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Abstract

Catalyzed by kinases, serine/threonine and tyrosine phosphorylation is a vital mechanism of
intracellular regulation. Thus, assays that easily monitor kinase activity are critical in both academic
and pharmaceutical settings. We previously developed sulfonamido-oxine (Sox)-based fluorescent
peptides following a B-turn focused (BTF) design for the continuous assay of kinase activity in
vitro and in cell lysates. Upon phosphorylation of the Sox-containing peptide, the chromophore binds
Mg?2* and undergoes chelation-enhanced fluorescence (CHEF). While the design was applied
successfully to the development of several kinase sensors, an intrinsic limitation was that only
residues C- or N-terminal to the phosphorylated residue could be used to derive specificity for the
target kinase. To address this limitation, a new, recognition-domain focused (RDF) strategy has been
developed that also relies on CHEF. In this approach, the requirement for the constrained p-turn motif
is obviated by alkylation of a cysteine residue with a Sox-based derivative to afford an amino acid
termed C-Sox. The RDF design allows inclusion of extended binding determinants to maximize
recognition by the cognate kinase, which has now permitted the construction of chemosensors for a
variety of representative Ser/Thr (PKC,, PKCg, PKCs, Pim2, Aktl, MK2 and PKA), as well as
receptor (IRK) and non-receptor (Src, Abl) Tyr Kinases with greatly enhanced selectivity. The new
sensors have up to 28-fold improved catalytic efficiency and up to 66-fold lower Ky, when compared
to the corresponding BTF probes. The improved generality of the strategy is exemplified with the
synthesis and analysis of Sox-based probes for PKCp and PKC3, which were previously unattainable
using the BTF approach.

Introduction

Intracellular phosphorylation, triggered by extracellular signals and carried out by protein
kinases (PKs), is the leading mechanism by which a cell turns on or off diverse sets of processes.
1-6 Dysfunctions in the actions of PKs, or aberrations in the activities of key components of
the signaling pathways that they activate, result in severe illnesses such as cancer, diabetes,
immune deficiencies, and cardiovascular diseases.:8 Sensitive and selective tools for
monitoring target kinase activities are invaluable in academic and pharmaceutical settings not
only for new drug discovery,9 but also for unraveling the multifarious signaling cascades in
which these enzymes are pivotal.

Traditional assays for kinase activity use either phosphopeptide-specific antibodies or, more
commonly, [y-32PJATP where transfer of the radioactive y-phophoryl group to substrate is
quantified by scintillation counting. Although general and sensitive, [32P]-based assays are not
compatible with physiological concentrations of ATP, real-time analysis or high-throughput
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kinetic determination. Furthermore, such assays require special handling, generate radioactive
waste, and lose much of the kinetic information due to their intrinsic end-point nature. On the
other hand, continuous assays that rely on fluorescence changes upon sensor phosphorylation
are ideal for high throughput screening (HTS) and thus make discovery of new inhibitors and
substrates with enhanced specificity much more practical. Fluorescence-based assays may also
be compatible with cell lysates, living cells and physiological ATP concentrations. Existing
fluorescent protein- and peptide-based sensors exploit a variety of detection methods such as
fluorescence polarization, fluorescence or luminescence resonance energy transfer (FRET or
LRET, respectlvely) ciuenching, metal-ion enhancement and solvatochromism, and have been
recently reviewed.L In general, these probes exhibit modest fluorescence changes (up to
0.6-fold for FRET-based approaches) that limit their sensitivity. Several notable exceptions,
especially for Tyr kinases, 4 have been reported in the literature in the last few years,
particularly from the Lawrence group.

