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Leukocyte inflammatory responses require integrin cell-adhesion molecule signaling
through spleen tyrosine kinase (Syk), a non-receptor kinase that binds directly to
integrin b-chain cytoplasmic domains. Here, we developed a high-throughput screen to
identify small molecule inhibitors of the Syk-integrin cytoplasmic domain interactions.
Screening small molecule compound libraries identified the b-lactam antibiotics cefsulodin
and ceftazidime, which inhibited integrin b-subunit cytoplasmic domain binding to the
tandem SH2 domains of Syk (IC50 range, 1.02–4.9 µM). Modeling suggested antagonist
binding to Syk outside the pITAM binding site. Ceftazidime inhibited integrin signaling via
Syk, including inhibition of adhesion-dependent upregulation of interleukin-1b and
monocyte chemoattractant protein-1, but did not inhibit ITAM-dependent
phosphorylation of Syk mediated by FcgRI signaling. Our results demonstrate a novel
means to target Syk independent of its kinase and pITAM binding sites such that integrin
signaling via this kinase is abrogated but ITAM-dependent signaling remains intact. As
integrin signaling through Syk is essential for leukocyte activation, this may represent a
novel approach to target inflammation.

Keywords: inflammation, cell adhesion, integrin, signaling, tyrosine kinase, immune response receptor, high-
throughput screening, b-lactam antibiotics
INTRODUCTION

Integrin cell adhesion molecules are expressed on all cell types and are essential for proper organism
development and tissue homeostasis (1, 2). In addition, integrins play a significant role in the
pathophysiology of numerous diseases including those of the immune system (3–8). Because they
regulate key steps in leukocyte recruitment into tissue, including leukocyte tethering, firm adhesion,
diapedesis, and migration (9), integrins have been directly implicated in inflammation and
autoimmunity. Furthermore, integrins not only provide adhesive contacts, but also serve as
signaling molecules that are essential for leukocyte activation within sites of inflammation (10, 11).
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Originally identified as a key signaling component of the
B-cell antigen receptor and Fc-receptors (12), the non-receptor
spleen tyrosine kinase (Syk) is now recognized as an essential
integrin signaling component in inflammation (13, 14). One of
the earliest events in integrin signaling is the activation of Syk
(15–17). Integrin signaling via Syk is involved in neutrophil
spreading, respiratory burst and degranulation (11), costimulation
of the expression of interleukin (IL)-1b in monocytes (18), and
extracellular signal-regulated protein kinase activation in
macrophages (10, 19).

Integrin activation of Syk is a result of the direct interaction
between integrin cytoplasmic domains and the N-terminal SH2
domains of Syk (20, 21) that results in Syk clustering and either
transactivation (22) or activation by associated src family kinases
(22). Immune response receptor activation of Syk requires interaction
between Syk tandem SH2 domains and immunoreceptor tyrosine-
based activation motif (ITAM)-containing adaptor proteins such as
DAP12 or FcRg (13, 14, 23). Current models suggest that the direct
association between integrin cytoplasmic domains and Syk allows for
Syk recruitment into integrin signaling complexes that contain
ITAM-bearing adaptor proteins, which results in maximal
activation of Syk and downstream effectors (13, 14, 22, 23).

The integrin:Syk signaling axis is a promising area for
therapeutic intervention. Identifying antagonists of integrin
cytoplasmic domain interactions with Syk would provide new
molecular tools to elucidate the nature of integrin and ITAM-
containing adaptor molecule co-signaling through Syk in
leukocyte activation. Here, we describe the development of
high-throughput screening (HTS) systems that were used to
identify inhibitors of integrin cytoplasmic domain interactions
with Syk. These inhibitors, when incorporated into cells, impede
integrin signaling through Syk but do not prevent FcgRI signaling,
demonstrating that specific integrin proximal signaling pathways
can be targeted while leaving other signaling pathways intact.
MATERIALS AND METHODS

Cell Lines
Sources of Cell Lines
THP-1 cells were sourced from ATCC. The cell line was derived
from a male source.

Culture and Maintenance of Cell Lines
Cell culture was performed using standard techniques per ATCC
recommendations. THP-1 cells were cultured using RPMI 1640
supplemented with 10% fetal bovine serum (FBS), 1% penicillin/
streptomycin (Gibco), and 0.05 µM 2-mercaptoethanol at 37°C
in 5% CO2.

