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The protein-tyrosine kinase Syk couples immune recognition receptors to
multiple signal transduction pathways, including the mobilization of
calcium and the activation of NFAT. The ability of Syk to regulate signaling
is influenced by its phosphorylation on tyrosine residues within the linker
B region. The phosphorylation of both Y342 and Y346 is necessary for
optimal signaling from the B cell receptor for antigen. The SH2 domains of
multiple signaling proteins share the ability to bind this doubly
phosphorylated site. The NMR structure of the C-terminal SH2 domain
of PLCy (PLCC) bound to a doubly phosphorylated Syk peptide reveals a
novel mode of phosphotyrosine recognition. PLCC undergoes extensive
conformational changes upon binding to form a second phosphotyrosine-
binding pocket in which pY346 is largely desolvated and stabilized
through electrostatic interactions. The formation of the second binding
pocket is distinct from other modes of phosphotyrosine recognition in
SH2-protein association. The dependence of signaling on simultaneous
phosphorylation of these two tyrosine residues offers a new mechanism to
fine-tune the cellular response to external stimulation.
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Introduction the analogous sites are Y292, Y315 and Y319. Y317 in

Sykand Y292 in ZAP-70, when phosphorylated, serve

The engagement of immune-recognition receptors
on hematopoietic cells activates multiple intracellular
signaling pathways in a manner dependent on the
recruitment of a Syk-family kinase to the ligated
receptor. In lymphocytes, recruitment to the antigen
receptor in B cells and T cells activates the protein-
tyrosine kinases, Syk and ZAP-70, respectively,
leading to the1r phosphorylation on multiple tyrosine
residues.'™ Three of these sites are located within
linker B, the region that separates the tandem SH2
domains of the kinases from their catalyticdomains. In
murineSyk, theseare Y317,Y342,and Y346.InZAP-70,
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as inhibitory sites due to their interactions with
members of the Cbl family of adaptor proteins,
which are negative regulators of Syk family
kinases.®®

Y342 and Y346 in Syk, and Y315 and Y319 in ZAP-
70, contribute in a positive manner to signaling such
that the phosphorylation of these residues enhances
the ability of each kinase to couple antigen receptors
to downstream signaling pathways. The elimination
of each individual tyrosine has both redundant and
unique effects on signaling and the presence of both
tyrosme re51dues is clearly required for optimal
activity.”™'> Many studies have identified effector
proteins with SH2 domains that bind within this
region. For example, PLCy-1 binds to a CD8-Syk
fusion protein viz Y342 and/or Y346."* The elimin-
ation of both inhibits the coupling of Syk to the
activation of PLCy-2 and mobilization of Ca>" in B
cells."” Binding of the guanine nucleotide-exchange
factor, Vavl, requires Syk Y342 or Zap-70 Y315 and
elimination of this site inhibits signaling in mast cells

0022-2836/$ - see front matter © 2006 Elsevier Ltd. All rights reserved.
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and in reconstituted Syk-deficient B cells.'*'® Finally,
the replacement of Y319 in ZAP-70 inhibits the
binding of both Lck and PLCy-1 and blocks calcium
mobilization in T cells."”'® Recent studies on the
regulation of Zap-70 suggest an alternative role for
these tyrosine residues analogous to that proEosed
for Tyr604 and Tyr610 of the EphB2 receptor.'”* The
phosphorylation of EphB2 Tyr604 and Tyr610 creates
docking sites for proteins with SH2 domains, and
relieves an inhibitory interaction between the juxta-
membrane region of the receptor, containing these
two tyrosine residues, and the catalytic domain. For
Zap-70, the substitution of Tyr315 and Tyr319 with
residues other than Phe, or their complete elimin-
ation, enhances Zap-70-dependent signaling."

In this study, we show that Syk Y342 and Y346
play primarily a positive rather than a negative role
in coupling the antigen receptor to the activation of
NFAT in B cells, and that both residues are required
for optimal signaling. In examining the mechanisms
by which the dual phosphorylation of this region
enhances signaling, we made the interesting
observation that SH2 domains from several proteins
actually recognize with high affinity a single site on
Syk that contains phosphotyrosine residues at both
positions 342 and 346. This result is in contrast to
the common SH2 recognition of a sequence with a
single phosphotyrosine residue. SH2 domains that
share a common fold of approximately 100 residues
form a central B-sheet with two flanking a-helices.
Typically SH2 domains bind a single pTyr residue
in a positively charged binding pocket on one side
of the central B-sheet with binding driven mainly by
the interaction between the pTyr and a conserved
arginine residue from the SH2 domain. While the
pIyr—pocket interaction contributes most of the
binding energy,”' SH2 domains confer specificity by
contacts that take place between side-chains
C-terminal to the pTyr. The determination of the
optimal binding sequence of many SH2 domains
from studies on peptide libraries® led to the
classification of SH2 domains into four groups
determined by a single residue on the peptide-
binding edge of the central B-sheet (residue BD5),
which correlated with the binding specificity of the
SH2 domains for the residues C-terminal to
phosphotyrosine. A few exceptions to these rules
have been identified but, on the whole, most of
the SH2 domain interactions previously detected
have followed this classification.”> Both Y342 and
Y346 of Syk individually are predicted to bind with
high affinity to group I (e.g. Lck) and group II (e.g.
Vav) SH2 domains, while the PLCy C-terminal
SH2 domain, a group III domain, is not predicted to
bind either sequence with high affinity. However,
we found that all three of these SH2 domains can
bind with high affinity to this site when it is
phosphorylated on both Y342 and Y346.

To establish the structural basis for SH2 recog-
nition of a doubly phosphorylated ligand, we
determined the NMR structure of the complex
between the C-terminal SH2 domain of PLCy
(PLCC) and a doubly phosphorylated peptide

derived from the Syk linker B region surrounding
Y342 and Y346. A comparison of this structure with
the previously solved structure of PLCC bound to a
singly phosphorylated peptide from the platelet-
derived growth factor (PDGF) receptor®® reveals
that PLCC undergoes large conformational changes
upon binding the doubly phosphorylated peptide.
Interestingly, these changes in conformation create
a second phosphotyrosine-binding pocket to
accommodate pY346 of Syk and provide electro-
static stabilization of the phosphoryl group. The
formation of the secondary binding pocket is
distinct from previously described modes of
phosphotyrosine recognition. Residues important
for the formation of the second pTyr binding pocket
are conserved within the SH2 domains of proteins
that share the ability to bind the doubly phosphory-
lated site on Syk linker B, but are missing from
many other SH2 domains, suggesting that the
stoichiometry of phosphorylation within this region
may be used to modulate the nature of Syk—protein
interactions.