One of the major challenges in the field of kinase anaI%/sis is sensor specificity. With more than
500 different kinases encoded in the human genome,“ closely related enzymes will inevitably
phosphorylate some of the same substrates. This is particularly true of peptide-based probes,
which lack several of the characteristics of protein substrates in living systems. For example,
in cells, kinases gain specificity based not only on proximal recognition sequences, but also
on spatial and temporal control that the cell exercises over an enzyme and its protein substrate
(i.e. by providing both in the same location at the same time). Furthermore, protein substrates
can be involved in docking or scaffolding interactions that occur distal to the phosphorylation
site and may derive specificity based primarily on those protein-protein contacts, rather than
the short sequence surrounding the phorphorylatable residue. One way to develop sensors that
are better able to discriminate between multiple kinases (whether in vitro, in vivo or in cell
lysates) is by improving the kinetic parameters (lower the Ky, while keeping the Vmay high);
this can be accomplished either by employing unnatural recognition elements° or by
extending the kinase recognition domain.

Recently, our laboratory has reported guidelines for the design of chemosensors that exhibit
large fluorescence increases (4- to 12-fold) upon phosphorylatlon 16 The approach, termed the
B-turn focused (BTF) design, epr0|ts the chelation-enhanced fluorescence (CHEF) of the
sulfonamido-oxine amino acid Sox.17 When incorporated into a modular peptide chemosensor
design that also includes part of the kinase recognition motif (either C- or N-terminal to the
phosphorylation site) and a constrained p-turn motif, the affinity for Mg2* is low in the absence
of the phosphoryl group. In contrast, upon phosphorylation, the Mg?* affinity dramatically
increases due to an advantageous chelate effect (Figure 1). The BTF design has been
successfully applied for the development of chemosensors that monitor kinases both in
vitro18 and in unfractionated cell extracts.19 However, although versatile, the BTF design does
not allow for exploitation of the full peptide recognition sequence due to the limitations
imposed by the requirement for a conformationally-constrained p-turn motif.

To address the issues surrounding probe specificity, herein we report a more versatile and
powerful chemosensor design that also exploits CHEF and is recognition-domain focused
(RDF). The advantages of the new strategy are exemplified by the development of probes with
greatly improved kinetic parameters for a variety of representative Ser/Thr and Tyr (non-
receptor and receptor) kinases: protein kinase C (PKC) isozymes (o, 1 and 6) proteln kinase
A (PKA) proteln kinase B/Akt1,23:24 mitogen- actlvated rotein kKinase-activated
protein klnase 2 (MK2), 25,26 P|m2 21 Abelson kinase (Abl) sarcoma kinase (Src), 29-31
and insulin receptor kinase (IRK) 2,33 The RDF approach circumvents the constrained B-turn
motif, which is required for optimal binding of Mg2* by Sox and the phosphorylated residue
in the BTF design, by alkylation of a cysteine residue with a Sox chromophore derivative to
afford an amino acid termed C-Sox. The C-Sox containing peptides are flexible enough to
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effectively coordinate Mg2* even without the preorganizationing B-turn. Thus, while the
intrinsic nature of the BTF design necessitates removal of recognition elements from one
terminus of an optimal peptide-based substrate, the RDF design allows for the inclusion of
extended binding determinants to maximize recognition by the cognate kinase (Figure 1).

502NM82
SO,NMe, =
S
= N
= S OH
N
OH OH OH
HoN Hz“'gf
o] 0
Sox C-Sox

Results and Discussion

Synthesis of RDF Sensors

The RDF chemosensor peptides can be constructed in two ways. In the first approach, Fmoc-
based solid phase peptide synthesis (SPPS) is utilized to assemble the intact peptide that
includes an appropriately placed cysteine protected with a hyper acid-labile group (Scheme 1).
After selective on-resin sulfhydryl group deprotection, the free thiol is alkylated with Sox-Br.
17 Standard TFA cleavage from the resin and concomitant removal of all side chain protecting
groups reveals the desired chemosensor with excellent conversion to the alkylated product
(>95%). The solid support-based alkylation is particularly valuable when utilizing automated
SPPS or SPOT34 synthesis to generate libraries of peptides in a rapid manner.