Method Details
b3 Peptides
Integrin b3 cytoplasmic domain peptides were synthesized with
N-terminal modifications that included a dual glycine spacer, a
penultimate lysine long chain biotin (LC Biotin), and an N-
terminal glycine (Figure 1D) (24). The long (fl) and short (sh) b3
Frontiers in Immunology | www.frontiersin.org 2
peptide sequences comprised 46 amino acids (residues 716–762)
and 28 amino acids (residues 734–762), respectively, of the b3
cytoplasmic domain. These were synthesized, purified using high
performance liquid chromatography (>90%), and verified by
mass spectrometry (New England Peptide, MA, USA).

GST-Syk Constructs
Generation of glutathione-S-transferase (GST)-Syk constructs
[GST-Syk(1-163); GST-Syk(1-99); GST-Syk(6-370); GST-Syk
(1-116); GST-Syk(165-268)] were as follows: pGEX-4T-Syk(1-
163) construct was generated from EMCV/Myc-Syk (21) as a
template with forward and reverse primers listed in the Key
Resources Table. The Syk(1-163) fragment that corresponds to
the N-terminus SH2 (N-SH2) and IA domain of Syk was
amplified by polymerase chain reaction (PCR). The PCR
fragment was then digested with EcoRI/XhoI and ligated into
the EcoRI/XhoI digested pGEX-4T1 (GE Healthcare) plasmid.
Using this pGEX-4T-Syk(1-163) plasmid as a template DNA and
the forward and reverse primers listed in the Key Resources
Table, we generated a pGEX-4T-Syk(1-99) construct by inserting
a stop codon (TAG) using a QuikChange II XL Site-Directed
Mutagenesis Kit (200521, Stratagene) following the
manufacturer’s protocol. A pGEX-4T-Syk(1-116) plasmid was
also generated by inserting a stop codon in the pGEX-4T-Syk (1-
163) construct, and GST-free-Syk(1-116) protein was prepared
as described under Protein Purification. For the pGEX-Syk(165-
268) construct, using pGEX-2T-Syk(6-370) plasmid (25) as a
template DNA and the forward and reverse primers listed in the
Key Resources Table, we amplified the syk(165-258) fragment
corresponding to the C-terminus SH2 domain (C-SH2) of Syk by
PCR. This fragment was cloned into a TA cloning vector, pCR2.1
(45-0046, Invitrogen), which was then digested using SalI and
NotI to cut out the syk(165-258) fragment and ligated into the
SalI and NotI sites in pGEX-4T1 (GE Healthcare) to construct
pGEX-Syk(165-258). The resulting vectors were transformed
into BL21(DE3) competent cells (69450-3, Novagen) to express
and purify GST fusion protein.

Protein Purification
Syk expression construct-transduced BL21(DE3) cells were
grown overnight at 37°C in Luria broth medium (Invitrogen)
in the presence of 100 ug/ml ampicillin. The overnight culture
was then diluted with LB medium to an OD600 of 0.05
and further grown at 37°C. Once the culture reached an
OD600 of 0.4–0.5, protein expression was induced by adding
isopropylthio-b-galactoside to a final concentration of 0.1 mM.
After 3 h of induction at 37°C or overnight at 25°C, the cells were
collected by centrifugation at 12,000 × g for 20 min and stored at
−20°C. Frozen pellets were suspended (30 ml per L of culture) in
phosphate-buffered saline (PBS) lysis buffer (1.8 mM KH2PO4,
10.1 mM Na2HPO4, 137 mM NaCl, 2.7 mM KCl, pH 7.4)
with complete, EDTA-free protease inhibitors (Roche,
cat#11873580001), 2 mM phenylmethylsulfonyl fluoride
(PMSF), 2 mM dithiothreitol (DTT), and 1% Triton-X 100.
The collected cells were disrupted through sonication
(Qsonica, 50% amplitude, 15-s pulse with 30 s intervals for
3 min, repeated 3–5×). The lysate was clarified at 16,000 × g for
January 2021 | Volume 11 | Article 575085
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30 min, and recombinant proteins were purified from the
supernatant by using Glutathione-Sepharose beads (cat#
17075601, GE Healthcare) (0.5 ml of packed beads per 1 L of
culture) and were incubated overnight while rocking at 4°C. The
beads were washed in 100 mM Tris pH 8.0, 100 mMNaCl, 1 mM
PMSF, and 1 mMDTT, and protein was eluted using wash buffer
containing 20 mM GSH. To generate GST free Syk(1-116), the
GST tag was cleaved from GST-Syk(1-116) by incubating
overnight at 4°C with thrombin agarose beads, as per the
manufacturer’s protocol with the exception of a 200-ul reaction
volume (Thrombin CleanCleave Kit, Sigma, cat#SLBF0950). The
beads were then separated from the supernatant by spinning in a
Frontiers in Immunology | www.frontiersin.org 3
spin filter column (P2003-1, Zymo). The 200 ul of supernatant
containing free GST and Syk(1-116) was then incubated further
with 20 ul Glutathione-Sepharose beads for 1 h at 4°C (GE
healthcare) to remove cleaved GST. This step was repeated until
free GST was completely removed. Syk(1-116) purity was
analyzed by SDS-PAGE (Supplemental Figure S2).