Results and Discussion
Importance of Syk Y342 and Y346 for signaling

In B cells, Syk couples the B cell receptor (BCR) to
the mobilization of calcium and the activation of
the transcription factor, NFAT. To examine the
contributions of the linker B tyrosine residues to
Syk’s ability to activate NFAT, we transfected
Syk-deficient DT40 B cells with plasmids directing
the expression of Syk or one of several Syk mutants
along with a luciferase reporter plasmid driven by
NFAT. The level of luciferase activity induced
following receptor cross-linking is shown in
Figure 1. The substitution of Y317 for phenylalanine
enhanced the ability of wild-type Syk to signal. This
was expected, as the role of Y317 as an inhibitory
site of phosphorylation has been reported.'? In the
EphB2 receptor, the juxtamembrane region, which
includes Y604 and Y610, makes extensive contacts
with the N-terminal lobe of the catalytic domain
to inhibit its activity.”® A similar mechanism has
been proposed for the regions of Zap-70 and Syk
that surround Y315 and Y319 or Y342 and Y346,
respectively.'” To determine if the region encom-
passing Y342 and Y346 in Syk was inhibitory to the
BCR-stimulated activation of NFAT, we deleted 20
amino acid residues from this area to generate
Syk(A335-354) (SykA) and expressed this mutant in
Syk-deficient DT40 cells. SykA exhibited a consider-
ably reduced ability to couple the BCR to the
activation of NFAT as compared to wild-type Syk
(Figure 1(a)) even though it was expressed at
comparable levels (Figure 1(b)). Thus, for the
activation of NFAT in B cells, the major role for
this region of linker B is to support rather than
suppress signaling.

The contributions of Y342 and Y346 to signaling
in B cells are most readily visualized in the context
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Figure 1. Effect of the replacement or elimination of
linker region tyrosine residues on the Syk-dependent
activation of NFAT. (a) NFAT activity in anti-IgM-
treated, Syk-deficient DT40 cells transiently transfected
with an NFAT-driven luciferase reporter construct and a
plasmid coding for wild-type murine Syk (Syk), Syk
with Y317 replaced with phenylalanine (Y317F) or Syk
with residues 335-354 deleted from linker B (SykA). The
values are compared to those obtained from cells
transfected with Syk, which is normalized to a value
of 1.0. (b) The relative levels of Syk expressed in the
transfected cells from one trial shown in (a). (c) NFAT
activity in anti-IgM-treated, Syk-deficient DT40 cells
transiently transfected with an NFAT-driven luciferase
reporter construct and an empty vector (Syk™) or a
plasmid encoding the indicated Syk mutant. Values
were normalized to those of cells transfected with
Syk(Y317F). (d) The relative levels of Syk expressed in
transfected cells from one representative experiment
shown in (c).

of the Syk(Y317F) mutation, which eliminates the
negative regulatory site and enhances Syk’s ab1hty
to couple the BCR to the mobilization of Ca®* and
activation of NFAT. These responses are attenuated
by the removal of both Y342 and Y346.'> However,
the contributions of each individual tyrosine have
not been measured. To examine this, we prepared
constructs for the expression of Syk(Y317F),
Syk(Y317F/Y342F),  Syk(Y317F/Y346F) and
Syk(Y317F/Y342F/Y346F) and transfected these
into Syk-deficient DT40 B cells. The elimination of
either Y342 or Y346 alone reduced the BCR-
stimulated activation of NFAT (Figure 1(c)). The
elimination of both residues further compromised
signaling. This reduced signaling was not a
consequence of lower levels of expressed protein,
since comparable amounts of Syk could be detected
in each set of transfected cells (Figure 1(d)). We
conclude that Syk couples the BCR to the activation
of NFAT most efficiently when both Y342 and Y346
are present. The presence of both tyrosine re51dues
is required for optimal signaling in mast cells."

Syk interactions with SH2 domains

To gain an understanding of how Y342 and Y346
combine to enhance signaling, we examined
the mechanisms by which proteins reported to
interact in this region are able to bind to Syk. We
first examined the binding of phosphopeptides
generated from a tryptic digest of in vitro autopho-
sphorylated Syk to immobilized glutathione-
S-transferase (GST)-SH2 domain fusion proteins
derived from PLCy-1 (Figure 2(a) and (b)), the first
protein reported to bind to Syk in this region."
Phosphopeptides retained by the GST-SH2 domains
were compared to the total digest. A single
phosphopeptide was the predominant species that
bound to fusion proteins containing either the
C-terminal SH2 domain or both the C and
N-terminal SH2 domains of PLCy-1 (Figure 2(a)).
This peptide, identified as EALPMDTEVpYESP-
pYADPEEIRPK, contains phosphotyrosme residues
at both positions 342 and 346.> The interaction
between Syk-derived phosphopeptides and PLCy-1
was specific for PLCC as no phosphopeptide was
observed to bind to the N-terminal SH2 domain.
Importantly, phosphopeptides containing only a
single phosphate group on either Y342 or Y346,
which migrate slightly higher on the alkaline gel
than the doubly phosphorylated peptide, failed to
bind to PLCC with sufficient affinity to be detected
under these conditions. These results indicate that
the phosphorylation of both Y342 and Y346 is
important for the interaction of Syk with PLCC.
This idea is further supported by binding studies on
phosphopeptides derived from mutated Syk. No
phosphopeptide bound to PLCC when it was
generated from forms of Syk that contained a single
point mutation at either Y342 or Y346 (Figure 2(b)).

