enzyme carries out
the turnover, the fraction of the enzyme at the
interface depends on the bulk concentration of the
interface. The dissociation constant of E* to E is
defined as Kd, which is also a component of the
apparent Michaelis constant, KMapp (eq 4), that defines the dependence of the observed rate on the total
substrate concentration. The steady-state condition
for the bound enzyme is described unequivocally
because the substrate depleted on the enzymecontaining micelle is rapidly replenished from the
excess enzyme-free micelles via the monomer exchange. For example, a high critical micelle concentration (about millimolar range) of short-chain phospholipids ensures that the substrate exchange with
excess micelles occurs on the microsecond time scale
compared to the single catalytic turnover time of a
few milliseconds,135 as also supported by the mixing
times for micelles of short-chain phospholipids.136 The
apparent parameters obtained from the bulk substrate concentration dependence are related to the
primary parameters (Table 6) and reflect the fact that
not all of the enzyme may be bound to the interface.
Note that without independent evidence, the quasiscooting mode reaction progress alone does not imply
that the enzyme directly accesses the substrate from
the interface.
To recapitulate, quantitative interpretation of the
interfacial catalytic turnover is obtained under the
(quasi)-scooting mode. Under these kinetic conditions, the variables in the microenvironment of the
interface-bound enzyme can be unequivocally defined
for the purpose of the ensemble-averaging and the
time-averaging of all the events in the reaction
mixture during the reaction progress. Kinetic interpretation requires that the intrinsic rate-limiting step
and the kinetic path remain well-defined throughout
the observed reaction progress. Otherwise, as considered in section IV, only uninterpretable kinetic
results are obtained under the conditions with undefined kinetic paths for the steady-state turnover.

IV. Undefined Kinetic Path for Assays with
Impaired Substrate Accessibility and
Replenishment
In this section we outline limitations of some of the
commonly used PLA2 assays where the kinetic path
is not unequivocally defined and the microscopic
variables cannot be established due to impaired
substrate accessibility and replenishment. Although
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results from such assays can be rationalized in terms
of Figure 1, the results do not provide unequivocal
information about the primary events.

A. Assay Criteria for Kinetic Analysis
The challenge of interfacial kinetic analysis within
the paradigm of Figure 1 is to identify assay conditions with a defined kinetic path where the microscopic variables can be unequivocally defined. Otherwise quantitative information about the primary
functional events of the interfacial catalytic cycle is
not obtained. Such information can be compromised
for a variety of reasons including aggregate-toaggregate exchange rates for the enzyme, substrate,
and product, which can corrupt the interpretation of
the observed reaction kinetics.
Resolution of the assay artifacts from parallel paths
is critical for the evaluation of the events of interfacial catalytic turnover cycle. Of all the possible
sources of difficulty, a change in the interfacial
processivity due to a shift in the E to E* equilibrium
has profound kinetic consequences. In fact, so much
so that reaction progress curves with virtually any
shape can be generated.5 Note that it is not trivial
to experimentally ascertain whether the bound enzyme stays at the interface for one or a few turnover
cycles. Such considerations emphasize that a possible
change in the E to E* equilibrium leads to a change
in the processivity which makes analysis impossible.
For a meaningful analysis, all equilibria feeding into
the turnover cycle must remain invariant, or at least
predictable, during the observed reaction progress.

B. Hydrolysis of Monodisperse Substrates
Use of a monodisperse substrate in the aqueous
phase offers the possibility of studying the catalytic
turnover through a monodisperse ES complex for the
solution kinetic path in Figure 1. For such purposes
it must be established that monodisperse ES exists
and that the turnover proceeds in solution. Since
interfacial enzymes are able to work at the interface
of organized substrates, the possibility that they also
work on a water-soluble substrate adsorbed on the
reaction vessel surface or on micro air bubbles has
to be considered. A protocol for eliminating the
contribution of the reaction on all the surfaces in a
reaction vessel is shown in Figure 8, and the method
can also be adopted for identifying the contribution
of the reaction at the air bubbles.14,121 For the
situation in Figure 8, the time course of hydrolysis
of the monodisperse substrate, a short-chain phospholipid in this case, by pancreatic sPLA2 was
monitored in the presence of a fluorescent pH indicator dye in the linear range of the signal.121 The
difference between the rate with and without stirring
clearly shows that virtually all hydrolysis occurs on
the cuvette walls because only the fluorescence from
the center of the solution is measured. Thus, an
upper limit estimate for the rate of hydrolysis of
monodispersed substrate in the aqueous phase via
ES complex is less than 0.03 s-1 compared to a rate
of 4 s-1 under stirred conditions.
Note that even if a significant reaction rate is
observed under the unstirred condition, it does not
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C. Hydrolysis in the Water-Restricted
Environment
The enzyme-catalyzed lipolysis of phospholipids
and glyceride in organic solvents containing a small
amount of water is useful for preparative purposes.
Although these results have been interpreted for
obtaining information about the product analysis,150
the conditions and polymorphism for the kinetic
analysis are not adequately defined.

Figure 8. Effect of stirring on the reaction progress for
the hydrolysis of monodisperse dihexanoyl-phosphatidylcholine (0.4 mM) by pig pancreatic sPLA2. A lack of
significant product formation in the center of the cuvette
in the unstirred solution shows that the observed reaction
occurs only at the cuvette walls and/or stir bar surfaces.
Arrows labeled “off” and “on” designate initiation and
termination of stirring, respectively. Note that the reaction
progress stops when the stirrer is turned off, and a product
burst is seen when stirring is reestablished. Higher rates
are also seen if air-bubbles are present in the reaction
mixture. (Reprinted with permission from ref 121. Copyright 1999 American Chemical Society.)

necessarily mean that the reaction occurs through
monodisperse ES because ES may combine with
other substrate amphiphiles to form a premicellar
aggregate. sPLA2s are known to form premicellar
aggregates with short-chain amphiphiles below their
CMC.63,138-146 The aggregation behavior is probably
due to the fact that the i-face of sPLA2s makes
contact with the headgroup region of several phospholipids and thus changes their hydrophilic-lipophilic balance. Specific binding of an anionic amphiphile may nucleate the aggregation of other
amphiphiles. Kinetic analysis with premicellar aggregates is difficult, if not impossible, to interpret
because even with the simplest model the E/S ratio
as well as the absolute concentrations of components
would determine the fraction of the aggregate-bound
enzyme. In short, it is extremely difficult to unequivocally establish that turnover occurs via a monodisperse ES complex.
Experience with monodisperse substrate also calls
into question some of the observations that are at the
basis for the dual phospholipid model for ‘interfacial
activation’ via the ES complexes in aqueous phase.
The first version of the model, with catalytically
active dimeric enzyme at the interface,24a has been
discounted by direct evidence that a single 14-kDa
subunit of several sPLA2s is fully active at the
interface.83 In the current version of the dual phospholipid model,147 the ES complex is composed of one
enzyme with two single phospholipid molecules: one
as the substrate bound to the catalytic site and the
other at an allosteric site that controls the turnover
events. This stoichiometry has never been determined directly. Since sPLA2s, particularly the Naja
venom enzymes, exhibit a propensity for premicellar
aggregate formation,141,142 it is likely that the difference between the two classes of phospholipid amphiphiles reflects the tendency to form the premicellar aggregates.

D. Substrate Replenishment Becomes
Rate-Limiting in Mixed-Micelles of Long-Chain
Phospholipids with Detergent
To the best of our knowledge, detergent-dispersed
substrates as mixed-micelles have not yielded primary kinetic parameters, although such conditions
are extensively used for assays of interfacial enzymes.24,50,148,149 One of the major limitations of
mixed-micelles of long-chain phosholipids is that the
rate of substrate replenishment, rather than the
chemical step, becomes rate-limiting.137 With less
than 50 phospholipid molecules in a mixed-micelle
containing 50-100 detergent molecules, XS will drop
to <0.2 in less than 0.1 s in the presence of an
enzyme, such as sPLA2, with an intrinsic turnover
rate of 500 s-1. Thus, if the substrate replenishment
rate is not much faster than the turnover rate, after
a few milliseconds the apparent linear reaction
progress is limited by the substrate replenishment
rate and not by the catalytic efficiency of the enzyme.
Thus, mixed-micelle kinetics148,149 with long-chain
phospholipids are more a measure of interaggregate
exchange of components under the substrate-depleted
conditons rather than a measure of the primary
parameters that describe the catalytic action of the
enzyme at the interface.
The replenishment rate for a long-chain phospholipid in mixed-micelles is expected to be, and is,
exceedingly slow via the exchange mechanism where
the phospholipid desorbs into the aqueous phase
because the aqueous concentration is in the subnanomolar range.151,152 The fact that the detergent
exchange rate may be rapid between mixed-micelles
of phospholipid is of no consequence for determining
the substrate concentration that the enzyme ‘sees’ at
the interface of a mixed-micelle.85,137 What is critical
is that the substrate and product exchange rates on
the enzyme-containing micelle be rapid on the time
scale of the intrinsic catalytic turnover rate. Mixing
of long-chain phospholipids between mixed-micelles
occurs mostly by a fusion-fission mechanism. As an
initial step it requires collision of two micelles, and
therefore, the mixing rate depends on the concentration of micelles. With millimolar concentrations of
detergent and long-chain phospholipid, the half time
of mixing of the components of mixed-micelles is in
the range of seconds to minutes.153,154 This is not
rapid enough to replenish the substrate for an
interfacial enzyme operating with a turnover time for
the chemical step of 20 s-1 or an aggregate containing
100 substrates. It has been shown that the chemical
step for hydrolysis of long-chain phospholipids by
sPLA2s is rate-limiting for vesicle hydrolysis in the
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scooting mode but not for the hydrolysis of the same
substrates dispersed in detergent micelles. This is
consistent with the rate in mixed-micelles being
dominated by interaggregate exchange processes.
Other factors also come into play for the characterization of slow turnover enzymes using millimolar
substrate dispersions. The E to E* equilibrium also
depends on the micelle concentration. Thus, kinetic
analysis would require characterization of the exchange rates on the enzyme-containing micelles,
which could be even lower because a significant part
of the surface of a small micelle would be covered by
the enzyme, and this would lower the effective
collisional probability for mixing. Kinetic analysis
with mixed-micelles would also require assumptions
about ideal mixing of the components at the interface
and about the particle dispersity with changing S to
detergent ratio. To the best of our knowledge, the
analysis based on such assumptions has not been
carried out.

E. Egg-Yolk Assay
High concentrations of egg yolk or phospholipids
emulsified with bile salts are an adequate substrate
for pancreatic sPLA2 but few other sPLA2s.155 This
pH-stat titration assay with a significant background
drift can be readily set up for determining the
amount of active enzyme with the help of a calibration curve. With an equimolar mixture of phosphatidylcholine and bile salt, it has also been adopted for
the assay of inhibitors.97-101 However, for the characterization of mutant sPLA2s, results from this
assay do not correlate well with other assays.156-158
The major problem is that the primary parameters
needed for the structure-function correlation cannot
be extracted from the kinetic results unless the
organization and exchange properties of the interface
are known and taken into consideration. This has not
yet been achieved.

F. Anomalous Activating Effect of the Reaction
Products Accumulated in the Interface
In the absence of rapid substrate replenishment,
the product accumulation at the enzyme-containing
interface has significant consequences on the course
of the reaction progress.5,51a,107,159,160 For example, pig
pancreatic sPLA2-catalyzed hydrolysis of zwitterionic
vesicles follows a complex reaction progress with an
initial delay followed by the onset of a steady-state
phase (Figure 9). The key result is that the productcontaining zwitterionic vesicles do not exhibit the
initial delay and that the binding of the enzyme, E
to E*, to the ternary vesicles containing the products
of hydrolysis is more enhanced. The delay decreases
with increasing calcium concentration161,162 and also
in the presence of other anionic amphiphiles or with
anionic phospholipid vesicles.1-4,83,107,163-165 The reaction progress is also affected by a variety of nonpolar
solutes and amphiphiles.49,51,159,163-169 The most dramatic of such anomalous reaction progress curves is
the effect of the gel-fluid phase transition of the
bilayer on the reaction progress on phosphatidylcho-

Berg et al.

Figure 9. Reaction progress for pig pancreatic sPLA2catalyzed hydrolysis of dimyristoyl phosphatidylcholine
vesicles alone (PC:14) or with co-vesicles containing 10 mol
% of the products of hydrolysis. (Reprinted with permission
from ref 107. Copyright 1982 Elsevier.)

line51 but not with anionic vesicles.3,164 These results
clearly provide the kinetic basis for the apparent
effect of the phase transition temperature on the
hydrolysis of phosphatidylcholine vesicles carried out
as a single-point assay.170 A sharp increase in the
apparent rate is seen as the delay reaches a minimum at the transition temperature.
These results strongly suggest that the onset of the
rapid phase following the initial delay is due to the
effect of the accumulated product.107 Together such
observations leave little doubt that the complex
reaction progress on phosphatidylcholine vesicles is
due to the effect of accumulated product mole fraction, which changes with the reaction progress, on
binding of the enzyme to the interface.108 In addition,
as described later, build up of the interfacial anionic
charge also induces allosteric kcat* activation of
pancreatic sPLA2 (section V). The inhibitory effect
of the product due to its binding to the active site
(classical product inhibition) is also important in
addition to the surface dilution of XS. However, the
first two effects are considerably larger during the
delay phase because the affinity of the enzyme for
the zwitterionic interface is very low. These results
also show that the effect of the products is on the E
to E* binding equilibrium and not on the kinetic rate
constant for the E to E* step (sometimes called the
penetrating power of the enzyme).
Contrary to the assumption made in many of the
theoretical treatments to account for the lag period
with zwitterionic vesicles and monolayers (see below),
the delay is not a simple one-step primary kinetic
event. Even under the best of conditions it involves
a shifting equilibration time due to accumulaion of
the product. Quantitative analysis of the results in
Figure 9 is possible with several variables,5 only if
other independent information is included and additional assumptions are made. The concentration of
the product on the enzyme-containing vesicles changes
the position of the E to E* equilibrium during the
reaction progress. Also, fusion of the product-containing vesicles is promoted by a millimolar concentration
of calcium.161,162 At some stage of this analysis it may
be necessary to make assumptions about the effects
of nonideal miscibility of the products108,167 and the
consequent changes in the phase properties of the
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bilayer during the reaction progress.171-174 Also note
that the delay to steady-state has also been accounted
for by a kinetic model in which desorption of the
enzyme from the interface is promoted by the products of hydrolysis,160b although the assumption is
inconsistent with independent measurements. Considering the contributions of such variables along
with the turnover parameters, the study of sPLA2s
that display the long-delay phenomenon on zwitterionic phosphatidylcholine vesicles is unlikely to
provide unequivocal information about the primary
events.