Biotinylated GST
We expressed and purified GST following the Protein
Purification protocol above (pGEX-4T-1 in DH5a as per
manufacturer’s instructions, GE Healthcare Lifesciences), and
then we modified it with biotin linked through a (PEG)3 spacer
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FIGURE 1 | Integrin signaling via Syk and cell-free screen development. (A) Schematic representation of a ligand-bound integrin with the short intracellular b–chain
cytoplasmic domain directly interacting with the tandem SH2 domains of Syk. (B) Integrin a4b1-dependent activation of Syk. THP-1 cells were either maintained in
suspension (Sus) or plated on vascular cell adhesion molecule-1 (VCAM)-1 (immobilized at 3 ug/ml) for various time points. Cell lysates were immunoprecipitated with
monoclonal antibody 4D10, then probed by western blot using indicated antibodies. One of three representative experiments is shown. (C) THP-1 cells were either
maintained in suspension, plated on plastic immobilized poly-L-Lysine/GAM (as a non-specific adhesion control), or GAM-captured anti-b1 monoclonal antibody
(mAb) TS2-16, anti-b2 mAb 76C3, or anti-aVb3 mAb LM609. One of four representative experiments is shown. (D) Synthetic peptides based on the cytoplasmic
domain of the integrin b1A, b2, and b3 subunits. Cytoplasmic domains were synthesized with an N-terminal region that included a biotin modified lysine residue
(K-LC-biotin). Numbering is based on Uniprot canonical human sequences absent signal peptides (https://www.uniprot.org). (E) Schematic representation of Syk.
SH2, src homology 2 domain; IA, Interdomain A; IB, Interdomain B. (F) Schematic representation of primary (left) and false-positive (right) AlphaScreen results.
(G, I, K) ELISA-based b3: GST-Syk binding assays performed as described in the Methods. Data represent mean ± SEM from triplicate determinations; one of three
representative experiments is shown. (H, J, L) AlphaScreen assays as described in the Methods. Data represent mean ± range from duplicate determinations. One
of four representative experiments is shown.
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(Solulink Sulfo ChromaLink Biotin, Solulink, cat#B-1007).
Covalent protein modification is expected to occur between
lysine side chains and the water soluble sulfo-NHS ester
moiety. The ChromaLink reagent contains an internal bis aryl
hydrazone (lmax 354 nm) that allows for simple quantitation by
UV-vis analysis (Thermo Scientific Nanodrop spectrometer).
The molar substitution ratio was calculated from the ratio
of the bis aryl chromophore concentration to protein
concentration, both using Beer’s Law, and was determined to
be approximately one, or, on average, one biotin per GST.
Integrity of the biotinylated protein was verified by SDS-PAGE
and AlphaScreen assays (Supplemental Figures S2 and S3).

Primary and Null Amplified Luminescent Proximity
Homogeneous Assay (AlphaScreen)
The following HTS assay was developed to identify antagonists
of the interaction between the integrin b3 cytoplasmic domain
and the non-receptor tyrosine kinase Syk. The assay uses the
AlphaScreen assay format (26–30) as a measure of the binding
between the integrin b3 cytoplasmic domain residues 716–762
and the tandem SH2 domains of Syk (residues 6-370). b3
peptides were synthesized with a penultimate N-terminal
biotinylated lysine residue (Figure 1D), and Syk residues were
expressed and purified as a GST-fusion protein [e.g. GST-Syk(6-
370)] (Figure 1E). Background signals in this assay were
determined by omitting the integrin b3 peptide. Specific assay
conditions are described in Table 1. Briefly, anti-GST conjugated
AlphaScreen acceptor beads (Perkin Elmer cat# 6760603) were
coated with GST-Syk(6-370) and plated in Optiplate-384-well
plates (Perkin Elmer). Then, either dimethyl sulfoxide control or
compound was added, followed by biotinylated b3 peptide, and
avidin-coated AlphaScreen donor beads. After a 4-h incubation
period at room temperature (while protected from light), assays
plates were read on an Infinite M1000 (Tecan) multiplate reader
(Ex. 680/30; Em. 570/100).