Signaling in B Cells is mediated mainly by the
PLCy-2 isoform,”> whose C-terminal SH2 domain
shares 65% sequence identity with and 81%



Two Phosphotyrosine Requirement of Syk to Bind PLCy

1225

(a)
Phospho-Y317 —P

Monophospho-
Y342/Y346 —P>
Bisphospho- —

Y342/Y346

Total (C) (N) (N+C)
Digest

PLCySH2

(b)

Total Digest
Bound Peptide
Total Digest
Bound Peptide
Total Digest
Bound Peptide

Phospho
Y317 »

Monophospho
Y342/Y346
Bisphospho >

Y342/Y346 I

WT F342 F346

Figure 2. Binding of PLCC to phosphopeptides derived
from Syk linker B. (a) The C-terminal SH2 domain of
PLCy-1 binds a Syk-derived phosphopeptide. Tryptic
phosphopeptides generated from autophosphorylated
Syk were applied to immobilized GST-fusion proteins
that contained the C-terminal (C), N-terminal (N), or both
(N+C) SH2 domains of PLCy-1. The migration positions
of the three peptides containing the linker region tyrosine
residues are indicated. Y342 and Y346 lie within the same
phosphopeptide, which exists in forms containing either
one or two phosphotyrosine residues. (b) Phosphory-
lation of both Y342 and Y346 are required for high-affinity
binding. Tryptic phosphopeptides were generated from
in vitro autophosphorylated Syk, Syk(Y342F), or
Syk(Y346F) and adsorbed to the immobilized GST-C-
terminal SH2 domain of PLCy-1. Bound phosphopep-
tides were separated by alkaline PAGE and compared to
the total digest.

sequence similarity to that of PLCy-1. To determine
if PLCy-2 shares the same preference for binding a
doubly phosphorylated peptide as PLCy-1, we
prepared solid supports containing immobilized
peptides corresponding in sequence to Syk amino
acid residues 338-353 and containing either no
phosphate group, a single phosphate group at Y342,
a single phosphate group at Y346 or phosphate
groups at both positions. Each resin was incubated
with lysates prepared from DG75 human B cells,
washed extensively and then treated with buffer
containing SDS to elute bound proteins. Western

blotting analyses of eluted proteins with antibodies
against PLCy-2 indicated that the protein bound
preferentially to the doubly phosphorylated
peptide (Figure 3(a)), indicating that the interaction
of PLCC is similar for both isoforms of PLCy.
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Figure 3. Binding of multiple SH2 domains to
phosphopeptides derived from Syk linker B. (a) Binding
of proteins to immobilized phosphopeptides. Lysates
from DG75 B cells were adsorbed to resins containing
immobilized peptides corresponding to residues 338-353
of Syk and containing either no phosphate group (YY), a
phosphate group at Y342 (pYY), a phosphate group at
Y346 (YpY) or phosphate groups at both positions (pYpY).
Bound proteins were analyzed by Western blotting for the
presence of PLC-y2, Vavl, p85, SHP1 or Grb2. Lysates
from Jurkat T cells were analyzed for the binding of Lck.
(b) The Lck SH2 domain also binds to a doubly
phosphorylated peptide. Tryptic phosphopeptides gen-
erated from autophosphorylated Syk, Syk(Y290F),
Syk(Y342F) or Syk(Y346F) were adsorbed to the immobi-
lized SH2 domain from Lck and analyzed as described in
the legend to Figure 2. (c) Binding of the Syk phospho-
peptide by multiple SH2 domains. Tryptic phosphopep-
tides generated from autophosphorylated Syk were
adsorbed to immobilized SH2 domains from Lck, Abl,
Shc, p85 (C-terminal domain), Vavl, or PLCy-1. Bound
peptides were eluted and analyzed as described in the
legend to Figure 2.
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Proteins bound to the immobilized peptide resins
also were analyzed by Western blotting to detect
other reported binding-partners of Syk in order to
determine if any of these shared the same binding
specificity. Vavl, which has been reported to require
Y342 for its interactions with Syk,'* bound to the
peptide containing pY342, but not to the peptide
containing pY346. Interestingly, Vavl bound most
strongly to the doubly phosphorylated peptide.
This is consistent with the requirement for Y342 or
both Y342 and Y346 for the robust phosphorylation
of Vav1 in primary mast cells."’ The p85 subunit of
PI3K also bound selectively to the doubly phos-
phorylated peptide, while SHP1 did not bind to any
of the peptides. Since the region surrounding Y342
and Y346 is conserved in ZAP-70, and Lck has been
reported to bind in this region, we used these resins
to recover proteins from lysates of Jurkat Tcells. Lck
bound to all three phosphopeptides, but also
exhibited a preference for the doubly phosphory-
lated peptide. Thus, multiple SH2 domains share
the ability to recognize a single site on Syk
containing two phosphotyrosine residues. How-
ever, not all proteins with SH2 domains preferred
binding sites with two phosphotyrosine residues.
Grb2, for example, bound preferentially to the
singly phosphorylated peptide containing pY346.
Thus, Grb2 binds preferentially to this region when
it contains one phosphotyrosine residue, but this
binding is reduced when the second tyrosine
residue is phosphorylated. It is interesting to note
that the activation of Erk in primary mast cells is
particularly sensitive to the presence of Y346."

To explore further the nature of SH2 domains that
bound preferentially to the doubly phosphorylated
peptide, we used a total of seven GST-SH2 domain
fusion proteins in phosphopeptide pull-down
experiments using the assay described in Figure 2.
Of these seven, three (Lck, Vav and PLCC) bound
the doubly phosphorylated Y342+Y346 fragment
preferentially (Figure 3(c)). In addition, the Fgr SH2
domain has been shown to select the same doubly
phosphorylated peptide.?® The remaining four SH2
domains (Shc, Abl, the N-terminal SH2 domain of
PLCy, and p85C, the C-terminal SH2 domain of the
p85 regulatory subunit of phosphoinositide
3-kinase) did not bind to Syk at this site. The
binding of p85 to the immobilized phosphopeptide
described in Figure 3(a) is most likely a function
of the N-terminal SH2 domain, as p85C
binds selectively to Syk at pY317 and p85N binds
elsewhere in linker B.2”

A more complete analysis of phosphopeptide
binding by the SH2 domain of Lck showed results
similar to those observed for PLCC. The immobi-
lized SH2 domain from Lck retained only the
doubly phosphorylated peptide containing pY342
and pY346 (Figure 3(b)). The singly phosphorylated
peptides did not bind with sufficiently high affinity
to the Lck SH2 domain to be visualized in this assay
where the phosphopeptides are present at very low
concentrations. Furthermore, no tryptic phospho-
peptides derived from either of two mutant forms

of Syk containing phenylalanine substituted for
Y342 or Y346 bound to the immobilized Lck SH2
domain. Substitution of an irrelevant tyrosine
residue, Y290, for phenylalanine had no effect on
the binding of the doubly phosphorylated peptide.
These data indicate that the Lck SH2 domain, like
PLCC, also binds preferentially to the doubly
phosphorylated peptide. By analogy, it is likely
that the phosphorylation of ZAP-70 on both Y315
and Y319 would provide a higher affinity inter-
action with Lck than would the phosphorylation of
either site alone.