Alternatively, if larger amounts of a more limited range of chemosensor peptides are needed,
a building block approach may be more appropriate. In this case, the synthesis of the building
block, Fmoc-C(Sox[TBDPS])-OH (3), commences with the allylation of commercially
available amino acid 1, followed by removal of the p-methoxytrityl (Mmt) masking group to
afford 2 (Scheme 1). The sulfhydryl of 2 is then alkylated with Sox-Brl7 in excellent yield
(95%). Lastly, Pd(I1)-assisted deallylation produces the desired amino acid 3 that was
subsequently used in standard Fmoc-based SPPS to produce RDF sensors in excellent yields.
Peptide identities and purities were confirmed via matrix-assisted laser desorption ionization
time-of-flight (MALDI TOF) or electrospray ionization (ESI) mass spectrometry together with
high performance liquid chromatography (HPLC) analysis. The synthesis of C-Sox, and
therefore of RDF peptides, is considerably more facile since we used a chiral starting material
1 and were able to completely circumvent the key asymmetric alkylation transformation that
was used to install the stereogenic center in the Sox amino acidl’—a key component of the
BTF design.

Chromophore Positioning in the RDF Design

The first task with the RDF approach was to determine the optimal placement of the Sox
chromophore within the probes. Several substrate and corresponding phosphopeptide sensors
were synthesized in which the C-Sox was positioned at various sites relative to the
phosphorylatable residue. The probes were evaluated based on the observed fluorescence
increases (Table 1) because one of the main priorities was to obtain sensors with a robust signal
for easy assay readout. Larger fluorescence increases also generallg indicate tighter binding of
Mg?2* as has been demonstrated with the BTF chemosensors.16:18 The difference in
fluorescence was determined by comparison of the fluorescence intensity at the maximum
emission wavelength (485 nm) of synthetic phosphorylated and unphosphorylated peptides in
the presence of Mg2*. We also calculated Z’ factor values for each RDF chemosensor pair (see
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Supporting Information), which is a statistical quality parameter used to evaluate and validate
performance of assays, particularly in HTS.35 Typically, in order for an HTS assay to be
considered useful, Z’ should be 0.5-1, as assays in this range exhibit large dynamic ranges and
separation bands.

It is clear from high fluorescence enhancements that position +2 or -2 is favored over +1 or
—1 in the case of sensors for Ser/Thr kinases (e.g. compare entry 1 with 2 and 3 in Table 1).
Since the Tyr residue is significantly larger than Ser/Thr, placement of the Sox chromophore
in position +3 or +4 or —3 or —4 was expected to yield the largest increase in fluorescence upon
phosphorylation (e.g. entries 8-10). However, the peptide with C-Sox in the —2 (or +2) position
(e.g. entry 7) is the preferred Tyr-containing probe in this series. In addition to having the
largest fluorescence increases, peptide pairs with C-Sox in the optimal +2 or —2 position also
have the highest Z’ factor values, making them particularly useful for high-throughput screens.

Some kinases, such as ERK1/2, require Pro immediately next to the phosphorylatable residue
(i.e. in position +1) for substrate recognition. As expected, the largest fluorescence
enhancement is achieved when the chromophore is located on the side opposite of the Pro
reside (relative to the phosphorylatable residue), in position —2 (e.g. entry 6). However, if the
residues in that region are important in kinase recognition, C-Sox has to be placed on the same
side as Pro. In such a case, a higher fluorescence increase is achieved when the fluorophore is
placed in the +3 rather than the +2 position (e.g. compare entries 4 and 5). This flexibility is
unique to the RDF design as the p-turn of the BTF design generally dictates, and restricts, the
position of the fluorophore. Lastly, an additional improvement in fluorescence difference, and
a further increase in Mg?* affinity (Table S1 in Supporting Information), can be achieved by
selecting an a-substituted amino acid rather than glycine at the —1 position between C-Sox and
the Ser/Thr phosphorylation site (e.g. compare entries 2 and 3).