ELISA-Based Orthogonal Assays
For ELISA-based assays, 96-well plates (Costar cat# 9018) were
coated overnight at 4°C with neutravidin (Thermo Scientific,
Frontiers in Immunology | www.frontiersin.org 4
cat#31050) in 10 mM Tris pH 9 and 100 mM NaCl. After
overnight incubation, non-specific binding sites were blocked
with bovine serum albumin (BSA) (2% w/v) for at least 1 h at
room temperature. Plates were washed in 25 mMHEPES pH 7.5,
100 mM NaCl, 0.1% BSA, and 0.01% TritonX-100 (assay buffer),
and indicated biotinylated b3 peptide was incubated for at least
2 h at room temperature (0.5–3 ug/ml in di-H2O). After washing
in the assay buffer, GST-fusion proteins were added (50 ul,
indicated concentrations) and incubated at room temperature
for 1 h in assay buffer. For compound inhibition studies,
compounds were added to GST-fusion proteins (at indicated
concentrations) before they were added to plates. Plates were
washed 3× with assay buffer (200 ul) to remove unbound GST-
fusion protein. Horseradish peroxidase (HRP)-conjugated anti-
GST antibody [Polyclonal anti-GST(Z-5)-HRP, Santa Cruz
Biotechnology, cat #sc-459 0.2 ug/ml] was incubated in washed
plates in 50 ul assay buffer for 45 min at room temperature. After
washing, the signal was generated with 1-step Ultra TMB-ELISA
(Thermo Scientific, cat#34028), stopped with 2 N H2SO4, and
read on a plate reader (SPARK 10M/Tecan) at 450 nm.

Thermal Denaturation Assays
In this assay, Syk 6-370 (GST tag removed by thrombin cleavage)
was used. Thrombin (GE Healthcare cat#270846, reconstituted
in PBS to 1 unit/ul) was applied to the GST-Syk 6-370 protein
bound to the Glutathione Sepharose beads. The GST-tag was
cleaved with 20 unit/1 ml of protein-GST beads in PBS overnight
at room temperature. After chromatography and additional
cleaning on GST-beads, the purified protein was verified by
SDS-PAGE. For thermal denaturation experiments, GST-free
Syk(6-370) was used at a final concentration of 2 µM and
SYPRO orange (Thermo Scientific, cat# S6650) at a 0.08%
(v/v) dilution (from a 5000x stock). Compounds were used at
indicated concentrations. Numerous reaction buffers were
initially screened, and a final buffer containing 25 mM HEPES
(pH 7.5) with 100 mM NaCl was used. Assays were performed in
20 µl volumes, in triplicate, in 384-well plates (Applied Biosystems
MicroAmp 384-well clear optical reaction plate, catalogue
#4483285). Plates were sealed with Applied Biosystems Optical
TABLE 1 | AlphaScreen Assay Parameters.

Sequence Parameter Value Description

1 Plate assay buffer 10 ul See notes for assay buffer components
2 Plate library compounds 100 nl 25 uM final concentration
2.1 Combine GST-Syk(6-370) with acceptor beads (1 h, before dispensing into assay plate) GST-Syk(6-370) (0.3 nM); acceptor beads (10 ug/ml)
3 Plate GST-Syk(6-370) coated acceptor beads 10 ul
4 b3 peptide 10 ul 100 nM
5 Donor beads 10 ul 10 ug/ml
6 Incubation 4 h
7 Assay readout
Notes
1 Assay buffer—25 mM HEPES (pH7.4), 100 mM NaCl, 0.1% TritonX-100, 0.01% BSA; Plates used—384-well white Optiplates (PerkinElmer, cat#6007290).
2 384-pin transfer from stock donor plates. Pins used were FP3NS100H from V&P Scientific, Inc San Diego, CA, USA.Description of pins: Floating Tube,

100nl-Slot Hydrophobic Pin—0.787 mm diameter, 38.1 mm long, 17 mm exposed pin length
3–5 All reagents were dispensed using a Thermo Multidrop combi, sequence 3-5.
6 TopSeal-A (cat# 6050195 from Perkin Elmer), centrifuge at 1,000 rpms for 1 min before the 4-h incubation at room temperature in the dark
7 Plate reader with integrated, dedicated AlphaScreen module and laser light source.
January 2021 | Volume 11 | Article 575085
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Adhesive Cover (cat#4360954) and centrifuged for 2 min at 800 × g
at room temperature. Thermal denaturation was measured on a
Quant Studio 6 Flex Real-time PCR system (Applied Biosystems).
Reaction conditions were as follows: initial 2:00 min hold at
25°C; ramp up in 1°C increments to a final temperature of 95°C;
2:00 min hold at 95°C; run method used was “Step and Hold”
1:00 min intervals.