G. Kinetic Artifacts of Change in Processivity
due to a Shift in E to E* Equilibrium
Within the kinetic paradigm of Figure 1 there are
several ways in which the observed rate can increase
or decrease. Nonspecific inhibition is induced by a
variety of solutes in the interface that shift the E to
E* equilibrium in favor of E.5,164,175,176 Likewise,
nonspecific activation occurs if the additive causes a
higher fraction of the enzyme to bind to the interface.
In addition to the cationic amphiphiles (mepacrine,
quinacrine), hydrophobic solutes in general have a
dramatic effect on the miscibility of the dispersed
anionic amphiphiles that control the fraction of the
interface-bound enzyme. On the other hand, such
artifacts are not observed with vesicles of anionic
phospholipids because enzyme remains tightly bound
to the interface even in the absence of additives.
These concepts have been discussed in detail elsewhere.58,62,82,177

H. Origin of the Delay in the Monolayer Reaction
Progress
Phospholipid monolayers at the air-water interface have been used to study sPLA2s and other
interfacial enzymes.10,48,57,178-182 The reaction progress
is monitored as a change in the surface pressure
(first-order conditions). It is also possible to monitor
reaction progress as a change in the surface area
(zero-order conditions) using a movable barrier to
measure the change in the number of amphiphiles
at the interface as a function of time. With the
assumption that the products rapidly leave the
monolayer, the delay in the onset of a linear phase
of the reaction progress for the hydrolysis of phosphatidylcholine monolayers (Figure 10) has been
attributed to slow penetration of the enzyme into the
substrate monolayer. As it turns out, this interpretation is not valid as shown in Figure 10 and outlined
below.
Several factors come into play because of the
monolayer trough geometry, and for a variety of
reasons it is not possible to determine the microscopic
variables. For example, a 100-µm thick unstirred
aqueous layer in contact with the monolayer interface
introduces a diffusion-dominated delay; for enzyme
to equilibrate in the monolayer through the unstirred
aqueous layer requires about 2-5 min,5 as is apparent in curve a in Figure 10 at low surface pressure.
Critical tests show that longer delays in the appearance of the rapid phase of the reaction progress at

Figure 10. Reaction progress for the hydrolysis of didecanoylphosphatidylcholine (PC10) as a monolayer at the
air-water interface at constant area (38 cm2) by pig
pancreatic sPLA2 added at 0 min: (a) at 12 mN initial
pressure, (b) at 26 mN initial pressure and then at the end
of the reaction progress the same amount of PC10 was
added again at 21 min marked (with an arrow). (Reprinted
with permission from ref 178a. Copyright 2000 American
Chemical Society.)

higher surface pressures (curve b) is due to accumulation of the products that remain in the monolayer.178 This is reminiscent of the long delay seen
with zwitterionic vesicles (Figure 9) where products
present in the interface allow more enzyme to bind
to the interface. As also shown in the later part of
curve b, the delay is not seen if the monolayer is
spread over the subphase containing the products of
hydrolysis. At least qualitatively, these results clearly
show that the product accumulation in the interface
during the delay leads to an apparent increase in the
rate. The maximum steady-state rate of hydrolysis
of the didecanoylphosphatidylcholine monolayer, at
the end of the delay, is less than 1 s-1, compared to
a rate of >500 s-1 for the micellar and bilayer
dispersions of the same substrate. Thus, it seems
clear that only a small fraction of the total sPLA2
added to the subphase is bound to the monolayer.
Coupled with the fact that it is difficult to quantify
the amount of enzyme on the monolayer, it is unlikely
that the intrinsic turnover rate at the monolayer can
be directly determined.
Detailed analysis of the results in Figure 10 and
also of the results obtained under zero-order conditions shows that the microscopic steady state at the
monolayer interface has several additional contributions which cannot be quantitatively resolved.178b The
delay in the onset of the steady state in the reaction
progress is not a first-order process, presumably due
to multiple quantitatively unresolved contributions
to the onset of the apparent steady-state reaction
progress. The equilibrium partitioning of the product
shows a biphasic dependence on the surface pressure
of the monolayer, which accounts for a complex
dependence of the delay and the turnover on the
surface pressure. Finally, it is quite intriguing that
the products of hydrolysis alone do not form a stable
monolayer,57a yet depending on the surface pressure,
a significant amount of the product is retained in the
substrate monolayer at equilibrium as well as during
the steady-state reaction progress. In short, the
monolayer assay is unlikely to yield the catalytic
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parameters because the rate-limiting step is in a step
other than the chemical step.

I. Dispersions of Immobilized Cross-Linked Lipids
Pyrene-labeled phospholipids are used in several
sensitive and convenient assays.183-185 By including
serum albumin to bind released fatty acid to increase
the quantum yield, this assay permits quantitative
detection of less than 1 pmol of sPLA2.
Cho and co-workers championed the use of laterally
cross-linked (polymerized) phospholipid as the matrix
for the pyrene-labeled phospholipid substrate to
obtain an apparent rate parameter.186 The significance of the rate parameter in terms of the primary
kinetic events is questionable. The assay mixture
consists of serum albumin and 1-5 mol % non-crosslinked pyrene-labeled substrate (0.1 µM in the matrix
of 9.9 µM cross-linked phospholipids). It is unlikely
that long-chain substrate exchanges between vesicles.
With an enzyme/vesicle ratio >5, virtually all vesicles
have one or more bound enzymes. The observed
initial rates are typically 1 s-1 with a short zero-order
region. The time course is fitted to a first-order rate
progress curve, which divided by the total enzyme
concentration gives the apparent kcat/KM value. For
the interpretation of this parameter, consider the
conditions for the reaction path. For the turnover
calculations it is assumed that all the enzyme is
bound to the interface. With an enzyme/vesicle ratio
.1, the apparent first-order rate constant is related
to an ensemble-averaged number of enzymes per
vesicle. Thus, the experimental reaction progress
curve is actually a sum of different first-order curves,
each with a different time constant related to the
number of enzymes per vesicle. Ideal mixing of
substrate and product within the polymerized matrix
is assumed. It is quite likely that the degree of
polymerization of the matrix would influence the
mixing and lateral distribution of the enzyme as well
as the substrate and product. With another kind of
polymerized lipid there are indications that the
matrix has an inhibitory effect on the hydrolysis of
partitioned substrate,187,188 as if the matrix is not an
ideal diluent (section V).

J. Fatty Acid Binding Protein Assay
A sensitive assay for sPLA2 uses natural phospholipid substrates, and released fatty acid is monitored
by fluorescence as it displaces a fluorescent fatty acid
analogue bound to a fatty acid binding protein in the
aqueous phase.189 Typically, rates of 0.1 nmol/min are
obtained, which makes it attractive for quantifying
small amounts of enzyme. The fatty acid binding
protein assay as well as the pyrene-phospholipid
assay cannot be used for monitoring the reaction rate
at high vesicle concentration because the fatty acid
is drawn away from the respective sinks (fatty acid
binding protein or albumin) into the vesicle interface.
This opens the possibility that some of the enzyme
may be bound to extraneous surfaces.

V. Equilibria at the Interface
Three types of interfacial equilibria have been
determined for the interpretation of the observed
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catalytic turnover.58,81,122,123,126 (a) The dissociation
constant for E* from the interface, Kd, determines the
fraction of bound enzyme as a function of the bulk
interface concentration expressed as moles of phospholipid per unit volume of the aqueous phase. The
apparent value of Kd for virtually all sPLA2s for the
scooting mode turnover on DMPM vesicles is estimated to be in the subpicomolar range.1,6 Note that
in this case the bound enzyme exists as a mixture of
E*, E*S, and E*P species; thus, Kd is an apparent
constant. The apparent Kd values for the various
sPLA2s on phosphatidylcholine vesicles and micelles
are in the range from <0.01 to 20 mM.108,115,126
(b) KL′ is the bulk concentration of the interface at
which one-half of the total ligand (L ) inhibitor,
substrate, or product) is partitioned from the aqueous
phase into the interface.123 For the micellar amphiphiles, KL′ is the CMC.
(c) Binding of an active-site-directed ligand in the
interface to E* to form E*L in the interface is defined
by the two-dimensional equilibrium dissociation
constant (KI*, KP*, KS*) expressed in units of
mole fraction. Thus, when XL ) KL*, [E*] )
[E*L].56,58,123,126,192,193

A. Neutral Diluent as a Two-dimensional
Interfacial Solvent
Measurement of the primary interfacial equilibrium constants is possible with a suitable surface
diluent which permits a systematic change in XL
between 0 and 1. A surface neutral diluent is conceptualized as an amphiphile which as a twodimensional solvent changes XL and also provides an
interface for the E to E* step.58 If the diluent has
significant affinity for the active site of E*, i.e., if
K*diluent for the diluent amphipile is <1, the diluent
and the ligand molecules will compete with each
other for the binding to E* and the measured KL*
will be an apparent value whose magnitude depends
on the identity of the surface diluent. Such nonideal
surface diluents can be used for the equilibrium
measurements under suitable conditions as long as
K*diluent is not ,1.126 For an ideal neutral diluent
(ND), K*diluent . 1.
Amphiphiles such as 1-hexadecyl-propanediol-3phosphocholine and 2-hexadecyl-glycero-3-phosphocholine in aqueous dispersions have served as useful
neutral diluents for the pancreatic sPLA2, i.e., their
aqueous dispersions provide an interface for the E
to E* step, but the diluent amphiphile does not bind
to the catalytic site of E*.58 On the other hand,
structurally related lysophosphatidylcholine has considerably higher affinity with KL* ) KP* ) 0.06 mole
fraction. As expected, the same amphiphile does not
necessarily serve well as a neutral diluent for different interfacial enzymes.115,126 Neutral diluents are
useful for studying the properties of the enzyme at
the interface and also for changing the surface
concentration of an active-site-directed ligand to
monitor the E* to E*L equilibrium (see below).
Note that a two-dimensional diluent may also have
an allosteric effect on the bound enzyme. Similarly,
the dispersity of the diluent aggregates may have a
significant effect on the replenishment rates for the
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observed turnover without a significant effect on the
equilibrium process.58,123 In effect, neutral diluents
are interface-forming amphiphiles that are also very
poor inhibitors. For sPLA2s, the polar group of the
amphiphile essentially distinguishes an active-sitedirected binder from a neutral diluent amphiphile.53,123
The transfer of a nonpolar chain from the interface
to the active site has little or no significant energetic
advantage because the hydrophobic effect in both
cases would be comparable, and in the water free
environment the difference would be dominated by
the van der Waals contacts.

B. Binding of Enzymes to the Interface
Binding of a sPLA2 along the i-face involves contact
with a number (n ) 20-40) of phospholipid molecules
at the interface.2,108,138,194-197 In terms of the excluded
area effect, the binding of one enzyme molecule
makes n phospholipid molecules inaccessible for the
binding of the next enzyme. Under the conditions
where Kd is much smaller than the total phospholipid
concentration, only the value of n can be determined
from the binding isotherms, as is the case for the
binding of sPLA2 to anionic vesicles.3,197 When Kd for
the E to E* equilibrium can be measured, it is equal
to the bulk concentration of amphiphile at which onehalf of the enzyme is bound to the interface. The
excluded-area effects can be neglected as long as the
number of binding sites on the bilayer vesicle (total
phospholipid/2n) is much greater than the number
of bound enzyme molecules. Usually a three-parameter fit is necessary for obtaining n, Kd, and the
maximum signal when all the enzyme is bound;108,138
however, even with the three-parameter fit the
binding isotherm is not hyperbolic (see section XI).

C. Two-Dimensional Equilibrium Constants
XL can be systematically varied by adding a neutral
diluent to the interface with the assumption of ideal
mixing. Such a shift in the E* + L* to E*L equilibrium permits determination of KCa*, KS*, KP*, and
KI*.58,59,122,126 To distinguish E* from E*L, one takes
advantage of the fact that, with most L*, E*L reacts
>100 times slower with an active-site-directed alkylating agent.54,58 At least for pancreatic sPLA2 the
rate of alkylation is comparable for E in the aqueous
phase and E* at the neutral diluent interface. It may
be noted that the partitioning of alkylating agent into
the interface does not affect the rate of enzyme
alkylation since the factors that favor transfer of
alkylating agent from the aqueous phase to the
interface are canceled by the factors required for
transfer of alkylating agent from the interface to the
catalytic site of E*. This protocol thus provides a
basis for distinguishing neutral diluents from the
active-site-directed mimics. Other measures of the
occupancy of the active site can also be designed
under suitable conditions.123,197

D. Sequential Equilibria
Two or more equilibrium steps in Figure 1 may be
sequentially related and characterized as apparent
dissociation constants. Also in the case of sPLA2s,
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the E to E* equilibrium shifts with the ligand binding
to the active site of E* (mass action). Similarly, the
binding of an active-site-directed substrate mimic
obligatorily depends on the calcium binding (not
shown but implied in Figure 1), which gives an
apparent dissociation constant for calcium at a given
substrate concentration (eq 2). Also, the apparent
calcium dissociation constant depends on the fraction
of enzyme at the interface, Kd, since interfacial
binding is required for the E* + S f E*S equilibrium.
Under certain conditions such coupled equilibria can
be readily resolved.122,126 Again, the use of a neutral
diluent ensures that the primary rather than apparent equilibrium constants are being measured.

E. Quantification of sPLA2 Interfacial Binding
Studying the structure-function for the binding of
sPLA2 requires a reliable method for measuring the
equilibrium constant for the enzyme-vesicle complex
dissociating to free enzyme and vesicles (Kd). Measuring Kd values seems simple enough by assuming
that the E to E* is a single-step event. However,
several problems are intrinsic in the available
methods.197a-c The most commonly used method
relies on the change in intrinsic tryptophan fluorescence1,2 or the energy transfer from tryptophan
residues on or near the i-face and a trace amount of
dansylated phospholipid present in vesicles.197a While
such methods are reliable under certain specific
conditions, we have found that the Trp environment
changes significantly when distal mutations are
introduced and that the efficiency of energy transfer
varies dramatically with the vesicle composition. For
example, cobra venom sPLA2 binds tightly to anionic
phosphatidylmethanol vesicles leading to a readily
detectable energy transfer signal. However, no signal
was detected when the same enzyme was added to
phosphatidylcholine vesicles even though other methods clearly show that cobra venom sPLA2 binds
tightly to such vesicles (Kd in the low micromolar
range). Such differences are expected if the enzyme
contact surfaces are different at the anionic versus
the zwitterionic interfaces. Also, the differences can
be rationalized in terms of the Forster equation
where the efficiency of the energy transfer depends
on the distance, orientation, and dielectric of the
medium separating the donor-acceptor pair and
their relationship to the local quenching groups.
The binding of most, if not all, sPLA2s to vesicles
composed mainly of anionic phospholipids is tight (Kd
∼ nanomolar or lower). Values of Kd in this range
are very difficult to measure because experiments
require the use of low phospholipid concentration (∼1
nM) and even lower sPLA2 concentrations (low pM
because each enzyme covers about 50 phospholipids
and roughly 50% of the phospholipids are on the
inner leaflet of vesicles). All sPLA2s that we have
studied undergo nonspecific absorption to the reaction vessel (plastic or glass, siliconized or not) at
concentrations below 10-100 nM. It has therefore not
been possible to measure values of Kd in the subnanomolar to nanomolar range (see also ref 121).
Surface plasmon resonance (SPR) has been used
in an effort to remedy this problem.197c For this
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technique, a phospholipid bilayer within about 10 nm
of a gold surface is required. Protein binding to the
bilayer is detected by a change in the bulk refractive
index within a ∼50-nm thick layer next to the gold
surface. Intact phospholipid vesicles are placed close
to the gold surface by using the biotin-streptavidin
technology. Experimental conditions were optimized
such that captured vesicles were intact, vesicles were
packed close together on the surface, and vesicles did
not leave the surface after extensive washing with
buffer. By raising the enzyme concentration in the
flow solution, the SPR signal reaches a maximum
(measured to occur with 1 sPLA2 per 40-70 outer
layer phospholipids). The concentration of sPLA2 was
decreased until the SPR signal dropped to one-half
its maximal value. At this point 50% of the enzyme
binding sites on the vesicle contain bound enzyme
and the concentration of free and protein-bound sites
on vesicles are equal with the assumption that the
extraneous surfaces are saturated with the enzyme
(see below). Under this condition, Kd is given simply
by the concentration of sPLA2 in the aqueous phase.
Since pM concentrations of sPLA2 can be measured
by sensitive enzyme assays, this SPR method should
be suitable for measuring values of Kd in the pM
range. Note that nonspecific binding of sPLA2 to all
surfaces of the closed circulation loop other than the
supported vesicles is of insignificant consequence
since only enzyme bound near the gold is detected.
However, nonspecific binding of sPLA2 to surfaces
other than vesicles near the gold surface will cause
problems if it is comparable in amount to that bound
to vesicles. We used this method to determine a value
of Kd ) 0.6 ( 0.2 µM for the dissociation of cobra
venom sPLA2 to vesicles of dioleyl phosphatidylcholine in the presence of saturating Ca2+ (diether
phospholipid used to prevent enzymatic hydrolysis).197c
Recall that no fluorescence energy transfer was
detected when this enzyme was bound to phosphatidylcholine vesicles.
The SPR method is useful for measuring highaffinity interfacial binding. For many applications,
measuring Kd values under weaker affinity conditions
is suitable. sPLA2s typically bind much tighter to
vesicles of anionic phospholipids than to zwitterionic
phosphatidylcholine vesicles. Thus, it occurred to us
that we could adjust the Kd over a broad range by
incorporating various amounts of anionic phospholipid in phosphatidylcholine vesicles. For this approach the Kd was measured using the method of
McLaughlin and co-workers,197b where vesicles are
loaded with sucrose by extrusion and then diluted
into buffer containing near physiological salt concentration (0.1 M NaCl). Such vesicles are readily
pelleted by ultracentrifugation. A fixed amount of
sPLA2 is added to various concentrations of vesicles,
and the amount of nonvesicle-bound sPLA2 is measured by enzyme assay of the supernatant after
ultracentrifugation. We have been able to carry out
this experiment with phospholipid concentrations of
0.1-4 mM (lower phospholipid concentrations are
avoided because of loss of sPLA2 to the vessel walls).
For each sPLA2, we simply adjust the mole fraction
of anionic phospholipid in the phosphatidylcholine
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vesicle so that the Kd is in the measurable range
(∼0.2-2 mM). Although we cannot quantify higher
affinity interfacial binding with this method, we do
obtain information about the effect of anionic phospholipid on the binding of sPLA2s to phosphatidylcholine vesicles, and this information is extremely
valuable in understanding the behavior of sPLA2s
on mammalian cells (next two sections). The sucroseloaded vesicle method also avoids costly SPR equipment.