Fluorescence Properties of RDF Probes

After determination of the optimal chromophore position it was possible to examine a more
comprehensive set of RDF probes by comparing their fluorescence differences to those of their
BTF counterparts. Overall, the RDF reporters have robust fluorescence increases and high Z'
values (Table 2). A range of 2- to 10-fold enhancement is observed due to the differing affinity
for Mg2* among the phosphopeptides. The RDF peptides also normally exhibit larger
fluorescence increases than their BTF counterparts. More specifically, the RDF sensors for
Src, Abl, IRK, PKCgj and ERK1/2 kinases have higher fluorescence differences than the
corresponding BTF sensors. While this trend is reversed for PKC,, PKCs, Aktl and MK2
kinases, the fluorescence increases are still large enough for these to be useful probes in kinetic
assays (vide infra). In the case of Pim2 and PKA, both designs afford probes with comparable
fluorescence properties. Furthermore, the C-Sox moiety is tolerant of acidic (entries 2, 4 and
6), basic (entries 6, 8, 10, 16 and 18), aliphatic (entries 2, 4, 18, 20 and 22) and aromatic (entries
12 and 16) residues immediately flanking it. The chromophore can also be placed C- or N-
terminal to the phosphorylatable residue, which gives great flexibility in the initial design stage.
These results demonstrate that the RDF design is general enough to be applied to synthesis of
sensors for a variety of important Ser and Thr (ERK1/2, entry 22) kinases as well as for non-
receptor and receptor (IRK, entry 6) Tyr kinases.

While the RDF sensors exhibited strong fluorescence increases under standard assay
conditions, we also examined their properties in media that more closely resemble
physiological ATP and Mg2* concentrations (0.8-1 mM36 and 0.5-5 mM,37 respectively). As
was the case without ATP (Table 2), the fluorescence enhancements in the presence of cellular
concentrations of ATP for 11 of 13 chemosensors are quite robust (Table S2). Additionally,
fluorescence differences of RDF probes that contain acidic residues (such as many substrates
for Tyr kinases) near the Sox chromophore tend to improve with lower Mg2* concentrations.
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Acidic side chains may help to recruit Mg2* ions, increasing the background fluorescence from
the unphosphorylated substrate. As [Mg?*] is lowered, however, the substrate fluorescence
becomes less intense while the phosphopeptide remains unchanged, resulting in an effective
increase in fluorescence differences. Under more extreme conditions, such as with low
[Mg2*] and high [ATP], the fluorescence difference somewhat decreases, but even so most of
the Tyr-containing sensors exhibit useful fluorescence enhancements (Table S3). These
promising results indicate that the RDF probes may also be translatable for use in cellular
environments.

Comparison of Kinetic Parameters for BTF and RDF Chemosensors

In order to validate the advantages of the new RDF chemosensors over the corresponding BTF
sensors in kinase assays, we compared their selectivities toward 11 different enzymes.
Accommodation of the -turn motif in the BTF design required elimination of several N- or
C-terminal residues that are either known to be involved in kinase recognition (underlined
residues in Table 2) or that could be used to impart enzyme specificity through library
screening. On the other hand, the RDF probes should benefit from inclusion of the entire kinase
recognition motif.

In addition to demonstrating robust fluorescence increases under various enzyme reaction
conditions (which may include detergents, lipids, reducing agents, et cetera, Tables S4 and
S5), for 8 of 11 kinases there were improvements in both the Ky and Viax parameters (Table
3). The results indicate that the RDF design is particularly useful in creating peptidyl sensors
for kinases that require multiple residues both N- and C-terminal to the site of phosphorylation
foradequate substrate recognition, as is the case for PKC,, PKCgjand PKC5.38 Thisis reflected
in the catalytic efficiency (kqqot/Kn) Of phosphoryl transfer by PKC,, to its RDF chemosensor
that is 27 times greater than that of the BTF chemosensor (compare entries 7 to 8). A remarkable
66-fold improvement in the Ky, value of the RDF probe was also observed (entry 8), thereby
underscoring the importance of the basic N-terminal sequence in the PKC, chemosensor
selectivity. Even more strikingly, the BTF sensors for PKCg) and PKC; (entries 9 and 11) show
no appreciable turnover (Figure S3), whereas the corresponding RDF probes (entries 10 and
12) are excellent substrates. Furthermore, they display kinetic parameters that are in close
agreement with published values for their non-sensing (parent) peptides, once again
demonstrating that the C-Sox sensing module does not negatively interfere with substrate
binding to the kinase.