NMR structure of the Syk—PLCy complex

To determine how a single SH2 domain could
accommodate a phosphopeptide containing two
phosphotyrosine residues, we solved the NMR
structure of PLCC bound to DTEVpYESPI]gYADPE
(designated pYpY) using uniformly "N/'*C-
labeled PLCC and unlabeled pYpY (see Experimen-
tal Procedures). PLCC was chosen for analysis,
since an NMR structure of the SH2 domain bound
to a singly phosphorylated peptide is available for
comparative purposes.”” Statistics for the final
structures are given in Table 1.

Because of extensive chemical shift overlap in
pYpY resonances, many intermolecular NOE peaks
could not be assigned uniquely in the initial stage of
structure calculations. A rough orientation of the
peptide by initial docking with the unique inter-
molecular NOE assignments allowed for the assign-
ment of additional intermolecular NOE peaks to
give 29 intermolecular NOE restraints. Residues

Table 1. Structural statistics of 15 final structures

Restraints
Protein NOE
Intra 290
Sequential 254
Medium? 123
Long-range® 204
Ambiguous 462
Total 1333
Intermolecular NOE 29
Torsion angle
phi angles 55
psi angles 55
Hydrogen bond 26
Average pairwise RMSD of Backbone All
ensemble i
Complex© (A) . 2.094+0.3 2.6+0.2
SH2 domain residues 10-97 (A) 1.16+0.2 274403
Peptide residues 1-13 (A) 3.11+0.7 3.66+0.5
Peptide residues 3-11 (A) 1.76 £0.5
Ramachandran plot
Most favored region (%) 63.7
Additionally allowed region (%) 275
Generously allowed region (%) 59
Disallowed region (%) 29

? Medium-range NOEs are defined as two to three residues
apart.

* Long-range NOEs are defined as four or more residues
apart.

¢ PLCC residues 1-105 and pYpY residues 1-13.
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P345 and pY346 have five and nine interactions,
respectively. Residues pY342 and E350 have four
NOE interactions each, residue E340 has two NOE
interactions, and residues T339, E343 and P349 have
a single NOE interaction. Residues D338, T339,
V341, S344, A347, and D348 have no NOE
interaction with the protein. While some side-
chains do not contact PLCC and are without NOE
interactions, the restrained regions of the peptide
are spread throughout the molecule so that the
overall structure is well defined.

A superposition with respect to the central
B-sheet of the final 15 structures is shown in
Figure 4(a). The average structure of the PLCC-
pYpY complex was calculated from the 15 final
structures and is shown in Figure 4(b). The pYpY

Figure 4. Structure of the PLCC-pYpY complex. (a)
Overlay of the final 15 structures of the PLCC-pYpY
complex (residues 10-97). The structures were aligned by
the central B-sheet of PLCC. The protein is shown in grey
and the peptide is shown in cyan. (b) The energy-
minimized average structure of the PLCC—pYpY complex.
The protein is shown in grey, and the peptide is shown in
cyan with the pTyr residues highlighted in red.

peptide binds across the edge of the B-sheet in an
extended conformation with residue pY342 in the
primary pTyr binding pocket. The peptide back-
bone continues from the primary pTyr pocket along
the top of the EF loop and toward the BG loop.
Overall, 2028 A? are buried upon pYpY binding to
the SH2 domain.

The negative phosphate group of pY342 inter-
acts with R37 of PLCC, which corresponds to the
ArgBB5 residue that is conserved throughout
the SH2 domain family (Figure 5(a)). The ring of
the tyrosine residue also makes contacts with R39,
A46, H57, and C58 (Figure 5(a)). Additional
electrostatic contacts are seen between the
N-terminal half of pYpY (residues E340 and
E343) and PLCC (residues R18, R39, and R59),
but interactions with the C-terminal half of the
peptide are mainly hydrophobic in nature with
the exception of pY346 (Figure 5(b)).

The interaction between PLCC and the second
pTyr of the peptide (pY346) occurs on the opposite
side of the central B-sheet from the primary
plyr-binding site (Figure 5(c)). A second phospho-
tyrosine pocket is formed, which distinguishes
recognition of Syk linker B from other SH2—protein
associations. Two lysine residues, K54 and K56,
interact with the phosphate group and close over
pY346 to form the second pTyr pocket. The pocket
buries 576 A of the pTyr surface, which is more
than is buried in the primary pTyr pocket (488 A?).
The formation of the pocket results in large
conformational changes in PLCC upon binding
pYpY (described below).

Comparison of the pYpY-PLCC and pY1021-
PLCC SH2 complexes

The structure of PLCC has been determined in
complex with a singly phosphorylated peptide
derived from the PDGEF receptor designated
pY1021 (DNDpYIIPLPDPK).** pY1021 has the
optimal binding sequence for PLCC (pY-V/I-I/
L-P) as defined by Songyang et al.** Since PLCC
is classified as a group III SH2 domain, it is
expected to bind peptides with a hydrophobic
residue at the pTyr +1 position. In contrast, the
pYpY peptide has an acidic residue following
pY342, contains a large fraction of charged and
polar residues, and is not predicted to bind to a
group III SH2 domain. Unlike the pYpY complex,
most of the side-chain interactions between
pY1021 and PLCC are hydrophobic in nature,
with the exception of the pTyr residue.

The peptides in the two complexes differ in
their binding position as shown in Figure 6(a).
The root-mean-square difference (RMSD) in the
peptide C* coordinates is 8.8 A, a value signifi-
cantly larger than reasonably expected from
experimental uncertainty. The orientation of
pYpY in the vicinity of the primary pTyr pocket
is defined by intermolecular nuclear Overhauser
effect (NOE) interactions of the pY342 side-chain
(red, Figure 6(a)) with A46, C58, S44, and R39 of



1228




Two Phosphotyrosine Requirement of Syk to Bind PLCy

1229

R59

Figure 6. Comparison of the pYpY- and pY1021-PLCC complexes. (a) Stereoview of the overlay of pYpY (cyan, red)
and pY1021 (yellow, pink). The structures were aligned on the basis of the central B-sheet of the proteins. The RMSD of
the two peptides is 8.8 A. (b) Stereoview of Arg residues from the primary pTyr binding site in the pYpY complex (cyan,

red) and the pY1021 complex (yellow, pink).