VI. Events of the Interfacial Catalytic Turnover
Cycle
In this section the focus is on the events of the
interfacial catalytic cycle in the scooting mode which
permits determination of virtually all primary rate
parameters.6,58,81

A. Integrated Reaction Progress Curve
Reaction progress in the scooting mode provides
unequivocal evidence for the interfacially processive
turnover cycles. Since the substrate depletion and
product formation on each vesicle are correlated, the
substrate affinity and product inhibition parameters
are related to the substrate and product mole fraction
at the interface. The analysis is further facilitated
because the measurements can be carried out with
a monodisperse population of vesicles containing at
most one enzyme per enzyme-containing vesicle.
Within such constraints the integrated reaction
progress in the scooting mode is described by eq 6.

B. The Role of Calcium in the Turnover
There is an absolute requirement of calcium for
reaction progress.11 Other divalent cations can substitute for calcium for the substrate binding56 and
also for the chemical step with certain substrates.122
The kinetic mechanism for the divalent ion requirement is sequential binding of the cation followed by
substrate binding. The crystallographic structures
suggest that the active-site-directed mimics provide
one or two ligands for coordination with calcium,
which is probably the basis for an obligatory requirement of the metal ion for the susbtrate binding. The
role of the metal ion in the chemical step is proposed
in terms of the ligand coordination geometry during
the transition state.56 Whether or not the protein
undergoes a functionally significant structural change
on calcium binding remains to be established; however, it is clear that the role of the cation is not
allosteric on the catalytic turnover steps.

C. Monomer as the Minimum Catalytic Unit of
sPLA2s
Most sPLA2 are monomeric in dilute solutions, and
they do not show an anomalous increase in the rate
as a function of the enzyme concentration. In the
scooting mode with at most one enzyme per vesicle,
the maximal possible extent of hydrolysis per enzyme, NS, is the number of substrate molecules on
the outer layer of each vesicle. If the vesicle size is
known, the maximal amount of product formed, Pmax,
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provides a count of the number of catalytically active
molecules in the reaction as long as the bound
enzyme hydrolyzes all of the substrate present in the
outer monolayer of the vesicle. Since the mass of
enzyme present in the reaction is known, one obtains
the MW of the catalyst. All sPLA2s examined by this
method are found to display full activity as monomeric proteins.83,127 With excess enzyme over vesicles,
Pmax provides a measure of the fraction of the lipid
exposed to the bulk aqueous phase under the conditions where the inner layer lipid does not exchange
on the time scale for the hydrolysis of the outer layer
lipid. Independent measurements also show that the
resonance energy transfer between fluorophorelabeled 14-kDa sPLA2 subunits is not seen until the
vesicle surface is crowded with sPLA2s.83

D. Interfacial Kinetic Parameters
The interfacial Michaelis constant KM* is obtained
from the dependence of the initial rate on XS. The
latter is varied by adding a neutral diluent such that
the bilayer structure remains intact.58 The same
value of KM* has also been obtained from the apparent dependence of the rate on the presence of a
competitive inhibitor (eq 3), or the product (eq 6), or
calcium (eq 2) with independently determined KI*,
KP*, or KCa* at the interface of a neutral diluent. The
interfacial turnover number kcat* is calculated from
KM* and vo, the observed rate at the maximum
possible mole fraction of the substrate, XS ) 1 (eq 1).
These relations are based on the assumption that the
binding of the enzyme to the interface is a step
distinct from the binding of a ligand (S, P, I, or Ca)
to the active site. For pig pancreatic sPLA2, calcium
is not required for the binding of the enzyme to the
interface but is an obligatory cofactor for the binding
of the substrate or mimics to the catalytic site of
enzyme in the interface122 and for the chemical step
(as discussed above).56 These conditions are also
satisfied in the quasi-scooting mode with rapid
substrate replenishment.

E. Substrate Specificity
The substrate specificity for the catalytic site of an
interfacial enzyme, which is not influenced by the
interface preference, is determined by carrying out
a competitive substrate analysis on co-vesicles where
the interface-bound enzyme is allowed to choose
between multiple substrates.64 The ratio of the
products formed under these conditions is dictated
by the ratio of the specificity constant kcat*/KM* for
the turnover cycle in the interface (eq 7). For example, human group IIA sPLA2 binds several orders
of magnitude more tightly to phosphatidylserine
vesicles than to phosphatidylcholine vesicles, which
is reflected as a large difference in the initial rates
seen with vesicles of single phospholipid. However,
these two phospholipids are hydrolyzed at similar
rates when enzyme is bound to a vesicle containing
both of these lipids in an equimolar ratio.115 Additional independent evidence has been also developed for micellar substrates to discern the effect of
surface charge on KM* and kcat*.53 The literature
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contains numerous apparent substrate specificity
studies of interfacial enzymes in which catalytic site
and interfacial binding specificity are not deconvoluted.

F. The Chemical Step Is Rate-Limiting and
Essentially Irreversible
Isotope effects and other measurements show that
the enzyme-product complex at the interface dissociates to the enzyme plus products faster than it
goes through the reverse of the ester hydrolysis
step.86 The element (oxy/thio) effect on the turnover
parameters for the hydrolysis of the sn-2-oxy-ester
versus the -thioester substrate provides significant
insight. This element effect on kcat* in the scooting
mode is about 10 in favor of the oxyester for pig
pancreatic sPLA2.85 This ratio remains invariant
when measured with mutants with lower kcat*.56,192
Since kcat* by definition is the compound rate for all
steps after formation of the E*S complex, these
results provide evidence that the chemical step is
rate-limiting for the interfacial reaction cycle in the
scooting mode. On the other extreme, a change in the
oxy/thio element effect toward a value of unity would
show that the chemical step is no longer rate-limiting.
Thus, catalytic turnover in the scooting mode is not
limited by product desorption from the active site of
the bound enzyme (see also section X). Note that
there is no element effect on Vmapp for the observed
kinetics on mixed micelles of long-chain phospholipids and detergents. Since Vmapp (eq 1) is the
compound rate for all reactions after enzymeinterface binding (E* formation), this shows that a
step other than the chemical step, probably substrate
replenishment, is rate-limiting137 in this case, as also
discussed in section IV.

G. Interfacial Rate and Equilibrium Parameters
Do Not Change with the Phase State of the
Interface
The gel-fluid phase transition has no noticeable
effect on the interfacial processivity and turnover rate
by pancreatic sPLA2 on DMPM vesicles.3,198 The
catalytic parameters in the bilayer and micellar
interfaces are also comparable.53 Also, the equilibrium parameters determined in zwitterionic neutral
diluents58 are completely in accord with the processive kinetic parameters in anionic vesicles and micelles obtained under a variety of conditions.52 Such
convergence and correlation show that the phase
state of the interface has little effect on the values of
the interfacial parameters. This is not totally unexpected because, as discussed later (section XI), the
close contact of the i-face with the interface creates
its own microenvironment. Moreover, virtually all
anomalies associated with the phase state have been
attributed to changes in the variables that influence
either the E to E* equilibrium or the substrate
accessibility and replenishment rate. Thus, regardless of the organizational phase state of the interface,
the chemical step is always slower than lateral
diffusion of interacting species in the interface.
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Although it seems counter intuitive, this assertion
is also consistent with the fact that the i-face of the
bound sPLA2 creates its own dehydrated microenvironment with the interface197a (also section XI).

H. Active-Site-Directed Competitive Inhibitors
As summarized in Figure 3, mechanistically important inhibitors with sn-2-amide or sn-2-tetrahedral substituents have emerged as active-sitedirected substrate mimics. X-ray crystallographic
results show that CdO or PdO of the sn-2-substituents replaces the axial water coordinated to calcium.
Also, the amide-NH or the other nonbridging oxygen
of phosphate is directly or indirectly hydrogen bonded
to δNH of the catalytic residue His-48. In addition,
from the large number of analogues that have been
synthesized (Table 3) there are other subtle interactions which impart modest selectivity toward sPLA2s.
Complete kinetic analysis of several of these classes
of competitive inhibitors has been carried out.58,59,177
The mole fraction of inhibitor required for 50%
inhibition under the zero-order conditions (XS constant), XI(50), is related to KI* and KM* (eq 3, in Table
5). For determining if the inhibition is competitive,
one takes advantage of the differential effect of the
inhibitor under the zero-order conditions at constant
XS and the first-order conditions where XS changes
with the reaction progress. A ratio of 1:7 is obtained
for the 50% inhibitory mole fraction of an inhibitor
for the hydrolysis of pig pancreatic sPLA2 on DMPM
under the zero-order versus the first-order conditions.4,58 This is theoretically predicted,6 and it is also
in accord with independently determined values of
NSki and vo in relation to eq 6.58,59

I. Interfacial Partitioning of Competitive Inhibitors
The effect of partitioning of inhibitors on the XI(50)
value is a rather complex function (Figure 11) that
fits well to the experimental behavior.53,177 For such
analysis, the problem is best defined as a thermodynamic box (square box in Figure 1) relating the
detailed balance condition discussed further in section VIII for a set of equilibria that are connected in
a closed cycle.123 For the hydrolysis of micellar
dioctanoylphosphatidylcholine, two limits are of particular interest (Figure 11).
(a) The dependence of inhibition by substrate
mimic rac-MJ33 on the bulk substrate concentration,
[S*], gives the fit with KI* ) 0.0014 mole fraction
using the independently measured KMapp ) 0.31 mM.
The inhibitor is virtually completely partitioned into
the interface with a value of CMC ) KI′ ) 0.009 mM.
The CMC of the substrate dominates the behavior
at low substrate concentration, whereas at high
substrate concentration the behavior is the same as
with a bilayer interface.
(b) The dependence of inhibition by rac-MJ72, a
shorter C8-chain homologue of MJ33, gives the fit
shown with KI* ) 0.0005 mole fraction, KMapp ) 0.31
mM, and KI′ ) 0.3 mM in deoxy-LPC.123
These results show that the difference in the
observed inhibitory effect of the two homologous
inhibitors is dominated by the difference in the

Figure 11. Dependence of XI(50) values for homologous
competitive inhibitors (A) MJ33 (1-hexadecyl-) and (B)
MJ72 (1-octyl-3-(trifluoroethyl)-rac-glycero-2-phosphomethanol) on the micellar concentration of DC8PC micelles. The
dotted curve shows the best fit to independently determined parameters as discussed in the text. The difference
is attributed to a difference in the partition coefficient of
the inhibitors. (Reprinted with permission from ref 53.
Copyright 1997 American Chemical Society.)

aqueous-to-vesicle partitioning of the homologous
inhibitors, whereas the KI* values are comparable.
In a different study it was shown that differential
interaction of inhibitor with phospholipids in the
interface, and not within E*, determine the relative
inhibitor potency.104 These effects result from the fact
that the percent inhibition of enzyme at the interface
depends on the value of XI in relation to KI*. Thus,
it is more difficult to interpret relative potencies of
PLA2 inhibitors in terms of enzyme-inhibitor binding because the observed degree of inhibition will,
in general, be a function of KI* and KI′. It is also
possible that inhibitor binds to E in the aqueous
phase. Theoretical analyses have been reported that
describe the quantitative contributions to the overall
inhibition from the binding of inhibitor to both E and
E*.14,53,81,123,177 Some aspects of this are presented in
section VIII.

VII. Interfacial Allostery
In this section we outline the evidence that has
shown that, by eliminating the kinetic contributions
of substrate accessibility and replenishment, it is
possible to identify the allosteric effect of the interface
on sPLA2 catalytic activity. These results show a
coupling between the catalytic and interfacial binding
events. They constitute the basis for the effect of the
interface on the substrate binding to the catalytic site
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(KS* allostery) and the effect of the interfacial anionic
charge on the chemical step (kcat* allostery).