Two of the three kinases for which there was no improvement in kinetic parameters, IRK and
PKA, showed no preference for either of the designs (Table 3, entries 5-6 and 19-20). This
result is not surprising since the consensus sequence for IRK is reported to be Y-Nle/M-X-M,
39 which is present in its entirety in both designs, and the PKA sensor is based on
Kemptide40 where the C-terminal Ala residues do not impart much additional specificit\gl.
Finally, despite a robust fluorescence increase of the peptidyl RDF sensor for ERK1/2,2 Al
it was not possible to derive Kinetic parameters as this kinase requires an entire protein docking
domain in addition to the short Thr-Pro consensus sequence for substrate recognition."’2

For substrates that have not been subjected to extensive specificity studies, comparison of the
catalytic efficiencies of RDF and BTF sensors now allows easy identification of regions and/
or residues that play a role in enzyme recognition. For example, we can make the generalization
that the basic C-terminal end is clearly important for Aktl and MK2 kinases as their RDF
chemosensors are 23- and 10-times, respectively, more efficient than the BTF probes (compare
entries 15 to 16 and 17 to 18). Similarly, the acidic N-terminal sequence provides up to 28-
and 5-fold improvement in catalytic efficiency toward Src and Abl, respectively (compare
entries 1 to 2 and 343 to 4), which is in agreement with reported studies. 44 Lastly, while the
3-residue N-terminal extension of the RDF substrate for Pim2 only modestly increases
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efficiency (compare entries 13 and 14), the RDF design now allows screens for further
improvement in selectivity of this probe.

Finally, a major practical advantage of the assays with RDF chemosensors is that they are
straightforward to apply. Kinetic assays were performed in either the fluorometer or
fluorescence plate reader (FPR) by simple mixing of appropriate reaction components.
Although the fluorometer is a much more sensitive instrument than FPR, most of the kinetic
parameters for the aforementioned kinases were determined using a 96-well plate in the FPR.
This was only possible because of the robust fluorescence enhancement that the sensors
demonstrate upon phosphorylation under a wide range of kinase reaction conditions (see
Supporting Information). Moreover, the use of 96-well plates in the FPR indicates not only the
versatility of RDF chemosensors in obtaining Kinetic parameters, but also the ease with which
they could be adapted to high-throughput screens in search of potent inhibitors.

Conclusion

We have developed a general method for synthesis of versatile yet specific kinase
chemosensors. The RDF design can incorporate both N- and C-terminal kinase recognition
elements of Ser/Thr- and Tyr-containing substrates. The resulting chemosensors exhibit high
and robust fluorescence enhancements under a variety of conditions. The RDF probes have
also been used in the 96-well plate format to obtain complete kinetic parameters, indicating
that the assays can be easily tuned for use in high-throughput screening. More importantly, this
approach allowed us to substantially improve substrate efficacy over the BTF-designed
chemosensors and should be more easily amenable to screens for additional specificity
determinants. For example, the RDF approach now makes viable the construction of protein-
based sensors where the C-Sox reporter can be placed anywhere in the protein (e.g. via native
chemical ligation or a selective modification of an appropriately placed Cys residue) in order
to obtain probes that fully exploit protein-protein interactions in enzyme selection. The BTF
reporters, on the other hand, can only be located at peptide (and protein) termini (due to the
B-turn) and, thus, have a more restricted utility. Ongoing work is focused on modifying the
Sox chromophore to increase the excitation and emission wavelengths. The RDF
chemosensors, along with their assaying ease, may provide a way to tackle a very important
problem of enzyme specificity as fluorescent probes start to make their way into the arena of
monitoring Kinase activities in vivo.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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DESIGN: B-turn focused DESIGN: Recognition domain
(BTF) focused (RDF)
HO
)P
N/ﬁrNHZ
O
<—\ /—V ITIY -termlna
MezNOZS
1. Removal of C- or N-terminal OH Incorporation
OH recognition elements of C-Sox
2. Addition of B-turn SITIY -termlna amino acid
3. Incorporation of Sox Me,NO,S
AcHN amino acid optimized
kinase
substrate
SITIY C -terminal
kinase
ATP, Mg?*