PLCC, as well as side-chain NOE interactions of
nearby residues E340 (with R39 and N40) and
E342 (with E41). Together, these contacts position
pY342 deeper in the pocket than the phosphotyr-
osine residue of pY1021, and result in the
N-terminal end of helix aA being correspond-
ingly displaced (described below). This position
of the pTyr in the primary pocket affects the
interactions of pTyr with the positively charged
SH2 residues surrounding the pocket
(Figure 6(b)). In both complexes, pTyr interacts
with the conserved R37, but in the pY1021
complex, pTyr also contacts three other surround-
ing arginine residues: R18, R39, and R59. In the
pYpY complex (cyan and red, Figure 6(b)), the
position of R18 is altered by the movement of oA
and consequently is too far away to interact
strongly with pY342. Residues R39 and R59 are
closely overlapped in the two structures but,
since pTyr in the pYpY complex binds further
into the pocket, the interaction with these
charged residues appears less favorable. Instead

of contacting pY342, these three arginine residues
contribute other electrostatic interactions with
pYpY (Figure 5(b)) that are not possible for
pY1021 because of the hydrophobic pTyr+1
residue.

Conformational changes induced by the binding
of pYpY

Figure 7(a) is an overlay of the C* trace of PLCC in
complex with either pYpY (grey) or pY1021 (gold)
where the structures were aligned by the central
B-sheet. The C* RMSD between the two structures is
5.0 A for residues 10-97. The central B-sheet of the
two proteins has a C* RMSD of 1.6 A over 25
residues, and is similar, except that in the complex
with pYpY there is a bulge in the D strand such that
residues K56 to C58 do not possess ideal main-chain
geometry for a B-strand nor form hydrogen bonds
with strand BC.

The largest difference between the pYpY and
pY1021 complexes occurs in the BG loop. In the

Figure 5. (a) Interactions within the primary pTyr binding pocket. pY342 is shown in red and important residues from
the protein are shown in green. Positively charged residues from the protein are shown in blue. (b) Electrostatic
interactions between the N-terminal half of pYpY and PLCC. The negatively charged residues from the peptide are
shown in red, and the positively charged residues are shown in blue. (c) Stereoview of interactions within the secondary
binding site of the PLCC-pYpY complex. pY346 is shown in red, and important residues from the protein are shown in
green. The two lysine residues that interact with pY346 (K54 and K56) are shown in blue.
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structure of PLCC bound to pY1021, this loop
interacts with residues from the central -sheet and
with the pTyr +1 to +3 residues of the pY1021
peptide. In the pYpY complex, the center of the BG
loop moves outward by approximately 11 A relative
to its position in the pY1021 complex to expose a
new surface for binding the secondary pTyr
residue. Another large difference between the two

(@)

structures is seen near the primary pTyr binding
pocket: the orientation of oA differs in the two
complexes due to the position of pY342 from pYpY
in the primary pocket. There is a change in both the
angle of the helix axis relative to the B-sheet as well
as a 20° rotation about the helix axis. All of the large
conformational differences are supported by
measured NOE restraints. For example, the open

Figure 7. The binding of pYpY induces changes of conformation in PLCC. (a) Stereoview of the comparison of PLCC
bound to either the singly phosphorylated pYpY (grey) or pY1021 (yellow) and aligned on the basis of the central B-sheet of
the protein. Large changes exist for oA, aB, D, the BG loop, and the secondary B-sheet. (b) Surface representation of PLCC
bound to pYpY. The electrostatic potential of the proteins calculated with the program GRASP is mapped on the surface of
the protein. (c) Surface representation of PLCC bound to pY1021. The two structures in (b) and (c) were aligned, and any
differences between the two surfaces arise from differences in the protein conformation not protein orientation.
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conformation of the BG loop is defined by NOE
interactions such as Y90 (BG loop) with both A51
(BC) and E52 (CD loop), as well as interactions
between K92 (BG loop) and G32 (BB). The
orientation of aA is also well determined by
numerous NOE interactions, including E14 and
S15 with K38 (BB), L16 with R37 (BB), and M26 (2A)
with 548 (BC).

Interestingly, the changes in the conformation of
PLCC generate different surface topologies with
distinctive electrostatic potentials. The electrostatic
potential calculated with the GRASP program is
mapped to the solvent-accessible surface of the
pYpY complex in Figure 7(b) and the pY1021
complex in Figure 7(c). The change in the surface
and electrostatic signature is obvious. Most striking
is the formation of the second pTyr binding site by
K54 and K56 closing over pY346 to bury the ring
and hide it from view as seen in Figure 7(b). In the
pY1021 complex, these two residues are highly
solvated to give a more electropositive surface to
the SH2 domain. Differences are evident also near
the BG loop (top left in Figure 7(b) and (c)). In the
pY1021 complex, the BG loop forms the upper wall
of the hydrophobic binding cleft. In the pYpY
complex, displacement of the BG loop exposes the
hydrophobic residues (Y49, Y84, A51, 147) that were
buried. The bulge in the central B-sheet of the pYpY
complex is evident as well. In the pYpY complex,
the bulge in BD forms a prominent ridge that
increases surface contact with the pTyr+1 residue.
Without the bulge, pY1021 binds along a continu-
ous, flat surface in a hydrophobic binding cleft that
extends from the pTyr pocket.

We compared the nine SH2 domains with
coordinates deposited in the PDB for free and
bound states or complexes with multiple ligands.
The SH2 domains of Lck?®%°, Src®, APS®, Grb2*?,
and NSyp®' show essentially no conformational
change upon peptide binding. Four of the SH2
domains (SAP/SH2D1A, p85C, and p85N) undergo
relatively small conformational changes upon
binding. Phosphopeptide binding to the SH2
domain of either SAP/SH2D1A* or p85C**>°
causes up to a 1.3 A displacement localized to the
backbone C-terminal half of the SH2 or the
secondary PB-sheet, respectively. The changes are
considerably smaller than those observed for PLCC.
The NMR structure of p85N in the presence of a
doubly phosphorylated peptide derived from the
polyoma middle T antigen shows several differ-
ences relative to the unbound conformation;*”
however, it must be pointed out that alternative
structures deposited in the PDB for unligated p85N
SH2 domain have similarly large conformational
discrepancies. Thus, the extent to which the
conformational differences are the result of ligand
binding is unclear.