A. Interfacial Activation: Enzyme versus
Substrate Model
The phenomenological basis for interfacial activation was suggested from the observation that triglyceride lipase is significantly more active on tributyroylglycerol substrate when present above its
solubility limit than with monodisperse substrate
below its solubility limit in the aqueous phase.14,15
More than any other result, an increase in the
observed rate at the CMC of short-chain phosphatidylcholines by sPLA2s9,10,53,194 has provided the grail
for the formulation of Figure 1 for enzymology. Early
attempts to account for the activation fall in two
categories. Variations of the theme of the pure
“substrate model” range from a high substrate density (local concentration) at the interface to a preferred conformation or orientation of the substrate
at the interface. In contrast, the “enzyme models”
invoke a change in the enzyme upon binding to the
interface which makes it catalytically more efficient.
These models have not been adequately tested, and
they have little predictive value. Most likely, the
conformation of the substrate mimics in the active
site is not significantly different than it is in solution
or at the interface.70 Similarly, the observation that
conformationally restricted analogues of phospholipids exhibit higher activity199 or the result that
substrate specificity for the turnover at the interface
lies in kcat* 200 are at best consistent with the substrate models. Certainly, such evidence does not rule
out the possibility that the active-site pocket of the
enzyme also changes with the structure of the
substrate. In all such cases there is always the issue
of the reference state against which the active
substrate conformer is evaluated. The fact remains
that there is little evidence for a unique or restricted
substrate conformation at the interface.
In support of the enzyme-conformation models for
interfacial activation, there is considerable circumstantial evidence that subtle changes occur in the
regions that are near or are part of the i-face. For
example, the regions that differ significantly between
the various sPLA2 structures68,74-76,87,89,106,145,193,205-208
include the calcium-loop, 69-loop, and the N- and
C-terminus domains (Figure 2). These are also the
regions that are flexible in the NMR structure73 and
become more ordered in the crystallographic structures or on binding of the enzyme to the interface.
Under suitable conditions, such structural signatures
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can be correlated with the specific events such as the
binding of the enzyme to the interface, calcium
binding, occupancy of the active site, and the charge
compensation associated with the kcat* allosteric site.
As a possible surrogate for activation by covalent
enzyme modification by substrate,201a-d fatty-acidacylated sPLA2s are presumably ‘activated’ due to
their enhanced binding to the interface.182,202,203 Other
motifs for high-affinity interactions of proteins with
membrane interfaces have also been reviewed.20,204a-d

B. Contributions to the Allosteric Effect of the
Interface
As a prelude to the formulation of the activation
problem for the following discussion, our ultimate
concern is about the substrate affinity and catalytic
efficiency of E*S. Such effects are related by the
detailed balance constraint of the thermodynamic box
to the state of ES, E*, S*, and other states intrinsic
in Figure 1. Such functional dissection in terms of
the primary events would be developed, correlated,
rationalized, and understood in terms of the sPLA2
protein structure at the interface versus the aqueous
phase. It is clear that sPLA2s do not have a lid
covering their active sites that could open upon
interfacial binding, as seen with several triglyceride
lipases which are serine hydrolases.209,210
Although interfacial recognition by sPLA2 has been
a dominant theme for three decades, the effect of the
interface on the intrinsic properties of the enzyme
could not be tested directly until recently when
suitable methods and analytical protocols became
available. Pursuing the observations that the anionic
charge at the interface is a critical determinant for
enhanced rate at the interface,107 evidence has converged on three critical issues best appreciated in the
context of Figure 1. Enhanced interfacial binding of
the pancreatic sPLA2 occurs at the anionic interface.
Having dissected the kinetic effects of the E to E*
step, the problem of interfacial activation has been
recast on the basis of the allosteric effect of the
interface on the events of the catalytic turnover
cycle.53,123,193 The model for kcat* activation is shown
in Figure 12, and the basis for KS* activation is
outlined later (section IX). These model-based analyses permit identification of the changes in the equilibrium binding parameters by dissecting out the
changes associated with the dimensionality or the
local concentrations of interacting components. In
addition, specific structural changes on the enzyme,
introduced by site-directed mutagenesis, are convinc-

Figure 12. Two-state model for kcat* activation. (Reprinted with permission from ref 193. Copyright 2000 American
Chemical Society.)
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step (kcat* allostery) by the anionic charge induced
in the interface by preferential partitioning of chloride over sodium ions into the zwitterionic interface.
The preferential partitioning of chloride anion into
the zwitterionic interface is not widely appreciated.
For example, electrophoretic mobility data of Tatulian211 show preferential binding of anions over
cations to zwitterionic interfaces, imparting a net
negative charge to them. Selective binding of anions
over cations to zwitterionic interfaces is indicated by
other measurements as well.53,212a-i

Figure 13. Substrate concentration dependence of the rate
of hydrolysis of diheptanoylphosphatidylcholine by pig
pancreatic sPLA2 without (O) or with 4 M NaCl (b).
(Adapted from ref 53.)

ingly correlated to the functional change, suggesting
the existence of discrete states of the enzyme.

C. Analytical Basis for Interfacial kcat* Allostery
For an appreciation of the phenomenon of interfacial activation consider the fact that the pancreatic
sPLA2-catalyzed rate of hydrolysis of premicellar
monodisperse dihexanoylphosphatidylcholine is <0.03
s-1.121 In contrast, the observed rate with saturating
concentrations of the micellar dispersions is about 10
s-1 in the absence of NaCl compared to 240 s-1 with
4 M NaCl.53 On the basis of such evidence, the overall
rate enhancement has two components. First, the
effect of the binding to the zwitterionic interface, and
second, an additional effect of added NaCl on kcat* of
the bound enzyme.
The magnitude of the first effect can only be
estimated. The monomer rate is an upper limit
estimate because it could include contributions for
catalysis of premicellar enzyme-substrate aggregates (section IV). The rate at the zwitterionic micellar interface in the absence of added NaCl is also
a limit estimate because in this case it is not possible
to rule out an effect of the anionic charge on the
target micelle due to the steady-state accumulation
of the product formed in situ. As developed later
(section VIII), there is a significant increase in the
affinity of the bound enzyme for the binding of the
substrate to the active site; however, KS* activation
is not significantly different at the anionic interface
or at the zwitterionic interface in the presence or
absence of NaCl.

D. Effects of Charge Compensation
As shown in Figure 13, the rate of hydrolysis of
diheptanoylphosphatidylcholine micelles increases in
the presence of added NaCl. The overall enhancement of the observed rate in the presence of added
NaCl is attributed to three factors which have been
quantitatively dissected.53 First, added NaCl lowers
the substrate CMC due to the hydrophobic saltingout effect. Second, the binding of the enzyme to the
interface is promoted in part due to the salting out
of the enzyme from the aqueous phase. Third, there
is an allosteric effect on the rate-limiting chemical

The salting-out effect diminishes the interactions
of ionic solutes with hydrophobic groups. Dissection
of the salting-out effect from the effect of the interfacial anionic charge on the events of steady-state
catalytic turnover cycle has been possible with an
analysis of the effect of added NaCl on the observed
rate as a function of the substrate concentration. As
shown in Figure 13, the maximum rate at saturating
substrate concentration increases about 50-fold in the
presence of 4 M NaCl. Although not obvious from this
plot, the observed rate of hydrolysis increases only
above the substrate CMC, which is about 1.5 mM and
decreases to 0.2 mM in 4 M NaCl. Thus, two apparent
parameters are obtained by fitting the observed rate
to the micellar substrate concentration (eq 1 and 4
in Table 5). For the results in Figure 13, the major
effects of added NaCl are to lower KMapp from 3 to
0.2 mM and to increase VMapp from 16 to 660 s-1 for
the pig pancreatic sPLA2-catalyzed hydrolysis of
diheptanoylphosphatidylcholine micelles. Comparable results have been obtained with other zwitterionic substrates. The effect on KMapp has been
attributed to a change in the Kd term largely due to
the anionic charge induced by the selective partitioning of chloride.
Analysis in terms of the detailed balance condition
shows that when going around a full cycle of changes
in the thermodynamic box (Figure 1), salt effects that
appear in one branch are fully compensated for in
some other branch(es), so that the overall free energy
change is zero. Thus, the effect of added NaCl on KL′
is compensated for by a change in KL.53 Similarly, the
effect of NaCl on Kd is compensated for by an effect
on KdL. There is no significant effect of added NaCl
on KL* or KM*. It appears that the catalytic mechanism does not change with added NaCl because the
oxy/thio element effect (section VI) on the chemical
step remains the same.
Together, the effects of added NaCl on the zwitterionic interface suggest that the kcat*-activating effect
of the interfacial anionic charge is due to charge
compensation of certain cationic residues on pancreatic sPLA2. This is in accord with the observation
that the pancreatic sPLA2-catalyzed rate of hydrolysis of anionic phospholipid aggregates is high and is
not influenced by added NaCl. This assertion is
consistent with a model in which the Michaelis
complex at the interface becomes catalytically competent after the charge compensation of certain
cationic residues.
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E. Charge Compensation for kcat* Activation Is
Mediated by Specific Cationic Residues
The effect of added NaCl is observed with certain
sPLA2s.193 For the 12 cationic residues present in
bovine pancreatic sPLA2, only 3 are common to all
the sPLA2s that show the NaCl-induced kcat* activation. Also, these three cationic residues are not
conserved in the sPLA2s that do not show the effect
of added NaCl, although some sPLA2s contain as
many as 17 other cationic residues. The comparison
clearly suggests that the charge compensation of
three cationic residues 53, 56, and 120 in bovine
pancreatic sPLA2 could account for the effect of NaCl.
Indeed, site-directed mutagenesis results show that
the charge compensation by Lys to Met substitution
in bovine pancreatic sPLA2 accounts for most of the
kcat* activation by the anionic charge.53 The individual mutations have an incremental effect on the
maximum rate seen in the absence of NaCl, although
the maximum rate in the presence of 4 M NaCl
remained unchanged within a factor of 2. Also, the
rate at the anionic interface is not influenced by the
mutations. The incremental contributions of the
substitution of the individual residues on kcat* is
energetically additive. Data also shows that Lys to
Met substitution promotes the binding of sPLA2 to
the interface as well as an effect on the substrate
binding to the enzyme at the interface. These results
are consistent with the model for kcat* activation
shown in Figure 12, where the Michaelis complex
exists in two forms E*S and (E*S)# The complex
(E*S)q that undergoes the chemical step is formed by
charge compensation of specific cationic residues. The
presence of methionines in place of cationic residues
presumably allows catalytically productive interaction of the substituted regions of sPLA2 with the
interface in the absence of interfacial anionic charge.
Analysis of the incremental changes in the kinetic
parameters shows that the charge compensation of
Lys-53 and -56 contributes to the kcat* activation, and
in contrast, Lys-120 contributes only to the structural
change that promotes the stability of the Michaelis
complex at the interface.

F. Structural Reciprocity between Distal Regions
of Pancreatic PLA2
Structural and spectroscopic studies with Lys-toMet substitutions show that in the E, E*, and E*L
form of the enzyme at the zwitterionic interface the
environment of Trp-3 on the i-face has changed.53
Such changes appear to be induced by the substitutions in the 53/56 as well as in the 120 region, both
of which are far separated from the position of Trp3. The crystal structure of the K53,56M mutant
shows several interesting features compared to that
of the wild-type enzyme. In these isomorphous crystals the backbone foldings are virtually identical. Yet
significant changes in the side chains of certain
residues, away from the site of mutation but including Trp-3 and other residues at the i-face, are
discernible. Such reciprocity is expected because a
structural change that perturbs the interfacial binding could also affect the i-face, i.e., the face along
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which sPLA2 makes contact with the interface. As
described later where we present our proposal for the
location of the i-face on the surface of sPLA2, residues
120/121 are probably part of the anion binding site
on the i-face. Lys-53 and -56 are not involved directly
in the anion binding. Since they are at the edge of
the i-face but somewhat removed from the contact
surface, the charge compensation effect may be
related to a change in the helix on which the catalytic
His-48 and the calcium binding Asp-49 are also
located.

VIII. KS* Allostery and the Detailed Balance
Constraint
The transition from the three-dimensional space
(bulk phase) to the two-dimensional surface of the
interface raises fundamental issues about the volume
and entropy effects of confinement in the interface.
Such concerns are intrinsic213 in the basic questions
including the following: What is the concentration
of the substrate in the interface? Is the search for
the substrate more rapid at the interface than in the
aqueous phase? What are the variables and the units
for the processes at the interface? Such basic biophysical issues are also part of interfacial enzymology. In this section we outline the considerations that
have helped us in the formulation of issues that bear
on the equilibrium processes at the interface as well
as across the interface.

A. Choice of Concentration Units and the
Reduction of Dimensionality
For the analysis of the equilibria in the square box
in Figure 1, consider the situation where an activesite-directed ligand (L ) substrate, product, or inhibitor) can partition into a preformed interface while
the enzyme can bind to the interface53,123

E+L

} EL
{\
K
L

KdLvV

KdvV VvK′L

E* + L* {\} E*L
K *
L

Enzyme-ligand complexes can form either in solution or in the interface. The equilibrium distributions
can be analyzed in a straightforward way to give all
concentrations of all species in the system. However,
first it must be decided what units should be used
for the concentrations of the species in the interface.
For computational simplicity, the most practical
choice is to use mole fraction units (XL) for L* and
moles per volume of aqueous solution for E* and E*L.
As a consequence, the units for the corresponding
dissociation constants are per mole fraction for KL′,
mole fraction for KL*, and molar units (M) for Kd and
KdL. The choice of units does not influence the form
of the equilibrium relations for the individual steps.
However, when the actual concentrations of the
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various species are to be calculated from the total
amounts, the choice is important.
However, a thermodynamic definition of the equilibrium constants must be based on the chemical
potentials, which in turn are defined from the densities relative to an accessible volume. For the species
in aqueous solution, this automatically leads to the
choice of molar units. The accessible volume in the
interface corresponds to the interfacial surface area
times the distance that the molecules are allowed to
“bob” up and down perpendicular to the interface, i.e.,
the root-mean-square (rms) perpendicular fluctuation
distance as determined by the shape and strength of
the interaction potentials. Only in the limit of very
tight binding, when the rms distance is smaller than
the thermal wavelength of the molecule, will a degree
of freedom, i.e., a degree of translational entropy,
actually be lost upon binding of ligand from the
aqueous phase to the interface and the maximal
effect on interaction of ligand with enzyme at the
interface as calculated by Page and Jencks214 be
reached. Such tight ligand binding in the interface
is not expected for membrane adsorption.215 Thus, the
“reduction of dimensionality” when a molecule binds
in the interface consists primarily of a reduction of
accessible volume. Apart from a multiplicative constant corresponding to this distance of perpendicular
freedom, the thermodynamic choice of concentration
units in the interface would be surface density (moles
per unit surface area). This choice allows a direct
identification of the free energy of interaction from
the equilibrium constants. However, surface density
is related to the mole fraction by a multiplicative
constant only when all molecules in the interface
contribute to the surface area by the same amount.
If not, the conversion factor will depend on the
composition of the interface, and therefore, it will
depend on how many ligands are already partitioned.
This complicates the calculations,81 and for simplicity
of discussion, we will assume that the molecules
partitioned in the interface are all of comparable size.