Figure 1.
Schematic representations of the BTF and RDF designs from optimized non-fluorescent

substrates. Highlighted is the fact that the recognition elements are fully conserved in the RDF
design and only partially so in the BTF design due to the required B-turn. Upon kinase-catalyzed
phosphorylation, the sensors become fluorescent (Aex = 360 NmM, ke = 485 Nm). The Sox
chromophore can be positioned N- or C-terminal to the Ser/Thr/Tyr residue in both designs.
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OH
SO,NMe, SO,NMe,
® - -
< g
O N N
S SH S OTBDPS S OH
de f.g /('( SPPS
FmocHN/(”/ FmocHN/('( N FmocHN p— RZ#R“
T T T —= R 77 )
3 3
1 2 3 RR
Scheme 1.
Synthesis of RDF chemosensors (a) on solid support and (b) using the building block
approach.2

aReagents and conditions: (a) 1% TFA, 5% TIS, CH,Cl,, 5 x 20 min; (b) Sox-Br, TMG, DMF,
12 h (95%); (c) 95% TFA, 2.5% TIS, 2.5% H,0, 3 h; (d) Allyl-Br, Cs,CO3, MeOH/DMF; (e)
5% TFA, 5% TIS, CH,Cl, (69% for two steps); (f) Sox-Br, i-ProNEt, CH,Cl, (95%); (g) Pd
(PPh3)4, PhSng, CH2C|2 (77% CI’UdE‘).

J Am Chem Soc. Author manuscript; available in PMC 2009 September 24.



Page 11

009 September 24.

.mmmm&ch_ 80U80S8.10N}4 104 PaL
suon1puod awes sy} ul (jeudis) spndadoydsoyd onsyiuAs pue (punoiBoeq) srelisgns parejAloydsoyd-uou o (SiuswaINseaw a1edt|dL} Woly) suesl pue SUOIRIAP Emucﬁmmc_m: pa1RIND[LD 313M SIO

n

‘apndad T 0T pue ‘C1DBIN INW 0T ‘("2 HA) S3dIH W 0z ul aressgns pue spndadoydsoyd Jo wu G8y 1e Alisusiul 8duadsalon|y o Em_%zw ® se ayedl|di) ul par
[+

“uonisod Q 8y} Se 19s pue papgRq Si anpisal d|qerejAloy

agal

Lukovi¢ et al.

¥9'0 T0*¢¢ °HNOD A A A A\ = X0SO v A\ A | v 3 m el
ev'o 20FT¢C *HNOD A A A v E| d v v A | v 3 X0SO m v
¥.°0 €0+2C¢ °HNOD A A A v 4 d v v A | v X0SO m v
160 S0F9Y ’HNOD A A A v B d v v A | X0SO 3 % v
980 T0¥69 HOOD ) d d 9 ) d 1 a X0SD d N m v
£

080 ¢0F¢€9 HOOD R) <] <] X0SD ) d 1 1 1 d N O v
780 TO*VS HOOD 9 <] <] 9 X0SO d 1 1 1 d N m v
80 CO0FLE *HNOD v A d <] E| S v X0SO d <] <] v
G50 €0+6¢ °HNOD A\ A d d | S 9] X0SD d d <] v
¢80 TOF9T ’HNOD v A <] <] 4 S X0SD A d <] <] v
4 (PSe4oU| 30U3Vs30N] Plog 8+ I+ 9+ G+ P+ e+ 2+ T+ 0 1- z e- b G

gduanbas apndad

Soseuly| JAL pue Jy1/1aS Joj serensqns ul aioydowoiyd Xos ayl o Buiuonisod fewndo
T 3lqel

NIH-PA Author Manuscript NIH-PA Author Manuscript NIH-PA Author Manuscript



Page 12

Lukovi¢ et al.