The only previous case of an SH2 domain
observed to undergo a large loop reorientation as
a result of binding is Itk. The conformation change
in Itk SH2 stems from isomerization of a proline
residue within the CD loop that rearranges the loop

and allows binding of its own SH3 domain distant
from the pTyr binding pocket.?® This conformation-
al change is therefore not associated with protein—
protein recognition of phosphotyrosine, in contrast
to the induced-fit observed for PLCC.

Effect of pY346 and the second phosphotyrosine-
binding pocket on PLCC—phosphopeptide
interactions

Structural analyses indicate that PLCC binds
pY342 in the canonical phosphotyrosine-binding
site and undergoes a conformational change to
accommodate pY346 in a second, previously
undescribed binding pocket. To analyze the contri-
butions of this second binding site to the phospho-
peptide-SH2 domain interaction, we compared
the chemical shift perturbations (CSP) in the
!°N-heteronuclear single quantum coherence
(HSQC) spectrum of PLCC upon binding pYpY or
the singly phosphorylated, Syk-derived peptide
DTEVpYESPYADPE (designated pYY). CSP is the
result of a change in the "N environment upon
binding of a ligand from either a direct interaction
with the ligand or from conformational changes
within the protein. The structure of PLCC in
complex with pYY could not be determined because
of a lack of observable intermolecular interactions
by isotope-filtered NOE spectroscopy (NOESY).
The difference in the CSP between pYpY and the
singly phosphorylated peptide shown in Figure 8(a)
was used to determine the variations in how the
two peptides bound to PLCC.

Negligible differences in CSP for residues in the
primary pTyr pocket suggest that pYY binds
similarly to pYpY in the N-terminal part of the
peptide with pY342 in the canonical pocket. The
electrostatic interactions between E340 and E343
would still be present and cause pY342 to insert
further into the pocket, as seen with the pYpY
structure. Larger differences were seen in the
N-terminal half of BD where K54 interacts with
pY346 in pYpY, as well as in the BG loop of
the protein (Figure 8(b)). One large disparity is the
perturbation of L89 in the BG loop. This residue is
solvent-exposed in the PLCC complex with pYpY,
but in the structure with pY1021, the BG loop is
closed, and L89 contacts the bound peptide. The
changes seen in the residues that interact with the
C-terminal half of the peptide suggest that the BG
loop is more like the pY1021 structure where the BG
loop is closed and L89 interacts with the peptide.

To determine how the formation of this second
binding pocket influences the affinity of the
interaction between PLCC and the Syk-derived
peptide, we assessed the binding affinities of PLCC
for both pYpY and pYY. The rates and the binding
constants determined from surface plasmon reson-
ance analysis are given in Table 1. Good agreement
between the kinetic rate constants and the equili-
brium constants for both peptides indicates the
reliability of the kinetic rates. pYpY binds to PLCC
with a dissociation constant of approximately
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Figure 8. CSP differences between the PLCC-pYpY and -pYY complexes. (a) Differences in CSP for PLCC binding
pYpY and pYY plotted as a function of PLCC residue number. (b) CSP differences between pYpY and pYY greater than

0.04 mapped onto the structure of PLCC (colored orange).

70 nM, while pYY has an approximately sevenfold
decrease in the binding affinity (Kp=>500 nM) as a
result of a slower on-rate. This decrease is
apparently sufficient to prevent detection at the
lower concentration levels of Figure 2(b). A change
in the on-rate of an interaction may be rationalized
by removal of an electrostatic interaction between
the peptide and the protein. Electrostatic inter-
actions orient the protein and its ligand, and
thereby facilitate correct positioning of the ligand
for binding and enhance the on-rate of the complex.

All of the SH2 domains shown to bind to the
doubly phosphorylated region of Syk contain a
lysine residue at position K56, while only PLCC has

Table 2. Binding constants of PLCC measured by SPR

a second lysine residue, K54. This suggests an
important interaction between K56 and pYpY. To
test the contribution of K56 to the binding of pYpY,
the residue was mutated to glutamine based on the
corresponding residue in the N-terminal SH2
domain of PLCC that does not bind to Syk.
Mutation of K56 to glutamine caused an approxi-
mate sevenfold reduction in the affinity of the PLCC
for pYpY as a result of an increase in the off-rate of
the interaction (Table 2), consistent with K56
contributing to the stabilization of PLCC-pYpY
through electrostatic interaction with pY346. The
presence of lysine at K56 likely accounts for the
interactions of Lck, Fgr, Vavl and the N-terminal

PLCC-pYpY PLCC-pYY K56Q-pYpY
ky (10°M ™1™ hy? 1.8 (£0.025) 0.27 (£0.01) 2.7 (£0.14)
ka (s™H? 0.12 (+£2.1X107%) 0.13 (+£1.1X1073) 1.2 (£0.06)
Ka 10°M™HP 15.0 2.0 22
Kp (uM)° 0.066/0.070 (£0.009) 0.49/0.4 (+0.1) 0.46/0.47 (+0.13)

? Values for k, and kq are estimated from the time-dependent SPR binding curves.

b Ka=k./ka.

¢ First Kp value determined from rate constants, k, and kq. Second K value estimated from the steady-state values of the SPR binding

curves.
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SH2 domain of p85 with the doubly phosphory-
lated Syk peptide. The Abl SH2 domain, the
N-terminal SH2 domain of PLCy, the Grb2 SH2
domain and the SHP1 SH2 domain all lack this
residue and do not bind well to the doubly
phosphorylated peptide. The one outlier we have
identified so far is the C-terminal SH2 domain of
p85, which has lysine in the equivalent position of
K56, but does not bind the doubly phosphorylated
Syk linker B, suggesting that other structural
features can influence the phosphopeptide-SH2
domain interaction.

Conclusions

Following aggregation of the BCR, Syk is
phosphorylated on multiple tyrosine residues,
including a pair of closely spaced residues within
the linker B region, Y342 and Y346. Analyses of
BCR-dependent signaling in reconstituted DT40
cells indicate that phosphorylation of both residues
is important for optimal signaling by a mechanism
that cannot be accounted for by a release of
inhibition of the catalytic domain. That Syk is
phosphorylated simultaneously on both Y342 and
Y346 in B cells has been documented by both
metabohc labeling” and mass spectrometric
analyses.” Binding studies indicate that the import-
ance of both residues is reflected in an enhanced
affinity for a subset of proteins containing SH2
domains that are able to recognize binding sites
containing two phosphotyrosine residues. Examin-
ation of the structure of a doubly phosphorylated
peptide bound to the C-terminal SH2 domain of
PLCy-1 indicates that each phosphotyrosine resi-
due makes critical contributions required for a high-
affinity, specific interaction.