B. Detailed Balance and Allosteric Cooperativity
A detailed balance condition appears for the equilibrium constants in any reaction diagram where the
same state can be reached through different paths.
For the scheme above it can be expressed as follows
(eq 5 in Table 5)

Kd

KL
ωcoop ) L )
KL′KL*
Kd
Kd/KdL expresses how much better the E*L complex
binds to the interface than does E*, while the righthand side expresses how much better L binds to E*
than to E. Thus, either ratio is a measure of the
cooperativity between interface binding and catalyticsite binding. This cooperativity could either be an
allosteric effect where the interface binding stabilizes
an enzyme conformation that binds the ligand better
or come from residual interface interactions where
the ligand, which is also in the E*L complex, retains
some of its interface interactions and thereby helps
to “anchor” the complex. For pig pancreatic sPLA2
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it was found that the cooperativity factor is between
5 and 100, depending on the headgroup of the ligand,
and is independent of its chain length.53,123 This
suggests that the anchoring effect is small and
cooperativity is primarily allosteric. When the ligand
is the substrate, this cooperativity implies KS* allostery by the interface.
There are also other implications of the detailed
balance condition. In fact, any change in the system
must affect two or more of the equilibrium constants
in a compensatory manner to preserve the detailed
balance relation. For instance, if a certain ligand
binds more strongly than a different ligand in the
interface (smaller KL′), it will also be more difficult
for the ligand to dislodge and be pulled into the active
site of E* (i.e., larger KL*). As a consequence, changing the interface properties so that the ligand partitioning becomes more favorable will also make it
more difficult to form the E*L complex from E* and
L* in a way such that KL′KL* is invariant. Alternatively, if the ligand does not need to be dislodged to
enter the catalytic site, the compensation for the
decreased KL′ will come in as a decreased KdL, i.e.,
anchoring of E*L relative to E* to the interface.
One could also ask how much the total enzymeligand complex concentration changes when an interface is added to the system. This issue determines
whether more inhibition occurs if enzyme is mostly
bound to the interface versus mostly present in the
aqueous phase. Without interface, there is only the
EL complex present, while in the presence of an
interface, both EL and E*L contribute. From the
binding scheme above, one finds that the condition
under which the presence of an interface will actually
increase the total amount of ligand-bound enzyme
complexes (EL + E*L) is

0<

Kd
Kd
[M*]
< L-1KL′
KL′
K
d

where [M*] is the molar concentration of interface
molecules calculated per unit volume of aqueous
solution. The basic criterion is that the right-hand
side must be greater than zero; otherwise there can
be no interface concentration for which there is more
complex formation than without. The condition can
be written as

ωcoop )

Kd
Kd

L

>1+

Kd + [M*]
KL′

which shows that cooperativity is a necessary requirement for increased complex formation in the
presence of an interface. However, with too much
interface present the local concentrations of the
reactants will become too dilute in the interface and
complex formation must decrease.

C. Scaffolding Effect
It has been suggested214, 217 that one of the major
functions of an enzyme is to bring and hold the
reactants together in a small volume of the catalytic
site, where they can react. A similar effect can be
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calculated for interfacial activation, where interface
binding can concentrate both enzyme and substrate.
This is the case of scaffolding where enzyme and
substrate are held in the interface in orientations
that are particularly suitable for interaction. The
maximum cooperativity factor is achieved if the
ligand remains fully attached in the interface even
when it is bound at the catalytic site. Then the E*L
complex is held with the combined interface interactions of L* and E*, i.e., L* contributes to the anchoring of the complex. This gives81

Kd
L

Kd

)

{M*} 1
) ωcoopscaff
‚
KL′ δΩL*

where {M*} is the local concentration of interface
molecules (moles per accessible volume as defined
above; {M*} ≈ 5-8 M) and δΩL* is the orientation
factor, i.e., the relative fraction of solid angles that
the main orientation axis of the substrate is allowed
in the interface. The orientation factor appears if the
interface holds the substrate in the correct orientation for binding to E*; this entropy loss associated
with L* binding to E* does not have to be “paid again”
when the substrate binds the catalytic site.214 For
instance, if δΩL* ≈ 10-1-10-2 and KL′ ) 1 mM, the
maximal cooperativity factor is of the order of 105106. This significant effect could be the basis favoring
the interaction of two proteins anchored to a cell
membrane versus the binding of one of the proteins
from the aqueous phase to the other protein anchored
to the membrane (i.e., in the control of cellular signal
transduction processes at cell membranes). This is
the “reduction of dimensionality” effect (also called
increase in entropy effect or the increase in local
concentration) that gives the maximal gain in enzyme
rate if both substrate and enzyme are held in optimal
orientations. If there is an allosteric effect as well,
this can further increase the cooperativity factor.
In contrast, sPLA2 seems to pull a significant part
of the long-chain phospholipid substrate out of the
interface for reactions in the active site.92 As a
consequence, any gain from the increased local
concentration is in large part compensated for by the
difficulty of pulling the substrate out of the interface
for binding to E*. In this case there can be no
anchoring and E* and E*L, in the absence of allosteric effects, would be bound to the interface with the
same affinity so that Kd ) KdL. Thus, no scaffolding
effect remains, and the cooperativity factor is

ωcoop )

Kd
KdL

)1

The cooperativity factor of about 5-100 for the pig
pancreatic IB sPLA2 was interpreted as an allosteric
effect123 rather than anchoring, since it depends on
the nature of the headgroup and is insensitive to the
length of the hydrophobic chain.

D. Diffusion Effects in the Interface
Concentrating the reactants, enzyme, and substrate in the interface will also affect the rate

constants for enzyme-ligand complex formation and
break-up. If complex formation is diffusion limited,
it can be much more efficient to confine the search
to a 2D surface than to search through all of 3D
space. This is sometimes referred to as a rate
enhancement due to a reduction of dimensionality.213
However, as in the case of the equilibrium constants
discussed above, the rate enhancement is due primarily to a reduction of the space that needs to be
searched. There would be no interfacial rate enhancement, quite the contrary, if the whole 3D reaction
solution were spread out into a thin 2D layer.
Describing a diffusion-limited reaction rate in 2D
has complications from the fact that there is no
stationary solution to the diffusion-reaction equation
in 2D. This is because the depletion zone around the
target continues to grow, while in 3D the depletion
zone remains finite. As a consequence, there exists
no true rate constant, but a diffusion-limited association rate “constant” that depends on the concentration (mole fraction XS) of substrate in the interface
can be calculated.5,216 One finds

k1* )

4πD2
aM*(ln(1/XS) - 1)

(mole fraction)-1 s-1

where D2 is the sum of the two-dimensional diffusion
rates for substrate and enzyme in the interface and
aM* is the surface area of an interface molecule. The
expression holds only for small values of XS. For aM*
) 50 Å2 and D2 ) 10-8 cm2 s-1 one finds that the rate
constants for binding of substrate in the interface to
E* in the interface k1* are 7 × 106 (mole fraction)-1
s-1 at XS ) 0.01 and k1* ) 3 × 106 (mole fraction)-1
s-1 at XS ) 0.0001. Thus, the rate constant of binding
in the interface can be very fast, except when the
interface is large and substrate molecules are very
sparse. For sPLA2 it was found experimentally that
k1* ) 103 (mole fraction)-1 s-1 (Table 6), and the
substrate-enzyme association is probably not diffusion-limited in this case. Note, this conclusion cannot
be obtained from the significant element effect on
kcat* (section VI) since this constant is for reaction
steps after binding of substrate of enzyme.
The main consequence of the fast 2D diffusion is
that for most enzymes with a turnover rate commonly
much less than 105 s-1, substrate distribution in the
interface has time to equilibrate between turnover
events. Thus, there will be no expansion of the local
depletion zones around each enzyme during catalysis,
and a steady-state description will hold also for the
2D diffusion, except at very low surface densities of
enzyme and substrate. Such a limiting condition may
be reached with substrates poorly partitioned into
monolayers.
If all enzyme and substrate are in solution, the
overall diffusion-limited rate of complex formation is
given by the Smoluchowski218 expression

J3 ) 4πD3bNAv[ST]
where D3 is the diffusion rate in 3D, b is the target
radius, NAv is Avogadro’s number, and [ST] is the
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concentration of substrate. If all enzyme and substrate are in an interface

J2 ) k1*XS ) k1*[ST]/[M*]
To get a faster association rate in 2D than in 3D, i.e.,
J2 > J3, requires that the interface is not too large
thereby reducing the substrate density

[M*] <

D2
D2
1
‚
≈ ‚0.5 M
D3 baM*NAv(ln(1/XS) - 1) D3

The approximate equality holds if the target radius
b ) 10 Å, aM* ) 50 Å2, and XS ) 10-3. As the diffusion
rates may be 100-fold slower in the interface than in
solution, the interface concentration should be below
5 mM or so for a rate enhancement to be possible.

IX. Catalytic Mechanism of SPLA2
In this section we summarize the findings obtained
with a number of mutants of pancreatic sPLA2 that
have revealed its structure-function features. The
conserved architecture of the His-48/Asp-99/calcium
motif for the catalytic site provides the structural
basis for the chemical step in sPLA2s.11,54 The
identity of the catalytic residues is affirmed by the
biochemical,58,222 biophysical,56,190,221 crystallographic
(Figure 3), and site-directed mutagenesis (section X)
studies. It is also consistent with simulations and
molecular dynamic calculations.89,95,219-22 IR results
show that the carbonyl oxygen of the sn-2-amide
analogue of phospholipid is polarized when bound to
the catalytic site.223 Typically, in the cocrystals of
sPLA2 with the active-site-directed substrate mimics,
a CdO or PdO oxygen, corresponding to the sn-2ester carbonyl of the substrate, is coordinated to the
bound calcium. A significant part of the stability for
the interaction of a sn-2-amide or -tetrahedral substituent also comes from the hydrogen bonding with
the catalytic His-48. These results are in accord with
the H48N and H48Q mutants. Although they have
only 0.01% residual activity, the binding of calcium
and the sn-2-amide analogue occurs with a modest
change in the affinity attributable to a change in the
H-bonding ability to δNH of His-48.190
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inhibitor, presumably because it can form only one
of the two hydrogen bonds. These calculations raised
the possibility that the equatorial water molecule,
which was still coordinated to calcium, could be the
potential nucleophile for the chemical step.

B. Catalytic-Triad versus the
Calcium-Coordinated Oxyanion Mechanism
In analogy with the mechanism for serine proteases, Verheij et al.54 proposed that Asp-99, His-48,
and a water molecule form a “triad” in which water
is “activated” by His-48 as the general base (Figure
14). Besides the lack of the serine, another feature
of the Asp-99/His-48 pair in sPLA2s is that the syn
hydrogen bond of the carboxylate is with NH (Figure
14). The sn-2-ester carbonyl coordinates with calcium
and polarizes it for the nucleophilic attack. In the
consensus mechanism that emerged from this suggestion, the rate-limiting step is presumed to be the
formation of the tetrahedral intermediate during
which δN of His-48 is protonated. The decomposition
of the tetrahedral intermediate gives an alcoholate
that is protonated by δNH+ (pKa 6.0).
On the basis of the observations about the flexibility of the calcium coordination environment and
other observations outlined below, an alternative
mechanism was entertained.56 In this mechanism a
Ca-coordinated oxyanion (Figure 14), formed by the
attack of the equatorial water (w5), is connected to
δN of His-48 through another water molecule (w6).
His-48 is protonated during the formation of the
tetrahedral intermediate; however, due to the activation of the w5 oxyanion, the activation energy in this
step is significantly lower such that the rate-limiting
step now lies during the decomposition of the tetrahedral intermediate.

A. Plasticity of the Active-Site Interactions
The primary amides of fatty acids (Figure 3) are
also potent competitive inhibitors of sPLA2s, whereas
their N-methyl derivatives are 50-fold weaker.103
Calculations in the Eulerian space of the docked
amide suggest that the carbonyl oxygen can coordinate with calcium without replacing either of the two
Ca2+-coordinated water molecules.95 This structure
with eight oxygen ligands in square antiprism geometry for the coordination environment of calcium
had several interesting features. Not only was the
carbonyl oxygen the eighth ligand to calcium, but
both the amide hydrogens are in favorable hydrogen
bonds: one with δNH of His-48 and the other with
the equatorial water. This structure also provides an
explanation for the curious observation that the
N-methyl fatty acyl amide is 50-fold weaker as an

Figure 14. (left) “Triad”- and (right) calcium-coordinated
oxyanion mechanism for the chemical step of secreted
sPLA2. Formation of the tetrahedral intermediate occurs
by the nuceleophilic attack of a water molecule, possibly
w6. In the first mechanism, His-48 acts as a general base
and the rate-limiting transition state is during the formation of the tetrahedral intermediate. In the second mechanism, the catalytic water w5 is coordinated to the calcium
cofactor, which also polarizes the ester carbonyl, and the
rate-limiting transition state lies during the decomposition
of the tetrahedral intermediate. (Adapted from ref 56.)
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There is considerable similarity between the two
mechanisms, and the major difference is in the direct
role for the calcium cofactor in the formation of the
oxyanion. This is in fact critical for ascertaining the
rate-limiting transition state. In the oxyanion mechanism, the Ca2+-coordination environment changes
from seven to eight. Thus, divalent ions that resist
such an expansion of the coordination environment
are likely to be catalytically inert. This expectation
is generally consistent with the observation that
divalent Cd, Zn, and Cu ions can only bind the
substrate but not catalyze the reaction.56 In contrast,
the competitive cofactor like Co and Ni cations
supports the substrate (mimic) binding and also
catalyzes the reaction as well as calcium does. These
roles are consistent with the fact that the smaller
cations are likely to have a more flexible coordination
environment. Additional evidence is summarized
below.
(a) In the oxyanion mechanism, during the ratelimiting transition state the sn-3-phosphate of the
substrate replaces the calcium-bound axial water
molecule (w12). This is consistent with the observation that the substrate specificity for a variety of sn3-phoshates, phosphonates, and arsonates lies in the
kcat* step.200 Since OH of Tyr-69 is also bonded to the
sn-3-phosphate, the Tyr-69-Phe mutant would be
kcat*-impaired as is found to be case.56
(b) Activation of the oxyanion coordinated to the
calcium is also consistent with the observation that
the kcat* for the Asp-99-Asn mutant is about 5% of
the value for WT sPLA2.55,224,225 In contrast, the Asp102-Asn mutant of trypsin has only 0.01% activity,
as expected if the attack of the nucleophile is ratelimiting. Thus, the ‘activating’ effect of Asp-99 is
lower because it is not as critical for the transfer of
the proton from δNH+ to alcoholate. The possibility
that the residual activity is due to partial spontaneous conversion of Asn-99 to Asp-99 is ruled out by
the scooting mode analysis which confirmed that such
a conversion does indeed occur with Asn-49 substitution.243
(c) The oxy/thio effect of 10 in kcat*,85 described in
section VI, suggests that the rate-limiting transition
state is unlikely to be during the formation of the
tetrahedral intermediate. This is because a nucleophilic attack on a thioester is as favored as on an
oxyester. It may be argued that release of a thiolate
ion in solution is favored more than that of an
alcoholate, which only implies that even with that
contribution in the active site the activation energy
is still in the proton-transfer step from the protonated
His-Asp pair.
(d) As discussed in section X, substitution of His48 by Gln, Lys, or Ala gives mutants with significantly lower activity. However, there is significant
residual activity in His to Asn substitution mutants,
which is about 0.01% in the pancreatic IB
PLA2190,242,243 and 2% in IIA sPLA2.118c These results
suggest that the amide NH of Asn could participate
in the chemical step. According to the oxyanion
mechanism, the H-bonding of the assisting water w6
with the Asn side chain could significantly lower the
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pKa of w6 and thus retains its function in the
decomposition of the tetrahedral intermediate.
(e) Mutants with unnatural amino acids have also
been constructed: the His-48 at the active site of
porcine pancreatic PLA2 has been replaced by 1,2,4triazole-3-alanine. The other two histidine residues,
His-17 and His-115, were replaced by Asn. This
mutant displayed low activity from pH 3 to 6,222
presumably in the unprotonated form due to the low
pKa < 3.3 in the protein. The wild-type is virtually
inactive at pH 3, and its maximum activity at pH 7
is only 4-fold higher with the thiophospholipid substrate. The inhibitory effect of sn-2-amide inhibitor
I (in Table 3) is the same, which suggests that the
modest effect is on the chemical step. These results
are consistent with the oxyanion mechanism (Figure
14) in which His-48 is the proton donor to the
alcoholate during the decomposition of the tetrahedral intermediate. These results are also consistent
with the role of δNH as a general base for the
activation of nucleophilic water.
(f) The calcium-activated oxyanion mechanism is
analogous to the mechanism favored for zinc-dependent hydrolases.226 Their quantum chemical calculations for sPLA2 also support the oxyanion mechanism.227 The QM/MM calculations show that in the
triad mechanism the activation energy barrier is
indeed during the formation of the tetrahedral intermediate. However, if the calcium coordination and
other features of the protein environment are included in the calculation, the relative energy for the
formation of the tetrahedral intermediate decreases
dramatically and the rate-limiting transition state
shifts to the decomposition step. For the QM/MM
calculations only one water molecule coordinated to
calcium and His-48 was used with the atomic coordinates for human IIA sPLA2. For several reasons
we believe that two water molecules may in fact be
involved in the chemical step. Our docking results
suggested that two water molecules adequately bridge
the distance between His-48 and calcium in pig
pancreatic sPLA2.95 The solvent deuterium isotope
effect for the chemical step is about 10. The proton
inventory effect (Figure 15) also suggests multiple
hydrogen-bonding interactions involved in the chemical step.
It may be a coincidence, but in the present context
it is remarkable that the assisting water w6 is seen
in the structure obtained from the cocrystals of PLA2
with MJ33 and five sulfate or phosphate anions. As
discussed later in sections XI and XIII, a water
molecule corresponding to w6 in the Ca-coordinated
water-assisted mechanism is seen in the recent
crystallographic dimer structures of pig pancreatic
sPLA2 but not in the proPLA2 structure. Note that
the water connects the tetrahedral sn-2-phosphate
to His-48, while the other oxygen of the phosphate
is still coordinated to calcium. These results clearly
show that there are no steric constraints to accommodating w6 in the catalytic site region.
Another functionally critical comparison is relevant
here. In an earlier structure,87 one of the OdP of
MJ33 (Figure 3) was directly coordinated to calcium
and the other PdO oxygen was also in direct contact
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Figure 15. Relative initial rate (vo) of hydrolysis of 1,2dimyristoylphosphatidylmethanol vesicles by pig pancreatic
sPLA2 in the aqueous phase containing varying mole
fractions of D2O in H2O. Since the XI(50) value for MJ33
does not change under these conditions, it is suggested that
the solvent isotope effect is primarily on kcat*. Although
the isotope effect is large, the data points could not be
adequately fitted (curves) to the simple models considered
by Quinn and Sutton.228 Such a behavior suggests multiple
fractionating transition states, i.e., solvent-accessible proton transfer plays a role in two or more substeps of the
rate-limiting steps (suggested by Professor Dan Quinn).
Results from ref 3 but unpublished in this form.