TOFES °HNOD-9-X0S-01da-1xSVHH 1-0V 2 419 Vid 61
680 ZO0FYY CHNOD-HH-X0SD-1«STOHOTHV-OV o) 4ay SN 8T
60FLL ’HNOD-9-X0S-01da-TxSTOHO THV-IV o) 419 LT
680 €0F6¢ ’HNOD-VHH-X0SD-4xSAVHITNHV-OV o) 40y 9T
v
90F9L CHNOD-9-X0S-01dA-4xSAVHITNHV-OV o) 419 GT
680 T0FZE ’HNOD-V Ld-X0S2-9+SdHIHUIMHV-0V o) 4ay g v1
Y0F0€ “HNOD-D-X0S-04da-9xSAHYHHMNH V-0V o) 419 . €T
¥6'0 T0F€L °HNOD-DD A-X0SD-4xSOMNIMY-OV o) 40y . 4
OMd
TOFTCT ’HNOD-9-X0S-01da-4xSOMINI-0V o) 419 1T
180 GO0FL6 CHNOD-VAMII«SV-X0SO-8M 1-0V N 4ay ” (0]
OMid
COFLY *HNOD-VIMIT%SVd-X0S-0Y N 419 6
780 Z0FLE *HNOO-Jdd3~SV-X0S0-g94-0v N 4ay ) 8
OMd
90FL9 ‘HNOD-Hdd3+59d-X0S-0Y N 419 L
110 T0FCY CHNOD-MMDIOIWLRIN-«AQ-X0SD-4-0Y N 40y 9
Ml
T0F0¢ CHNOD-MMDIOIWL3IN-+xAQDd-X0S-0Y N 419 S
16°0 GO0FOV CHNOD-MMMVHdVVAT-X0SD-3-0V N 4ay . 14
9€ CHNOD-MHNVHdVV « ATDd-X0S-0 N 414 €
G8'0 T0F0¢ CHNOD-MMMNVIITD«AT-X0SD-TAV-0V N 40y i z
J]
TOF9T CHNOD- MMM YIITD«ATId-X0S-0Y N 419 T
U‘N ,3583.10U| 89UaJs3I0N|S P|O Qmocmw:gm areaIsgqns mEo:QoEo.Eo ubisag aseury| 1ab.ue | Anu3

3y} Jo uoneIoT]

NIH-PA Author Manuscript

¢ dlqel

NIH-PA Author Manuscript

SI0SUSSOWaYD 4@y pue 419 J10J S3sealou| 89uadsaion|- pue saouanbag ajensgns Jo uosuedwo)

NIH-PA Author Manuscript

J Am Chem Soc. Author manuscript; available in PMC 2009 September 24.



Page 13

Lukovi¢ et al.

"Wa's INOYIM sjuawiiadxa ayeal|dil Jo ueaw ay) se ul pauodal Ajjeutbu
Inoyum sy 1 1edljdu J i 2t 90uaIajal I pau |leulbl Ow

'S9SBaIOUI BOUSISAION]S J0) PaLIodal Se SuoIIpuod awes ayy ul (jeubis)
apndadoydsoyd anayiuAs pue (punoibxaeq) ayesgns palejAloydsoyd-uou Jo (S)uswainseaw ayedl|dii} WoJ)) Sueaw pue SUOITRIASP pJepuels Buisn s10Suasowayd 4y 10} pare|ndfed AJuo alom sioloe) ,Z

p

"(Wu g8y = W3y ‘wu 0gg = X3y) apndad M 0T pue ‘C1OBN INW 0T ‘(72 Hd) STdIH INW 0z ul steasgns pue spidadoydsoyd Jo wu Ggy Te Alsuaiul 33uadsalon|y Jo Juaionb e se ayealjdis ul uesmmm_\,_o

*3]N Se pareuBisap s1 8UIGN3IION "PaullIBpUN a1e UoniuBodal aseury ul Juenodwi SanPIsal ‘pauILLISISP Usaq Sey 31 a1aym sased U] parejAloydsoyd si 1eys anpisal 8y sa1oudp (x) YSHBISY

a
"anpisal a|qerejAloydsoyd ay) 01 a3uaiayel :_m

980 T0+69

HO02-94499dx 1 1-X0SD-dA-V N 4ad ; (44
449 }=E|
T0O+6¢C HOO0D-94499d«11d-X0S-9V N 419 T¢
S6°0 20F0¢8 CHNOD-VV-X0SD-TxSVHY V-0V o} 4ay 0¢
pZ ,858340U| 0U30S310N|H PIo] Qmocm:gm a1easqns g4oudowolyo ubisag aseury| 1abae | Anug

ay1 JO uoNeIoT]

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

J Am Chem Soc. Author manuscript; available in PMC 2009 September 24.