There is considerable interest in determining how
different factors influence the propagation of
signals through phosphotyrosine signaling cas-
cades. In most current models, regulation is based
on the phosphorylation and interaction of one pTyr
residue with a single SH2 domain. Nevertheless,
there are now four structures of single SH2 domains
interacting with sites containing two phosphotyr-
osine residues. In addition to PLCC, these include
SH2 domains from p85, ¥ Src* and the adaptor
protein APS,** but in contrast to the PLCC
complexes, none of these interactions shows sub-
stantial differences in SH2 conformation. In the case
of the two phosphotyrosine residues on Syk, we
find that SH2 domains from multiple binding
partners (PLCy, Vav, p85N Fgr and Lck) recognize
the doubly phosphorylated site, and both phospho-
tyrosine residues affect signaling in cells, as well as
binding affinity. Control of the relative phosphoryl-
ation of the pY342 and pY346 sites could fine-tune
the response of the cell to external stimulation
through the B-cell receptor by determining
relative binding affinity of the specific SH2
domain-containing proteins that can interact with
Syk. The B cell signaling studies demonstrate that

the alternative phosphorylation states do indeed
alter the amount of signal that is propagated within
the cell. Syk containing only pY342 or only pY346
might signal in cells by binding to a subset of
effectors that recognize each individual docking
site via a classical SH2 domain-phosphopeptide
interaction. The phosphorylation of the second
tyrosine residue can then allow for further control
either by enhancing the affinity of the interaction to
increase the quantity of signaling or by allowing the
binding of an SH2 domain with a different
specificity to affect the quality of signaling. It is
intriguing to also speculate that certain SH2
domains that do not contain a positively charged
residue corresponding to K56 at the BD3 position
can bind preferentially to the singly phosphorylated
peptide over the doubly phosphorylated peptide
to allow for negative regulation of SH2 binding
by phosphorylation. In fact, Grb2 is a potential
candidate for this type of protein. Such a mechan-
ism could account for the differential coupling of
singly phosphorylated forms of Syk to different
downstream signaling pathways as has been
observed in primary mast cells."! The solution
structure of PLCC-pYpY shows that recognition of
the second phosphotyrosine residue induces a
substantial conformational change in the SH2
domain to form a second pTyr pocket that may be
a common feature for recognition of Syk by multiple
SH2 domains.

Experimental Procedures

Phosphopeptide binding assays

The preparation of tryptic phosphopeptides from
in vitro autophosphorylated Syk and their separation by
alkaline polyacrylamlde gel electrophoresis have been
described in detail®> In experiments assessing SH2
domain binding activity, proteolysis was terminated by
the addition of 45 nug of soybean trypsin inhibitor. The
collection of tryptic phosphopeptides was applied to 25 ul
of glutathione-Sepharose containing 5 pg of immobilized
GST-SH2 domain and incubated for 90 min at 4 °C. The
resin was washed four times in phosphate-buffered saline
containing 1% (v/v) Triton X-100 and 2 mM dithiothrei-
tol. Bound peptides were recovered by the addition of
20 pl of alkaline PAGE sample buffer.*! Peptides were
separated by 40% alkaline-PAGE and visualized by
autoradiography.’

The peptides DTEVYESPYADPEEIR, DTEVpYE-
SPYADPEEIRDTEVYESPpYADPEEIR, and DTEVpYESP-
PYADPEEIR were purchased from SynPep. Peptides
contained C-terminal amides and were covalently
Coupled to Affi-Gel-10 (BioRad) through the N-terminal
amine. DG75 B cells or Jurkat Tcells (1 X 107) were lysed in
1 ml of buffer containing 10 mM Hepes (pH 7.5), 150 mM
NaCl, 5mM EDTA, 1% (v/v) NP-40. Lysates were pre-
cleared by incubating with 12.5 pl of the resin without
peptide for 1h at 4°C. Unbound proteins were then
adsorbed to 12.5 pl of each peptide-resin at 4 °C for 2 h.
Resins were washed three times with lysis buffer. Bound
proteins were eluted in SDS sample buffer, separated by
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SDS-PAGE, transferred to PVDF membranes and ana-
lyzed by Western blotting.

Measurement of NFAT activity

Syk-deficient chicken DT40 B cells were generously
provided by Dr T. Kurosaki (Kansai Medical University,
Osaka, Japan). Cells were cultured in RPMI 1640 medium
supplemented with 10% (v/v) heat-inactivated fetal calf
serum, 1% (v/v) chicken serum, 50 uM 2-mercap-
toethanol, 1 mM sodium pyruvate, 100 IU/ml of peni-
cillin G, and 100 pg/ml of streptomycin. cDNA for the
expression of site-directed mutants was prepared using
the Transformer mutagenesis kit (Clontech). Cells were
transfected with 15-20 pg of Syk-expression plasmid and
10-15 ug of an NFAT-luciferase reporter construct
(pPNFAT Luc (Stratagene)). Cells were activated 24 h
post-transfection with goat anti-chicken IgM (1-2 pg/
ml) or with a combination of PMA (50 ng/ml) and
ionomycin (1.0 pM) for 6 h at 37 °C. Luciferase activity
was determined using the luciferase assay system kit
(Promega). The values reported indicate the activity
produced by anti-IgM-treatment divided by the activity
produced in response to PMA + ionomycin to correct for
differences in transfection efficiency and represent the
average and standard error of three trials. Syk expression
levels were determined by immunoblotting proteins from
cell lysates with the N-19 anti-Syk antibody (Santa Cruz).

NMR sample preparation

The plasmid containing bovine PLCC (residues 663—
759 from PLCy-1) was obtained from the laboratory of
Julie Forman-Kay.** BL21(DE3) Escherichia coli cells were
used to express PLCC in isotopically enriched minimal
medium at 20 °C. PLCC was initially purified with pTyr
agarose (Sigma), and high molecular mass contaminants
were removed by a Superdex-75 gel-filtration column
(Amersham).

pYpY peptide was obtained in crude form from SynPep.
The sequence of the peptide is DTEVpYESPpYADPE and
contained an N-terminal acetyl group and a C-terminal
amide. The crude peptide was purified using a Pep-RPC
column (Amersham). Fractions containing eluted peptide
were assessed for purity and correct sequence by matrix-
assisted laser desorption/ionization (MALDI) mass
spectrometry.