with His-48. This difference in the two crystal forms
is very intriguing. The difference is attributed to the
active-site difference between the catalytically ‘inert’
and the ‘active’ forms in the model (Figure 12) for
the kcat* activation by the charge compensation of
cationic Lys-53, -56, and -120.193

X. High-Resolution Structure−Function
Relationships for sPLA2
As shown in Figure 2, the structure of sPLA2 is
characterized by several features: High disulfide
bond content, preponderance of R-helices, high stability, an Asp-99‚‚‚His-48 catalytic pair (dyad), a hydrogen-bonding network connecting the interfacial
binding site and catalytic site, and a catalytic calcium
site. Other conserved features include the three
helices and a β-wing. These structural features have
been investigated in depth and correlated with the
functional properties of sPLA2. As described below,
the sPLA2 protein has provided a system to demon-

strate the full integration between structural and
functional roles of specific residues.
sPLA2s have been subjected to semisynthesis and
site-directed mutagenesis studies (Table 7). Over 200
mutants of pig and bovine pancreatic IB, human
synovial IIA, and bee venom IIIA PLA2 have been
made. For the following discussion we focus on the
bovine sPLA2 for which a complete set of the primary
parameters is available.191 However, the partially
resolved effects reported for mutants of other sPLA2
are generally consistent with the conclusions summarized in this section, which are based on the
results for the bovine mutants. There is a general
agreement about the identity of the catalytic site, and
a consensus has emerged that the close contact of the
enzyme with the interface occurs along a large flat
surface, the i-face (Figure 2), rather than a ‘lid’ or a
protruded site that ‘penetrates’ in the interface.
Although the observed incremental effect of the
substitutions in the catalytic site may be more than
100-fold, the effects of single substitutions in other
regions are typically <10-fold. With use of suitable
methods some surprising results have also emerged
about the tendency of Asn-49 to spontaneously change
to Asp-49,243 the structural role of the catalytic
residues,224,242 and the allosteric effects of certain
charged residues.193 In short, primary parameters
with site-directed mutants continue to help in resolving the coupling between the active site and interface
binding events as developed in the rest of this review.

A. General Approaches
More than 100 porcine and bovine pancreatic PLA2
mutants have been characterized.191,265 As summarized in Table 7 and pointed out in the following
discussion, mutants of human synovial and bee
venom sPLA2 have been designed for specific questions. Most of the mutants of bovine pancreatic
sPLA2 have been subjected to rigorous structural
analyses to ensure proper interpretation of the
functional data. The structural analysis was performed by three major approaches. (i) One-dimensional NMR and 2D NOESY experiments were used
to assess whether the global conformation of the
mutant has been perturbed. (ii) For selected mutants,

Table 7. Reported Mutagenesis Sites on sPLA2
consensus site

role/effect

N-terminus (1-10)
16, 17
19, 20
30
31
42, 46
48
49
52,73
53, 56
69-loop
Asp66/Glu71/92
Asp99
22, 102, 106
C-terminus
disulfides
cationic

substrate binding,229 interface binding79,229-235
interface binding119
substrate and interface binding236, 237
lower rate238
lower rate;239 interface binding;240 kcat*192
headgroup specificity241
kcat*55,190,224,242
calcium binding243,244
lower rate;246 substrate binding245
charge preference;157,247-249 kcat* activation193
interface binding;206,250-252 kcat*56
second calcium site254
lower rate;55,224,242,255-258 kcat*225
substrate binding259
lower rate146,161,235,260,261 and kcat* allostery193
lower activity of the analogues of sPLA2s,262 and Cys-Ala substitutions255
Lys to Arg,157,248 to Met,193,247,248,263 to Glu233, 253, 264
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high-resolution crystal structures have been determined to examine detailed structural changes. (iii)
The conformational stability of the mutants, ∆GdH2O,
has been measured by guanidinium chloride-induced
denaturation as monitored by CD spectroscopy.266
The kinetic data of the mutants have been interpreted only if the global conformation of the mutant
has not been perturbed.267 As described later in this
section, some of the mutants were found to display
serious structural perturbations.
For some of the mutants displaying interesting
functional properties, the crystal structure has been
solved at high resolution in order to examine the
structure-function relationship in depth. The mutants whose crystal structures have been solved to
date include the following. (i) Bovine pancreatic
PLA2, Q4E;229 K56M;247b D99N;256,257 D99A and
H48Q;258 D49E;268 Y52F/Y73F;269 K120A/K121A;260
K53M/K56M;193 Y52F/Y73F/D99N;225 and K56M/
K120M/K121M.270 (ii) Pig pancreatic PLA2: Y52F
and Y73F;246 ∆62-66;88 F63V.252

B. The Asp-His Dyad (Pair) Plays both Structural
and Catalytic Roles
His-48 is hydrogen bonded to Asp-99. The pair is
located near the calcium-binding site (Figure 16),
where the carboxylate of Asp-49 provides two oxygen
ligands, and it is involved in the substrate binding.
This relationship is affirmed by the results shown
in Figure 17 for the pig sPLA2, which are comparable
to those discussed below for the bovine pancreatic
sPLA2. The Asp-99/His-48 clearly plays the key role
in catalysis. The His-48-Ala or Asp-99-Ala mutants
have less than 0.001% catalytic activity without a
significant change in calcium binding or in the
binding of the enzyme to the interface. Both of these
residues also contribute significantly to structural
stability of the enzyme. For example, the conformational stability ∆GdH2O decreases from 39 kJ/mol for
WT to 18.5 and 26.5 kJ/mol for Asp-99-Ala and His48-Ala mutants, respectively.73,190,242,243 Their importance in maintaining the structural integrity of PLA2
is reasonably accounted for by the model that the
amide nitrogen atoms of Asn and Gln could mimic
the δNH and NH of His-48, respectively. Kinetic
analysis indicated that in bovine PLA2 His-48-Asp
retains 6 × 10-5 of the original activity, which is very
low but is significantly higher than undetectable
activity with H48Q and H48A. These results support
the catalytic role of the δN atom of His-48. On the
other hand, two-dimensional NOESY spectra suggest
that the global conformation is largely retained in
His-48-Gln but not in His-48-Ala or His-48-Asn and
the conformational stability ∆GdH2O is not perturbed
for His-48-Gln but decreases by 12 kJ/mol for the
other two mutants. These results suggest that the
H-bond of Asp-99 to N of His-48 plays an important
structural role.

C. H-Bonding Network Is More Important for
Structure than for Catalysis
The hydrogen-bonding network (Figure 16), linking
Ca2+ and His-48 in the catalytic site to the residues

Figure 16. Highly conserved features of sPLA2. (A) The
catalytic site motif and the hydrogen-bonding network in
sPLA2s. The network connects the active-site residues and
the interfacial binding region at the N-terminus in crystal
structure of bovine pancreatic PLA2. The waters w5 and
w12 are directly coordinated to calcium and w6 and w7 are
in the outer sphere. (B) Calcium binding ligands of bovine
PLA2 (Figure 3). (Adapted from results in refs 56, 67, 70,
87, 93, and 225.)

involved in the interfacial binding, is one of the
salient features in the crystal structures. It involves
a highly conserved structural water molecule (w1),
the catalytic dyad (His-48/Asp-99), the N-terminal
region (Ala-1 and Gln-4), and several other conserved
residues (Tyr-52, Tyr-73). The conserved water (w1)
is not present in the catalytically inert zymogen of
pig PLA2.271 The detailed balance condition for the
thermodynamic box for the experimentally measured
equilibrium dissociation constant of an inhibitor
(independently measured KI* values in mole fraction
units) and the conformational stability of the His-48
mutants (Figure 17) is consistent with the role of His48 in the inhibitor binding, and it is clearly dissected
from the role of His-48/Asp-99 in the stability of the
protein. Additional results summarized below also
suggest a structural role for the other components
of H-bonding network.
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indicate a substantial disruption of the H-bonding
network.
(c) The high-resolution NMR structure obtained at
neutral pH allowed direct observation (at 11.1 ppm)
of the H-bond between Asp-99 and Tyr-73. Analysis
of a series of mutants by NMR and CD showed that
the existence of the Tyr-73‚‚‚Asp-99 H-bond correlates directly with the conformational stability of
the mutant. Loss of this H-bond results in a loss of
8-12 kJ/mol in the conformational stability of the
protein.72,224

D. Environment of Ca2+ Cofactor

Figure 17. Detailed balance condition for binding of pig
sPLA2 mutant (top) for the binding (KI*) of a competitive
inhibitor I (Figure 3) or (bottom) for the conformational
stability. These relations demonstrate a role of the two
H-bonding groups of His-48. The hydrogen-bonding relations invoked here are inferred from the crystallographic
results with WT. (Reprinted with permission from ref 190,
which also has the activity results. Copyright 1999 Oxford
University Press.)

(a) Tyr-52 and Tyr-73 are absolutely conserved in
all known group I and II PLA2s. However, deletion
of the phenolic OH group of either or both residues
did not affect the catalytic activity, which suggests
that the hydrogen bonds involving Tyr-52 and Tyr73 are not essential for catalysis by PLA2.245,246,273
Consistent with the above results, the Tyr-52-Phe/
Tyr-73-Phe/Asp-99-Asn is a triple mutant with a 20fold lower kcat* in the scooting mode on DMPM
vesicles, which is same for the Asp-99-Asn single
mutant.225
(b) On the other hand, the conformational stability
∆GdH2O decreases from 40 kJ/mol for WT to 31, 21,
and 16.5 kJ/mol for Tyr-52-Phe, Tyr-73-Phe, and Tyr52-Phe/Tyr-73-Phe mutants, respectively, suggesting
that the H-bonds are important for the conformational stability of PLA2.245 The crystal structures of
the Try-52-Phe/Tyr-73-Phe double mutant269 and the
Tyr-52-Phe/Tyr-73-Phe/Asp-99-Asn triple mutant225

Ca2+ ion is required for catalysis by sPLA2 but not
for binding of the enzyme to the interface. Figures
16 and 18 show detailed structures of the calciumbinding site. The free sPLA2 clearly shows the
presence of a seven-coordinated Ca2+ ion in the
vicinity of the D99-H48 pair. Two of the coordinating
ligands are water molecules, one axial (w12) and the
other equatorial (w5). The five ligands provided by
the protein are the two carboxylate oxygens of Asp49 and the backbone carbonyl oxygen atoms of
residues 28 (apical), 30, and 32 in the calcium-binding
loop (residues 26-34). Key observations for the roles
of the Ca2+ ion are as follows.
(a) The critical role for Asp-49 in calcium binding,
first suggested by chemical modification studies,274
is confirmed by mutagenesis studies.36,243 Even a
conservative replacement by Glu led to a lower
affinity to Ca2+ by a factor of 12 and a dramatic
decrease in catalytic activity by a factor of 4.3 × 104.
The crystal structure of Asp-49-Glu mutant indicates
that Ca2+ is coordinated to only one of the carboxylate
oxygens of Glu, resulting in only four ligands (instead
of five) from the protein.268 On the other hand, these
mutants (Asp-49 to -Asn, -Glu, -Gln, -Lys, and -Ala)
fully retain the affinity for binding to the surface of
zwitterionic micelles and anionic vesicles and also the
conformation and stability. Together these observations suggest that Ca2+ is not required for binding
to the interface122 or for stabilizing the structure of
PLA2.243
(b) PLA2 from different sources showed a very high
degree of stereoselectivity toward the Rp isomer of
phosphorothioate analogues of phospholipids.275 The
results of metal-ion dependence in stereoselectivity
led to the suggestion that Ca2+ coordinates the pro-S
oxygen of the sn-3-phosphodiester.276 This was subsequently demonstrated by crystal structures of E-I
complexes (references in Figure 3), which show that
the axial water ligand of Ca2+ in the free enzyme is
replaced by the pro-S-oxygen of the sn-3-phosphate.
The phenolic hydroxyl of Tyr-69 forms a H-bond with
the pro-R oxygen of the sn-3-phosphodiester. Replacement of Tyr-69 by Phe led to some relaxation of
stereoselectivity toward the phosphorothioate
analogues.250b
(c) In the crystal structure of the cocomplexes of
PLA2 with a sn-2-tetrahedral mimic (II and III), in
which the sn-2 carboxylic ester is replaced by a
phosphonate or phosphate group, the pro-S oxygen
of the phosphonate replaces the other water ligand
(the equatorial water) of Ca2+ and the pro-R oxygen
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Figure 18. Schematic of the major contacts of MJ33 made within pig pancreatic IB (a) proPLA2 or (b) PLA2. Several
interactions of MJ33 with the subunit B of the divalent anion-assisted-dimer are note by a “B” next to the residue. (Reprinted
with permission from ref 271. Copyright American Chemical Society.)

of the phosphonate forms a H-bond with His-48
(references in Figure 3). This supports the role Ca2+
in polarizing the carbonyl oxygen and the chemical
step as discussed in section IX.
(d) In addition to the catalytic calcium ion, a second
Ca2+ ion with 10-fold lower affinity has also been
observed in several 14-kDa PLA2 enzymes.91 It seems
to play a modest yet undefined role on the turnover
at zwitterionic interfaces.277 A major unanswered
question is why the second Ca2+ ion is found in the
porcine pancreatic IB sPLA2 but not the bovine
sPLA2 which share >85% sequence identity. It has
been suggested that Glu-71, which binds the second
Ca2+ ion, is mutated to Asn in the bovine sPLA2.254

E. Residues at the “Hydrophobic Channel” for
the Substrate Binding
The “hydrophobic channel” was identified by the
first crystal structures of E-I complexes (references
in Figure 3). As shown in Figure 19, it is comprised
of a “wall” of hydrophobic side chains that provide
access to and stabilization of substrates. For bovine
pancreatic PLA2, these residues include the side
chains of Leu-2, Phe-5, Phe-22, Asn-23, Leu-31, and

Tyr-69. The following results support contributions
of specific residues.
(a) Phe22, located at the wall of the channel, forms
a face-to-face aromatic pair with Phe-106 and an
edge-to-face pair with Tyr-111, which are likely to
be structurally important. However, the results of
structure-function analyses suggest that the primary role of Phe-22 is in catalysis, not in structural
stabilization of PLA2. Substitution of Phe-22 by
hydrophobic residues Tyr or Ile did not perturb the
catalytic activity, while substitution by the less
hydrophobic Ala resulted in lower activities by factors
of 10-200 attributed to impaired substrate binding.259
(b) Unlike Phe-22, Phe-5 appears to contribute to
both structure and function. The mutants Phe-5-Ala
(-Val, -Tyr, and -Trp) showed a significant decrease
in catalytic activities by factors of 15-200.229 NMR
analyses indicate that the conformations of all mutants, except Phe-5-Tyr, are perturbed, which suggests that the edge-to-face aromatic pair between
Phe-5 and Phe-106 is structurally important.
(c) Leu-2 is located near the surface entrance to
the hydrophobic channel, and it is involved in the
chain-length specificity. When it is replaced by a
bulkier residue (Trp) or a hydrophilic residue (Arg),
the activities of substrates with shorter acyl chains
(C8) are only slightly affected, while those with longer
acyl chains (C14) decrease significantly by factors of
100-500.229

F. Roles of Disulfide Bonds in Structure and
Activity Are Modest

Figure 19. The hydrophobic channel residues and interfacial binding site residues. The i-face is along the perpendicular plane to the right edge of the molecule.