Page 14

Lukovi¢ et al.

o097 T TTFG92 vOFLT 419 VAd 6T
0T T0F€T A 4ay 8T

‘o _ AN
Zﬁm T ;N 0F€C sm FT¢ 419 1T
€¢ 20%G¢ TT0¥690 4Qay 91

. B o ™V
ovwm T :Eo+mmo cmo+mm 419 GT
4 200 F .90 TOFVT 4ay 14

) o o cwid
mvNH T sN._”o+Nmo £No+mm 419 1
sVN 200 F6€0 L0'0F 810 4ay 49

) 931d
mmwm 0 YN ,_mz hmZ 419 1T
6YN 90'0%9.°0 8T'0F 180 day ot

. HMd
ge8¢ 6VN SN SN 419 6
X4 TOFVC 200F€T0 4Qay 8

0,

. . . OMd
wmwm T HBTF6S 6¢CF98 419 A
T 70FEg9 6EFTLL 4ay 9

Adl
gel? T zeFeL L0FLST 419 S
S 0OTFT6T STFG0T 4ay ¥

o _ 19v
¥ T um 0F€6 um F9¢ 419 €
8¢ Z0FVE 0TF0L 1Qay 14

S
. T y0'0 F 450 8'GF.0¢ 414 T
UA_>_5 Wy Juaied n>o:m_o_tm_ onAered mr.c_E m:\,_.é Wy ubisag aseury] 18bie] Anu3

B jow) XA

$91RA1SONS Y PUe 419 YUM paurelqo siajsieled ansury| Jo uostedwo)
€ 9lgqel

NIH-PA Author Manuscript NIH-PA Author Manuscript NIH-PA Author Manuscript

J Am Chem Soc. Author manuscript; available in PMC 2009 September 24.



Page 15

Lukovi¢ et al.

"y aouaiayes Ul PaLodal Ajjeubrio &_:mmmz

"3|qeo1jddy 10N "VNg

‘sleisqns e J0N “wzh

"9 souaiayes U! pauodai Ajjeuibio ﬂ_smmmw

: u1 payodas Ajjeutbuo synsey
2t 9ouaiayas Ul P 1l | P

'S90UBI9J84 8INJRIBH| PBIEdIPUI BU) LLOLY PAUIBICO 818 PAALISP 819M SIOSUSSOWBYD 8A1108dsal 8U) YdIYM WoJs sarensans Juated ay Jo sanjen Iy ay I

‘a1e11sqns

<16 3U1 UIIM PBUIEIGO JAGLUNU BU) O PAZI[ELLIOU S13M 13SGNS BSEUIY LIea UILNM $300Jd 4aY pue 418 J0j sanfen au L *(7_IAM p.unw) IN|/¥eds se paje|nofed sem ajensans Yyaes o Aouaiolya Q_H\A_Smog

‘uoirenba auepjeH-sbBug ayi Buisn s1o1d [S] 'SA A Jo 11} 10341p © WO0J) pale|nNd|ed Se Sjuawiladxa aedijdi) JO "W'a's F ueaw ayj ale
paniodas sanjeA ay] ‘uoiewsoyu] Bunioddng ul pagriosap se aouadsalon|y 3onpoad pue ajensgns 1oj Ajareridoidde payoaliod pue sadojs [eniul woay paurelqo atam (XBWA pue INY) sisrsweled o:mc_v_m

1 80F6'LT €0F9¢ 10y 0c

1) Wy 1usae Aouaioiy3 onAjered ulw ) W ubisa@ aseury| 19bue ] Anu3
5(AT) Yy Juaaed q elr (A1) iy
B jown) Xew n

NIH-PA Author Manuscript NIH-PA Author Manuscript NIH-PA Author Manuscript

J Am Chem Soc. Author manuscript; available in PMC 2009 September 24.