Peptide Affinity Pull-Down Assays
THP-1 cells were washed in PIPES buffer (10 mM PIPES, 50 mM
NaCl pH 6.8) and resuspended at 10 × 106 cells/ml in PIPES lysis
buffer [PIPES buffer containing 1% Triton X-100, 1 mM EDTA,
1 mM Na3VO4, 50 mM NaF, 150 mM sucrose, protease
inhibitors (cOmplete, Mini, EDTA-free Protease Inhibitor
Cocktail, Roche, cat#11836170001)] and 0.1 mM N-
ethylmaleimide. The cells were incubated overnight in lysis
buffer at 4°C with end-over-end rotation. Lysates were then
passed through a 21-gauge needle and centrifuged at 13,000 × g
for 30 min at 4°C. Lysate protein concentrations were
determined by using Quick Start Bradford Dye reagent
(BioRad cat#5000202). Cell lysates (100 µg/ml) were treated
with or without drug (at indicated concentrations) for 2 h at
room temperature before the peptide affinity assays. In parallel,
300 µl high-capacity Neutravidin agarose resin (Thermo
Scientific, cat#29204) was washed once with 5 ml of PIPES
lysis buffer and incubated (2 h at room temperature) in 1 ml
of PIPES lysis buffer containing 250 µg of integrin b3
cytoplasmic domain peptide and 20% FBS. b3 peptide-bound
beads were then washed once with PIPES lysis buffer and
resuspended in 600 µl PIPES lysis buffer. Cell lysate treated
with or without drug was then incubated with 100 µl b3 bound
beads for 1 h at room temperature followed by washing (3×) with
PIPES lysis buffer. Endogenous Syk bound to b3 peptide beads
was eluted with 40 µl of reduced SDS sample buffer. Eluted
samples were run on SDS-PAGE (4–20%, BioRad, cat# 4561093)
and immunoblotted for Syk using anti-Syk antibody at 1:1,000
(4D10; SantaCruz) dilution followed by GAM-HRP at 1:5,000
and detected with SuperSignal West Pico (Thermo Scientific,
cat# 34580). Western blots were scanned, and band intensity was
measured using ImageJ (31) to compare and determine the effect
of the drug on Syk/b3 binding. Beads alone were used as a
negative control.

Glycerol Facilitated Compound Loading
Compound loading of cells was facilitated by glycerol shock (32,
33). Methods were first optimized with the cell-impermeable
fluorophore Sulfo-Cy5 (see Supplemental Figure S5). For
analysis of compound inhibition of integrin signaling, 3 × 106

THP-1 cells were incubated in 200 ul serum-free RPMI
containing 15% glycerol and ceftazidime (at indicated
concentrations) for 1 h at 20°C. RPMI (3 ml, room temperature)
containing ceftazidime (at indicated concentrations) was added to
the cells to dilute the glycerol, and the cells were further incubated
for 10 min (room temperature). Cells were then plated onto CS-1-
BSA-coated plates for 15 min at 37°C, lysed in RIPA buffer (1%
Triton X-100, 50 mM Tris-HCl pH 7.2, 150 mM NaCl, 0.25%
NaDOC, 0.05% SDS, 2 mMPMSF, 1 mMNaF, 1 mMNa3VO4, and
Frontiers in Immunology | www.frontiersin.org 5
protease inhibitor cocktail) (AEBSF, Aprotinin, E-64, Bestatin,
Leupeptin and Pepstatin; VWR Cat#97063-010), and the lysates
were subjected to Western blot as described below.