The large number of disulfide linkages in PLA2
makes it an excellent system to examine structural
and functional roles of disulfide bonds in enzymatic
catalysis. It is a general perception that disulfide
bonds are important for stabilizing protein folds. In
agreement with this, bovine pancreatic PLA2, with
seven disulfide bridges, displays a remarkable stability against denaturation (∆GdH2O ) 40 kJ/mol).
However, when the roles of the disulfide bonds were
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probed by replacing a disulfide Cys-Cys pair with a
pair of alanines, five of the seven double mutants
displayed relatively modest changes in the conformational stability of the protein (∆∆GdH2O ) +8 to
-12 kJ/mol).255 Only one mutant, C11A/C77A, exhibits a large decrease in ∆∆GdH2O (-26 kJ/mol), and
another mutant, C84A/C96A, could not be purified,
possibly due to misfolding. Furthermore, the activities of the mutants, including C11A/C77A, are only
perturbed modestly (<10-fold) relative to that of WT,
with the exception of C29A/C45A, which showed a
20-fold decrease in activity.
The 14-kDa sPLA2s differ in their disulfide architecture. Using the primary sequence of pig pancreatic
PLA2, Janssen et al.262 engineered the disulfide
analogues of group IIA, IIC, V, and X sPLA2s.
Preliminary characterization suggested that the effect of the disulfide architecture on the observed rates
is less than 20-fold, which is in general agreement
with the observations from the disulfide mutants of
bovine pancreatic PLA2 described above.

G. Molten-Globule Structure of PLA2 Mutants
Although the bovine pancreatic PLA2 is very stable
and rigidly held together by seven disulfide bonds,
its structure appears to be very sensitive to point
mutations. Many mutants of bovine pancreatic PLA2
(>20), constructed to test specific functional roles of
active-site and interfacial site residues, display highly
perturbed structural properties.225,229,242,245,255,259
Typically, these mutants exhibit broad NMR resonances, narrow chemical shift dispersion, loss of
slowly exchanging NH protons, and a significant loss
of NOE cross-peaks. These features from NMR
experiments, along with the retention of secondary
structure as indicated by far-UV CD spectra, are
apparently characteristic of a molten globule state.
The molten globule state of a protein is generally
considered as an intermediate state in the folding
pathway, when most of the secondary structure has
been formed but the tertiary structure is not yet in
place. In almost all other proteins, strongly acidic
conditions are required to convert the native state
of a protein into a molten globule state.278,279 However, unlike classical molten globules, these PLA2
mutants still retain some fixed side chain-side chain
interactions and still undergo cooperative denaturation induced by guanidinium chloride.
Structural changes in certain regions of PLA2 are
also suggested by NMR, fluorescence, and circular
dichroism methods. The results indicate that the
tertiary structure is not completely lost in these
mutants.72 As shown in Figure 20, the residual
structure is localized in the structural domain that
contains the N-terminus and stabilized by some of
the disulfide bonds. However, most of the functional
residues (the active site, the hydrophobic channel, the
interfacial binding site, and the calcium binding loop)
reside in the remainder of the protein, where the
tertiary interactions are disrupted. It is unexpected
and unprecedented that a protein with such a high
disulfide content and high thermodynamic stability
is so easily converted to a molten-globule state. A
possible explanation consistent with the results
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Figure 20. Backbone of the PLA2 solution structure
showing the residues in the regions where the tertiary
structure is retained in the “molten globule-like structure”
of PLA2. The four disulfide bonds (C51-C98, C61-C91,
C84-C96, and C11-C77) could be responsible for the
retention of partial tertiary structure. (Reprinted with
permission from ref 72. Copyright 1999 American Chemical
Society.)

described in this section is that PLA2 has evolved to
involve full integration between different residues
and between structural and functional roles. Thus,
mutation of a single residue is sufficient to tip the
balance and result in significant structural perturbation in distal regions.

H. Change of a Single Residue Led to Change of
Biological Function
The functional diversity of the 14-kDa sPLA2 is
unparalleled. Some of these proteins or their catalytically inert natural isoforms also exhibit toxicity,
allergenic, heparin-binding related to the binding to
endothelium, and cytoplasmic receptor-binding. Due
to the extreme functional diversity, this class of
protein provides an excellent system to investigate
the structure-function relationship of proteins. Tsai
and collaborators280 converted bovine pancreatic PLA2
into a competitor of neurotoxic PLA2 by replacing
Phe-22 (conserved in pancreatic PLA2) with Tyr
(conserved in neurotoxic PLA2). This mutation, however, did not affect the catalytic activity of the bovine
PLA2.

XI. sPLA2 at the Interface
In this section we review the evidence for pancreatic sPLA2. A structural relationship between the
active site and a possible interfacial recognition site
(i-face) at the entrance to the active site was clearly
pointed out on the basis of the crystallographic
results.66a Evidence for modeling the i-face,77 as the
face of the enzyme that makes a close contact with
the substrate interface, comes from a range of
observations. Structural information about the i-face
is useful for understanding many aspects of the
interactions of an interfacial enzyme at the interface
including interfacial preference, turnover processivity, and allostery. In support of the idea of an i-face
it was found that on the binding of pancreatic sPLA2
to micelles of alkylphosphocholine there is a signifi-
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cant spectral perturbation in the environment of
Trp-3 and possibly Tyr-69.195 Calorimetric titration196
coupled with ultracentrifugation studies suggest
formation of a particle containing two pig pancreatic
sPLA2s with about 70 amphiphiles.138 Since pancreatic sPLA2 has only one tryptophan residue and it
is located on the i-face, the spectral changes have
been quite useful in developing the functional significance of such binding along the i-face of sPLA2
containing Trp-3.

A. Binding Correlates with the Catalytic
Efficiency
The observation that the presence of the products
of hydrolysis eliminates the delay in the reaction
progress on phosphatidylcholine interfaces (Figures
9 and 10) is consistent with the enhanced binding of
the enzyme to dialkylphosphatidylcholine bilayers in
the presence of the products of hydrolysis.108 These
results showed that the apparent Kd for dissociation
of E* from the interface decreases by a factor of about
30, to 0.2 mM in the presence of 0.15 mole fraction
products. The fit of the binding isotherm according
to the relation

E + nA a E* + E*L
provides a value of n ) 30-35, i.e., in the E to E*
step the amphiphile to enzyme stoichiometry is far
greater than 1. Also, the interfacial affinity of sPLA2
from the venom of Naja melanoleuca, which does not
exhibit the delay phase on phosphatidylcholine
vesicles,107 was significantly higher even in the
absence of the products.108 These results show a clear
relationship between enhanced interfacial binding
and higher turnover rate of sPLA2 at the anionic
bilayer interface; however, the number and nature
of bound enzyme species could not be addressed.

B. Binding Under the Scooting Mode Conditions
Virtually all sPLA2s exhibit scooting mode reaction
progress on vesicles of anionic phospholipids.1,83 The
high-affinity binding isotherm of pancreatic sPLA2
with ditetradecylphosphatidylmethanol vesicles shows
that Kd is in the submicromolar range. Also, as noted
above, the binding of one enzyme molecule to the
interface typically excludes about 30 phospholipid
molecules for the binding of the next enzyme molecules to the same vesicle.2,108,197 This is consistent
with the 1750 Å2 area of the putative i-face (Figure
2, bottom) and the cross-sectional area of 50 Å2 per
phospholipid molecule. This model is also consistent
with the calorimetry results, which showed that the
binding of one sPLA2 to the interface eliminates the
cooperative gel-fluid transition due to 35-40 phospholipid molecules. These results support the conclusion that the anionic charge at the interface is critical
for establishing optimum binding of pancreatic sPLA2 for the processive interfacial catalytic turnover.
Other factors related to the size of the headgroup and
a partial charge neutralization may also be at work
in controlling the binding and the orientation along
the i-face.
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C. Close Contacts Along the i-Face
A close contact of the substrate interface with the
enzyme was first conceived to account for the high
interfacial processivity. The assertion is if the enzyme
must pick up the highly water-insoluble substrate
from the interface, the contact along the i-face must
not be significantly exposed to the aqueous phase.
Fluorescence and calorimetry measurements show
that both the anionic substrate interface as well as
the Trp-3-containing face of the enzyme are not in
contact with bulk solvent water.2,4,197 Additional
results showed that Trp-3 in the bound enzyme is
not accessible to fluorescence quenchers from the
aqueous phase.
Substitutions at residue 30 of pancreatic sPLA2
lower the turnover rate.238 Leu-31 substitutions have
only a modest effect on calcium binding to the E form
but not to E*. The Leu-31-Trp mutant is modestly
kcat*-impaired.192 The solvent accessibility results
with the W3F/L31W double mutant show that Leu31 is not a part of the i-face. Although a modest effect
on the Trp-31 environment is seen on inhibitor
binding, the chemical step is also significantly impaired with the Trp-31 substituent in this double
mutant.
High-affinity binding of sPLA2 to the interface
occurs without disruption of the bilayer organization.
The binding is not influenced by the gel or fluid phase
organization of the bilayer. In fact, the gel-fluid
transition is not seen in the bilayer to which sPLA2
is bound,4 although the bilayer organization is retained.125,126 The results support the independent
conclusion that the bound enzyme creates its own
microenvironment along the i-face contact. Also, the
emission and quenching characteristics of the dansyl
fluorophore of N-dansyl-phosphatidylethanolamine
localized at the interface show that the microinterface
between the interface and the i-face is protected from
the bulk solvent. Fluorescence properties of Trp-3 of
the pancreatic sPLA2 show that the microenvironment at the contact face is dramatically different
than it is when the i-face is in contact with the
aqueous phase in the E form. The pre-steady-state
binding of pig PLA2 with a variety of phospholipid
dispersions shows that the desorption rate of the
enzyme bound to the anionic interface is ,0.001 s-1.
However, the diffusion-limited second-order association rate is followed by a first-order constant of 4 s-1
independent of the concentration of the enzyme.198
This suggests that the enzyme initially bound to the
interface may undergo a slow relaxation to its ‘settled’
state on the interface. However, such a slow process
cannot be a part of the steady-state catalytic turnover
characterized by the much larger constant k1* >
1000.

D. Model of the i-Face
The results outlined above clearly support the
kinetic results and show that during the processive
turnover at the anionic interface sPLA2 remains in
close contact with the bilayer interface. The contact
presumably occurs with about 30-40 phospholipid
molecules along the face from which the catalytic site
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is readily accessible, but the contact region is not
accessible to the bulk aqueous phase. Starting with
the model of the interface recognition site,66 several
possibilities were explored by Ramirez and Jain.77
Since the Coulombic interactions are not strongly
distance dependent, the region of interest on the
protein was the face of the enzyme that is less than
5-Å thick, which has hydrophobic and hydrogenbonding groups along with cationic residues. Such a
region could accommodate a sharp transition that
occurs at the bilayer interface from the high polarity
of the aqueous phase to the low polarity of the acyl
chains of the phospholipids at the interface. Leu-31,
Lys-56, and Tyr-69 were suggested to be part of the
interface recognition site;66a however, they are not
directly on the i-face that makes a close contact with
the interface but are at the edges and are somewhat
removed from a direct contact with the interface.77
The original suggestion for the interfacial recognition
site has now been revised on the basis of a 0.97 Å
resolution structure,66b which conforms better to the
view of the i-face77 and the anion-assisted-dimer
contact surface (Figure 2C). A method involving siteselective spin-labeling and electron paramagnetic
resonance spectroscopy demonstrates that sPLA2 sits
on the membrane surface rather than digging or
penetrating into the membrane.79 It has also been
described in section IV that the slow onset of phospholipid monolayer hydrolysis when sPLA2 is added
to the subphase is not due to slow interfacial penetration but rather due to the slow accumulation of
reaction products which drives the E to E* shift.
In short, among other features, the putative i-face
is remarkably flat with an area of about 1700 Å2.
Contact along a flat surface would exclude bulk water
from the contact region that may also be desolvated.
Such interactions along the i-face would minimally
disrupt the lateral packing of the phospholipid molecules at the bilayer interface. It is clear that a
hydrogen-bonded network of water with the polar
groups and the glycerol-ester oxygens of phospholipids keep this interface region immobile relative to
the surface or the interior; however, the cooperativity
of the gel-fluid phase transition would be lost for
the phospholipid molecules in direct contact with the
i-face.
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The binding to the interface along the i-face could
involve several contributions. On the basis of the
model at hand, these involve Coulombic and hydrogenbonding interactions coupled with hydrophobic drive
for removing a relatively large flat surface area from
the aqueous phase. In addition, specific hydrogen
bonding and coordination of the anionic groups and
the uncharged groups at the i-face are involved. Since
the contact apparently occurs along a large surface
area, individual weak interactions are mediated
through several residues and the contribution from
individual amino acid residues is always modest, as
reaffirmed by results from mutagenesis of the i-face
residues.191

E. Hydrophobic Effect Is Related to the
Water-Exposed Area of a Residue
One of the features of the interactions along a flat
i-face is that the incremental contribution of the
residue substitution would be correlated with the
change in residue area.281,282 As shown in Figure 21,
such a correlation is found with substitutions in the
N-terminal region of bovine pancreatic sPLA2. The
correlation is consistent with the suggestion that as
a part of a flat i-face these residues play a role in
the hydrophobic effect that involves the enzyme’s
surface contact. The contribution of single-residue
substitution to the binding to the interface is modest;
however, a monotonic correlation with the change in
the area is significant, especially because no correlation was seen with the trans-bilayer partitioning or
binding of hydrophobic helices.191 The results suggest
that the important factor governing interfacial binding is the surface area of the side chain in the context
of the i-face that is exposed to aqueous solvent rather
than the total surface area of residue as a separate
entity.