Final NMR samples contained 1.5 mM PLCC with a 1:1
molar ratio of protein to peptide in 20 mM Mes (pH 6.0),
100 mM NaCl and 3 mM Tris(2-carboxyethyl)-phosphine
(TCEP). The stoichiometry of the complex was deter-
mined from sedimentation velocity ultracentrifugation to
be 1:1. Samples used for X-filtered and 3D '*C-edited
['H,'"H] NOESY experiments were dialyzed against buffer
with 90% (v/v) 2H,O and degassed.

NMR experiments

NMR experiments were performed either on a Varian
INOVA 600 spectrometer equipped with 5 mm ['H, N,
13C] triple-resonance z-axis pulsed-field gradient probes or
a Bruker DRX 500 triple-resonance spectrometer. Sequence-
specific assignments of PLCC were made using HNCACB,
CBCA(CO)NH, HNCA, HCCH-TOCSY, C(CO)NH and
HC(CO)NH recorded on uniformly 15N /13C-labeled
PLCC. Aromatic resonances were assigned using 2D
hbCBcgedHD and hbCBcgecdHDHE experiments. Peptide
assignments were made using 2D X-filtered intrapeptide

NOESY (fmix=150 ms) and TOCSY (fmix=75 ms). Intra-
protein proton—proton distance constraints were derived
from 3D *C-edited ['H,'H] NOESY (t,nix =150 ms) and 3D
15N-edited ['H,'H] NOESY (tmix=150 ms). Intercomplex
proton—proton distance constraints were derived from
X-filtered NOESY (tix =150 ms).

NMR structure calculations

Cross-peak intensity for the protein—protein NOE
restraints were categorized as strong, medium, weak,
and very weak, and cross-peak intensities from the
X-filtered experiment were uniformly given a range
between 1.8 A and 6.0 A. Hydrogen bond restraints
were included for residues 19-28 in oA and residues
77-87 in oB. Helical ranges were identified by the "N-
NOE patterns. The phi and psi angles were derived from
TALOS.*

Structures were calculated in two stages using standard
simulated annealing protocols and XPLOR-NIH.* The
first stage involved PLCC alone with only protein—protein
NMR restraints. Simulated annealing calculations of
PLCC without peptide were performed using 1333
protein—protein NOE-derived restraints, 55 phi and
55 psi torsion angle restraints, and 26 H-bond restraints.
The average structure was calculated from the seven best
PLCC structures defined by lack of NOE violations and
correct main-chain geometry. The average, energy-
minimized structure of PLCC was used in the second
stage of calculations to dock pYpY to the protein.

Complete assignment of the peptide resonances from
intrapeptide X-filtered NOESY and TOCSY experiments
was not possible because of overlapped peaks. None-
theless, the two tyrosine residues were uniquely assigned
and 16 intermolecular NOEs from these residues were
used in an initial docking of the peptide to PLCC by
restrained molecular dynamics. This positioning of the
peptide with respect to the SH2 surface allowed assign-
ment of all chemical shift-degenerate intermolecular NOE
interactions.

In the second stage of structure calculations, the
peptide was placed 12 A from the protein and initial
coordinates were in an extended strand structure. The
peptide was docked to the first-stage structure of PLCC
by restrained molecular dynamics using all 29 inter-
molecular NOE restraints. The C* atoms of the protein
were restrained initially, but the side-chain atoms and
peptide were allowed free movement. The long-range
asymptote of the NOE energy term was originally set to
0.01, and the electrostatic energy was excluded. In order
to allow the peptide to move to its proper position, the
van der Waals radii were reduced by a factor of 0.002.
When the peptide reached a distance of approximately
5A from the SH2 domain, the NOE energy asymptote
was increased to 1.0, and the C* atoms were no longer
constrained. Structures of the complex were evaluated at
this point based on NOE violations, overall energy, and
correct geometry. The best-scored structures were refined
using simulated annealing and a force field with full van
der Waals radii and electrostatics. The final structures
were selected based on few NOE violations and correct
geometry.

Surface plasmon resonance

All kinetic and steady state binding experiments were
carried out on a BIAcore 3000 instrument (BIAcore) at
25 °C. A biotin molecule was attached to the N terminus
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of pYpY and pYY by two 6-aminohexanoic acid linkers.
The peptides were immobilized on SA Sensor Chips
(BIAcore). Nanomolar concentrations of peptide were
immobilized, and remaining streptavidin sites were
blocked with free biotin. A reference flow-cell was treated
by the same procedure without immobilization of the
peptide.

Kinetic experiments were performed at 50 pul/min or
80 ul/min with 1 min injections of SH2 domain.
Dissociation was allowed to occur for 3 min, and then
the chip was regenerated with 0.05% (w/v) SDS. Kinetic
constants for association, k,, and dissociation, kg, were
calculated by BIAevaluation 3.2 software.

Steady-state experiments were performed at 15 ul/min
with 1 min injections of PLCC. Dissociation and regener-
ation was as described above. The following equation was
fit with Origin software to determine the equilibrium
dissociation constant, Kp, of the complex:

RU = (KD)(Rmax)/(KD + COHC)

where RU is the relative response, Ry.x is the maximum
response and Conc is the concentration of PLCC. Binding
curves are provided as Supplementary Data.

Chemical-shift perturbations

°N-labeled PLCC was prepared as described above.
Purified protein was resuspended in 100 mM sodium
phosphate (pH 6.5) with 3 mM DTT and 10% (v/v) ’H,0.
Spectra were taken with increasing amounts of peptide
with peptide to protein molar ratios of 0:1, 0.3:1, 0.6:1 and
1.1:1. Peaks were assigned based on the assignments for
pYpY bound to PLCC.
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Supplement 1. Binding curves of PLCC binding to immobilized pYpY. Nanomolar concentrations of
biotinylated pYpY peptide were immobilized on a streptavidin coated sensor chip. Concentrations of PLCC
from 25 to 300 nM were used for determination of the kinetic rates of binding.
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Supplement 2. Binding curves of PLCC binding to immobilized pYY. Nanomolar concentrations of
biotinylated pY'Y peptide were immobilized on a streptavidin coated sensor chip. Concentrations of PLCC
from 25 to 300 nM were used for determination of the kinetic rates of binding.
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