Syk Phosphorylation
Syk phosphorylation assays were performed by immobilizing
vascular cell adhesion molecule-1 (VCAM)-1 (3 ug/ml), CS-1-
BSA (10 ug/ml), or specific monoclonal antibodies (anti-FcgRI
mAb 276426, anti-a4b1 mAb 19H8, anti-b2 mAb 76C3, anti-
avb3 mAb LM609 all at 5 ug/ml) overnight at 4°C in Tris-HCl
pH 7.5, 150 mM NaCl, in 6-well plates (non-tissue culture
treated, Becton Dickenson, cat# BD351146). Plates were then
blocked with BSA (2% w/v) for 1 h at room temperature.
In Figure 1C, GAM was immobilized in all wells (2 h at 37°C
in 200 mM Na2HCO3 pH 9.2, blocked for 1 h in 2% BSA),
followed by the addition of Poly-L-Lysine (PLL) or indicated
monoclonal antibodies (5 ug/ml) in Tris-buffered saline (TBS)
overnight at 4°C. After washing wells in serum-free RPMI,
untreated or drug-loaded THP-1 cells (5 × 106 cells per well)
were plated in standard serum-free RPMI (1.5 ml total volume),
allowed to adhere for 10 min at 37°C 5% CO2, and then
immediately lysed in RIPA buffer (1% Triton X-100, 50 mM
Tris-HCl pH 7.2, 150 mM NaCl, 0.25% NaDOC, 0.05% SDS, 2
mM PMSF, 1 mM NaF, 1 mM Na3VO4, and protease inhibitor
cocktail) (AEBSF, Aprotinin, E-64, Bestatin, Leupeptin and
Pepstatin; VWR Cat#97063-010). Cells kept in suspension
served as non-adherent controls and were lysed under the
same conditions. For Syk immunoprecipitations, 5 × 106 THP-
1 cell equivalents were incubated overnight at 4°C with
monoclonal antibody 4D10 at 4 ug/mg protein and were
rotated. After overnight incubation, protein G-sepharose (20 ul
packed beads washed in RIPA) (GE Healthcare cat# 17061801)
was added to lysates, which were incubated for 2 h at 4°C, while
rotating. Sepharose was washed 3× in RIPA by centrifugation,
pelleted, and then resuspended in SDS-PAGE sample
buffer (reducing). For whole cell lysates not subjected to
immunoprecipitation, approximately 1 × 106 cell equivalents
were loaded for SDS-PAGE under reducing conditions (4–20%,
Thermo Scientific, cat#25204). After electrophoresis, proteins
were transferred to nitrocellulose for 1 h 100 V room
temperature, blocked in 5% non-fat milk in TBS-T, and probed
with the indicated primary antibody at 1:1,000 overnight at 4°C,
followed by species-appropriate HRP secondary antibody
(Southern Biotech) at 1:5,000 (30 min at room temperature),
and detected using Pierce West Pico (Thermo Scientific cat#
34580). For blot stripping, nitrocellulose was subjected to 0.4 N
NaOH for 20 min at room temperature, blocked as described
above, and re-probed with the indicated antibodies (primary
antibody at 1:1,000 for 1 h at room temperature, followed by
HRP-conjugated secondary antibody at 1:5,000 for 30 min at
room temperature).