F. Role of the Cationic Residues
The preference of sPLA2 for the anionic interface
suggests a role for the cationic residues in the i-face
interactions. Three different site-directed mutagenesis approaches have been used. (a) A cationic residue

E. Components of the i-Face Interactions
Kinetic evidence leaves little doubt that the highaffinity binding of sPLA2 to the anionic substrate
interface is critical for the processive catalytic turnover at the interface. On the basis of the exchange
time of the enzyme with excess anionic vesicles, on
the order of hours, our estimate for the apparent
dissociation constant of pig pancreatic sPLA2 at the
anionic DMPM vesicle interface is in the subpicomolar range. The estimated -15 kcal/mol binding
energy would be for standard states of 1M for
interface molecules and for enzyme. As discussed
earlier in section VIII, the actual interaction strength
may be significantly larger since some of the interactions are used up to constrain the enzyme in the
surface leaving one degree of rotational and two
degrees of translational freedom.

Figure 21. Relationship between the change in the
hydrophobic area due to residue substitution and the
binding of bovine pancreatic sPLA2 to the zwitterionic
interface with only the E to E* step. (Reprinted with
permission from ref 191. Copyright 1999 American Chemical Society.)
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is substituted by another, Lys-Arg, which probably
compensates for close-ranging packing differences
and the pKa shifts. (b) The cationic-to-anionic chargereversal mutants have an added effect of electrostatic
repulsion which lowers the magnitude of the observed
effect. (c) The charge compensation by isosteric LysMet substitution increases the observed activity.
These approaches have shown that the incremental
effect of such substitutions occurs in the expected
direction; however, the overall electostatic contribution is maximally about 0.5-1 kcal per charged
residue, and much smaller effects are observed for
some cationic residues as noted below.
Electrostatic profiles of sPLA2s show a marked
sidedness;283-285 however, it does not seem to correspond to the evidence that long-range electrostatic
interactions do not dominate the binding along the
i-face. Results of charge-reversal mutagenesis also
clearly show that electrostatic interactions of the
anionic interface with specific cationic residues on
sPLA2 plays only a modest role. The most dramatic
example of this has been observed with the sPLA2
from bee venom.286 The face of this enzyme that
includes the opening to the catalytic site slot contains
five basic residues (Lys and Arg). The five-site
mutant in which these basic residues were mutated
to glutamates (charge-reversal) still displays scooting
kinetics on anionic phosphatidylmethanol vesicles.
Although Kd for the wild-type and mutant were not
measured, this result clearly shows that electrostatic
interaction of basic residues with the anionic interface is not the main reason for high-affinity interfacial binding to anionic membranes. Also, enzyme
could not be dissociated from anionic vesicles in the
presence of high salt. Another example is human IIA
sPLA2 where charge reversal mutagenesis of basic
residues on its putative i-face reduced its affinity for
anionic vesicles somewhat, but the multisite charge
reversal mutant still displays high-affinity binding
to anionic vesicles.233 Basic residues appear to contribute to the binding of Agkistrodon piscivorus
piscivorus venom sPLA2 to anionic interface, but
again, multisite charge reversal mutagenesis reduced
interfacial binding by less than 1000-fold.287
Results with the charge-reversal mutants are also
consistent with the binding results with the chargecompensation mutants in which the charge on lysine
was compensated by substitution with isosteric methionine. In these mutants a modest 20-fold increase
in the binding affinity toward zwitterionic micelles
and vesicles was seen.193,263 However, as described
before, a much larger kcat* activation was also
observed at the zwitterionic interface without a
significant effect on kcat* at the anionic interface.
Together, results with charge-reversal and chargecompensation mutants show that the contribution of
the electrostatic interaction toward the binding of
sPLA2 to the interface is modest relative to the
overall binding energy and in the range of 1-3 kcal/
mol.
It is intriguing that virtually all sPLA2s exhibit
the scooting mode reaction progress at the interfaces
of anionic phospholipids,83 and none exhibits high
interfacial processivity on phosphatidylcholine vesicles.

Chemical Reviews, 2001, Vol. 101, No. 9 2647

The apparent Kd for sPLA2s toward zwitterionic
interfaces are in the range of 0.01-10 mM.108 These
results suggest that in addition to the chargecompensation effects, certain types of more important
close-range specific interactions of the anionic headgroups at the interface with the protein residues
along the i-face are involved. Indeed, as also developed below, such interactions are suggested to be
close-range ligand coordination of the interfacial
anionic groups through the hydrogen-bonding protein
groups, as also seen for the binding of anions to
proteins.288

G. Simulation Studies for the i-Face
Direct methods to obtain atomic level details of the
i-face are not available. Molecular simulations support a tight-binding orientation of the i-face of sPLA2
with desolvation of the microinterface.78 In the bilayer docking simulations with human group IIA
sPLA2,78a the desolvated lipid interface interacts with
the hydrophobic residues 2, 3, 18, 19, 24, 31, and 70.
Several cationic (34, 53, 57, 69, 92, 123, and 124) and
anionic (16, 56, 89) residues in the consensus sequence are also found in the collar surrounding the
hydrophobic rim. Refinements with predictive insights remain to be developed.

XII. Atomic-Level Details of the i-Face from the
Anion-Assisted-Dimeric sPLA2
Totally unexpected evidence in support of the
contacts at the i-face has emerged from the structure
of the crystallograhic dimer of pig pancreatic sPLA2
with one substrate mimic, MJ33, and five sulfate or
phosphate anions shared between the two protein
monomers.80 These crystallization conditions were
selected with an appreciation of the fact that the
anionic binding sites on the protein play a role in the
various functions of sPLA2. Therefore, the crystallization conditions included divalent anions to identify the anion binding sites. The crystallographic
asymmetric unit contains five coplanar phosphate
anions. Furthermore, only one molecule of the inhibitor MJ33 is shared between the subunits of the dimer
such that the sn-2-phosphate of the polar headgroup
is bound to the A subunit and the alkyl chain extends
into the active-site slot of the B subunit across the
subunit-subunit contact surface. Remarkably this
subunit contact face (Figure 2C) is virtually identical
to the model of i-face proposed 10 years earlier.77 If
this is truly the face of sPLA2 that makes contact
with the interface for the processive turnover, by
providing the atomic level details of the i-face and
the anion binding sites, the anion-assisted-dimer
contact results are useful for resolving some of the
remaining questions.
(a) The two subunits in the crystallographic dimer
are packed with a large hydrophobic and desolvated
surface symmetrically provided by the same face of
the two subunits. The interactions with the anions
are dominated by close-range hydrogen-bonding interactions with polarizable ligands including the
backbone NH and water molecules, as also seen in
other proteins.289 In no case is the charge on the
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anion fully neutralized. These results show that while
the anionic charge at the interface is required for the
binding of sPLA2, it does not necessarily follow that
the charge is always or completely compensated by
the cationic residues. This helps to explain why
interfacial binding is not dominated by Coulombic
electrostatic interactions between cationic residues
of sPLA2 and anionic phospholipid headgroups as
described above.
(b) The environment of the headgroup of MJ33
shows the presence of a water molecule between the
sn-2-phosphate and His-48. In the oxyanion mechanism (Figure 14) the assisting water molecule w6 is
virtually in the same position as the w6 in relation
to the tetrahedral intermediate in the reaction coordinates. It is certainly intriguing that this water
molecule was not seen in an earlier structure where
the crystallization conditions did not include the
anions and the crystallographic asymmetric unit
consisted of only one protein.87 This difference raises
the possibility that the structure with the assistingwater w6 is the charge-compensated activated form
of the activated Michaelis complex (E*S)# (Figure 12),
whereas the earlier structure may be close to the E*I
form in this kcat* activation mechanism.
(c) Certain regions, disordered in the earlier NMR
and crystallographic structures, are clearly identifiable in the dimer structure. For example, the electron
density of the residues in the 69-loop is clearly
defined. Also, the side chains of the residues in
N-terminus helix and the calcium-binding loop are
well defined. Since the disorder in the ensemble of
the solution structures is also reduced on binding to
the interface, it is likely that the ordered side chains
in the dimer structure may represent one view of the
interfacial structure of the activated enzyme.
(d) Note that residues 69 and 31 are involved in
kcat*. Residues 59-75 form a loop connecting two
helices. It is disordered in the NMR structure and
remains so in most crystallographic structures. It is
somewhat more ordered in the structures of the
complexes with substrate mimics. The whole loop and
side chains are clearly defined in the crystallographic
dimer structure with bound divalent anions.80 Also,
in some sPLA2s residues 62-66 are deleted. Mutagenesis results suggest that the loop plays a role
in the apparent turnover at the zwitterionic interface.
In addition to the structurally significant Tyr73, the
59-75 loop also contains the catalytically significant
Tyr-69. The phenolic side chain appears to swing over
a distance of 6 Å in different structures. Although it
is not a conserved residue, a role for this residue in
the chemical step is also supported by the observation
that Tyr-69-Phe mutant is kcat* impaired by 10-fold.56
In cocrystals the phenolic OH is hydrogen bonded to
the pro-S-oxygen of sn-3-phosphate of substrate
mimics. On the other hand, in the structures with
MJ33 in the active site, the OH is bonded to the
diester oxygen87 or to the pro-S oxygen80 of the sn2-phosphate.
Both Tyr-69 and Leu-31 are closely positioned and
are part of separate but somewhat flexible neighboring loops and have an effect on kcat*, and they are
part of the substrate-mimic binding. Tyr-69 is in the

Berg et al.

contact surface in the dimer structure. Residues at
31 and 69 are not conserved. Often lysine is found in
one or the other of these positions but never in both.
It appears that residues 31 and 69 influence the
chemical step by controlling the plasticity of the
catalytic site environment rather than through a
direct participation in the catalytic mechanism.
It is interesting that residues 53 and 56 are not
part of the i-face. Our current thinking is that these
basic residues at the edge of the i-face remain in the
aqueous phase and make only the long-range (5-10
Å) nonspecific electrostatic interaction with the interface. This could however trigger a change in the
orientation of the 59-71 loop that makes contact with
the interface and the substrate. Other hydrophilic
residues on the i-faces of sPLA2s can make close
contact by donating hydrogen bonds to the phosphate
portion of the polar headgroup of phospholipids at
the interface. Such hydrogen bonding is facilitated
by the numerous hydrophobic residues on the i-face,
which are thought to penetrate only slightly into the
membrane interface, perhaps into the region that
includes the glycerol ester region of phospholipids.
In the context of this model, the relatively poor
binding of sPLA2s to phosphatidylcholine vesicles
may be due to the presence of the bulkier choline
group that could sterically interfere with the type of
protein-phospholipid hydrogen-bonded structure described above.
It has been shown that tryptophan is an important
residue for supporting interfacial binding to anionic
and charge-neutral vesicles.289 Tryptophan contains
an aromatic side chain and a hydrogen-bond-accepting indole NH. Thus, intermediate hydrophobicity
may be ideal for the close-range apposition with the
region of the membrane that includes the glycerol
esters. Many snake venom enzymes, especially those
from cobra species, display relatively high affinity
among sPLA2s for phosphatidylcholine vesicles. Cobra venom sPLA2s contain at least two tryptophan
residues on their putative i-faces, and recent mutagenesis studies have shown that these residues as
well as other aromatic amino acid side chains play
an important role in supporting binding to phosphatiylcholine vesicles.

XIII. Summary and Outlook
Figure 1 is a road map for identifying the kinetic
path of interest. However, with so many possible
branches, it is a challenge to identify the assay
conditions with unequivocally defined kinetic path.
Figure 1 is a general paradigm for enzymology that
provides the kinetic paths for the soluble, matrix, and
interfacial enzymes. Roughly one-half of the proteins
in cells are membrane associated, and most of these
remain to be functionally characterized.
The pancreatic sPLA2 paradigm is based on constraining the reaction system so that the turnover
cycles occur in the scooting mode or in the quasiscooting mode. Only in these ways can the primary
parameters for the interfacial binding and turnover
events be dissected out. These results provide significant kinetic and structural insights into workings
of an interfacial enzyme. The sPLA2 problem has
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yielded to rigorous analysis by separating the interfacial binding from the catalytic turnover events.
Their spatial relationship is implicit in the structural
features of the catalytic site versus the i-face, and a
temporal resolution of the underlying events is carried out during the reaction progress in the scooting
mode. With a full appreciation of the factors that
control high interfacial processivity, it is now possible
to have an appreciation of the intrinsic difficulties
of the kinetic analysis under the conditions where
the substrate accessibility and replenishment are not
suitably controlled.
With a set of primary parameters for the events of
the catalytic turnover cycle, new insights have
emerged into the catalytic mechanism of sPLA2.
Even more remarkable is the fact that the allosteric
effect of the interface on the catalytic turnover events
can be clearly delineated. The analysis clearly shows
that the effect of the interface on the two-dimensional
ligand binding equilibrium is the basis for the KS*
allostery. An additional kcat* allosteric contribution
of the interfacial anionic charge is also analyzed for
pancreatic sPLA2 and attributed to a structural
change due to charge compensation of specific cationic residues.
Protein structure determination at the interface is
a major unsolved problem. The last lucky break that
contributed to the pancreatic sPLA2 paradigm
emerges from the structure of the anion-assisteddimer. Certainly the evidence is circumstantial, yet
one cannot help but notice the way pieces seem to
fall together. The five coplanar anion-binding sites
are at the rim of the putative i-face. The substratebinding slot and the catalytic site is accessible
through the opening in the hydrophobic waterexclusion area surrounded by the anion-binding sites.
This is generally consistent with the view of efficient
binding of a protein to the interface by taking
advantage of numerous weaker interactions and the
hydrophobic effect. It is a remarkable coincidence
that the difference in the binding environment of the
sn-2-tetrahedral phosphate of the substrate mimic
MJ33 bound to pancreatic sPLA2 in the two structures with and without the anions also point to
mechanistically relevant differences as a possible
basis for the kcat* allostery.
Consequently, with the structural and analytical
progress made with the sPLA2 paradigm, it is now
possible to study other interfacial enzymes in order
to interpret their role in the cellular environment.
Obviously, the aqueous-phase perspective is not
adequate for such purposes. In short, what matters
depends on what the enzyme ‘sees’.

XIV. Abbreviations
CMC
DCnPC
deoxy-LPC
DMPM
DTPM
i-face
L

critical micelle concentration
1,2-diacyl-sn-glycero-3-phosphocholine
1-hexadecylpropanediol-3-phosphocholine
1,2-dimyristoyl-sn-glycero-3-phosphomethanol
1,2-ditetradecyl-sn-glycero-3-phosphomethanol
the interfacial contact face of sPLA2
S (substrate), P (product), I (inhibitor), or
imperfect diluent (ND)
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MJ33
ND
PC
sPLA2

1-hexadecyl-3-(2,2,2-trifluoroethyl)-rac-glycero2-phosphomethanol
neutral (surface) diluent form interface but
has no affinity for the active site
phosphatidylcholine
14-kDa secreted phospholipase A2
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