Quantitative PCR
THP-1 cells (2 × 106 per treatment group) that were glycerol
loaded with ceftazidime (100 µM) or vehicle control (as
described above) were plated on CS-1 peptide (10 µg/ml; 6-
well plates) in serum-free RPMI-1640. Control cells were also
January 2021 | Volume 11 | Article 575085
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kept in suspension. Plated and suspension cells were incubated
for 4 h at 37°C. After incubation, the medium was removed, and
RNA was isolated from cells with a Qiagen RNA extraction kit.
After cDNA synthesis, quantitative real-time PCR was used to
determine the relative gene expression levels of IL-1b and
monocyte chemoattractant protein (MCP)-1 in THP-1 cells
adhered to CS-1 in the presence of vehicle or ceftazidime
relative to that of cells in suspension. The cycle threshold (Ct)
results generated were analyzed according to the comparative Ct
method (2-DDCt), where DCt is the difference between the CT
value of target versus GAPDH control, and DDCt is the difference
between the DCt values of a given treated adherent cell sample
and that of cells in suspension. Statistical differences between the
two treatment groups for each target were determined by a two-
tailed, unpaired Student t test using GraphPad Prism 7.04
statistical software.
Modeling
All docking was done in triplicate for both large and focused
search boxes and was initialized with random seeds. Autodock
Tools was used to prepare ceftazidime for docking into the input
molecular model of SYK, prepared using standard protocols (34,
35) from crystallographic structure 4FL2 (36). Docking was
completed with Autodock Vina 1.1.2 (37, 38) using an initial
unbiased search box (Supplementary Figure S7) with center
(−11.6, 3.6, 34.0) Å and size (90,80,80) Å and then refined by
using a focused box encompassing the putative binding sites,
identified from the first round. Resultant PDBQT files were split
into each PDB using split2pdb and Babel. TCL scripts were used
to automate running VMD post processing and generating
MATLAB input for KMeans analysis in either four or six bins.
Clusters for each bin were then analyzed to generate heat maps
with normalized contact numbers stored into the Beta-Factor
PDB field for easy structure visualization using either VMD 1.9.2
or PyMOL 2.2.2. The best scored poses were further evaluated
using molecular dynamics simulations in GROMACS (2016.5-
intel-2018-GPU-enabled). GROMACS was run using standard
established protocols, but, in short, the GROMOS9643a1 force
field was used with a system prepared from the 4FL2 complex
with ceftazidime from the best scored Autodock results. The total
system charge was neutralized in an explicit water box with 10 Å
distance between the protein/ceftazidime complex and the box
edge for periodic boundary conditions. Energy minimization was
performed to remove interatomic clashes and then NVT
ensemble sampling for equilibration was Vcompleted to define
the initial conditions of 10 ns MD simulation production runs.
Quantification and Statistical Analysis
All statistical analysis and details for experiments can be found in
the figure legends, the Methods, and the Results. Microsoft
PowerPoint was used to generate the figures. GraphPad Prism
was used to generate graphs in 1G-L, 2A-C, 3A-D, 4A, 4C, 5D,
6B-D, S1, S3B, S3D, S3E, S4, S5, and S6. FlowJo was used to
generate Figure 4B. MATLAB was used to complete KMeans
statistical analysis of docking poses. VMD was used to generate
Frontiers in Immunology | www.frontiersin.org 6
Figures 5A–C, E, and S7. PyMOL was used to generate Figures
5F, G, and GRACE was used to generate the graph in Figure 5H.
RESULTS

Integrin Activation of Syk and Direct
Binding of Syk to the Integrin b3
Cytoplasmic Domain
Syk is phosphorylated upon integrin engagement of the ligand
(17, 18), which can involve its direct interaction with integrin
cytoplasmic domains (20, 21) (Figure 1A). When the
myelomonocytic cell line THP-1 is plated on the integrin a4b1
substrate VCAM-1, phosphorylation of Syk on multiple tyrosine
residues (Tyr323, Tyr352, Tyr 525/526) is rapid and prolonged
(Figure 1B). Integrin-induced phosphorylation of Syk can be
recapitulated with plastic immobilized monoclonal antibodies
specific for the integrin b1 subunit (mAb TS2/16), the b2 subunit
(mAb 76C3), or the integrin aVb3 (mAb LM609) (Figure 1C).
This phosphorylation is independent of the potential interaction
of cellular Fc receptors with immobilized goat-anti-mouse
capture antibody, as forced non-specific adhesion to GAM-
coated surfaces with the use of poly-L-Lysine does not result in
Syk phosphorylation (Figure 1C). Model peptides of the integrin
cytoplasmic domains have demonstrated their direct interactions
with intracellular effector molecules, including Syk (39). To
develop a binding assay between integrin cytoplasmic domains
and Syk, we synthesized integrin b-chain cytoplasmic domains
with an N-terminal Gly-Lys-Gly-Gly sequence in which the Lys
residue was modified with a biotin-conjugated long-chain (LC)
carbon linker (Figure 1D). Syk kinase is modular and comprises
N-terminal tandem SH2 domains followed by a large kinase
domain (Figure 1E) (40). The integrin cytoplasmic domain
binding site localizes to a region in Syk within the tandem SH2
domains (residues 6-370) (20). Although integrin b1, b2, and b3
cytoplasmic domains can directly interact with Syk, b3 was
chosen for assay development because its relative binding
affinity is higher than that of the other two integrin
cytoplasmic domains (21). We developed an HTS based on the
AlphaScreen format because it is a homogeneous system
amenable to miniaturization and has been used to screen
protein:protein interactions (26–29). A schematic of the assay
format (including the null screen) is provided in Figure 1F. To
first demonstrate binding between the integrin b3 cytoplasmic
domain constructs and GST-Syk(6-370), we performed ELISA-
based assays in which plastic adsorbed neutravidin was used to
capture biotinylated b3 peptide, and GST-Syk(6-370) binding
was determined by using anti-GST-HRP conjugated antibodies.
GST-Syk(6-370) binding to the integrin b3 cytoplasmic domain
was dose-dependent, saturable, and specific (Figure 1G),
demonstrating that the synthetic peptide was appropriate for
further assay development. For AlphaScreen assay development,
avidin-coated donor beads were used to capture biotinylated b3
cytoplasmic domain peptide. Anti-GST-conjugated acceptor
beads were used to capture GST-Syk(6-370). The binding
between the integrin b3 cytoplasmic domain peptide and Syk
January 2021 | Volume 11 | Article 575085
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juxtaposed the donor and acceptor beads, resulting in a
fluorescent signal after donor beads are activated at 680 nm.
b3 cytoplasmic domain interaction with GST-Syk(6-370) was
dose dependent and selective, as no signal was generated when
purified GST was conjugated to the acceptor beads (Figure 1H).
Furthermore, the GST-Syk(6-370) binding curve demonstrated
the classic biphasic “hook” effect, whereby excess GST-Syk(6-
370) competes in binding to acceptor beads and b3 peptide
resulting in a diminished signal. A shortened b3 cytoplasmic
domain peptide [b3(sh)] (Figures 1D, I) also binds GST-Syk(6-
370) (20) (Supplemental Figure S1). Deletion of the four C-
terminal residues of the integrin b3 cytoplasmic domain
decreases Syk binding (20). This peptide was synthesized
(b3sh759X, Figure 1D) and tested in an ELISA-based format,
which demonstrated decreased binding to GST-Syk(6-370)
(Figure 1I). When tested in the AlphaScreen format, decreased
binding was also observed (Figure 1J), again demonstrating
specificity of the assay. The N-terminal SH2 domain of Syk is
sufficient for interaction with integrin cytoplasmic domains (21).
As such, GST-Syk(1-99) binds integrin b3 cytoplasmic domain
(Figure 1K). As a final test of AlphaScreen assay specificity, we
removed the GST tag from GST-Syk(6-116) by thrombin
cleavage, and we used this purified isolated N-terminal SH2
domain (Supplemental Figure S2) as a competitive inhibitor in
the AlphaScreen assay. As demonstrated in Figure 1L, Syk(1-
116) attenuated the signal in a dose-dependent fashion. The
AlphaScreen assay is susceptible to false-positive “hits” from
compounds that can, for example, quench fluorescent signal or
react with singlet oxygen. Thus, a counter-screen was developed
to identify false-positive hits (Figure 1F, right schematic and
Supplemental Figure S3A). For this assay, we expressed and
purified GST and then modified it with biotin linked through a
(PEG)3 spacer (Solulink Sulfo ChromaLink Biotin) to a molar
substitution ratio of approximately 1. This was calculated based
on absorption of the bis-aryl hydrazone in the biotinylation
linker domain (Supplemental Figure S3B) and GST protein
concentration. Integrity of the biotinylated protein was verified
by SDS-PAGE (Supplemental Figure S3C). Biotinylated GST
demonstrated a dose-dependent hook effect, and unmodified
GST did not generate a signal (Supplemental Figure S3D).
Soluble unmodified GST was used as an inhibitor to
demonstrate assay specificity (Supplemental Figure S3E). The
primary b3:GST-Syk(6-370) AlphaScreen and false-positive
counter-screen appeared sufficiently tractable to translate into
an HTS format.

HTS Assay Validation and Screen of
Prestwick Chemical Library Collection
In a checkerboard dose-response analysis of biotinylated b3
peptide and GST-Syk(6-370), concentrations of 100 nM
peptide and 0.3 nM GST-Syk(6-370) gave the highest signal:
background ratios (between 10 and 20 fold) for the screen. When
these analyte concentrations were tested in an automated HTS
system, the signal:background ratios ranged from 6 to 10 fold. In
the automated systems, we tested adding reagents in a different
order. A maximal signal was generated when reagents were
Frontiers in Immunology | www.frontiersin.org 7
added in a sequential manner starting with the addition of
GST-Syk(6-370) to anti-GST acceptor beads (with a 1-h
incubation at room temperature), followed by the addition of
biotinylated b3 peptide (1-h incubation at room temperature)
and then avidin-coated donor beads. Kinetic tests indicated that
the maximal signal was completely generated by 4 h after the
final addition of donor beads. DMSO sensitivity tests indicated
the assay could withstand 1% DMSO with no effect on the
maximum signals generated. The pilot HTS was to be performed
in the presence of 0.25% DMSO; therefore, this finding was
within the limits of the assay, and a pilot screen was initiated. To
determine assay reproducibility, we screened the 1,280-
compound Prestwick Chemical Library Collection on three
separate occasions (Figure 2A). The following is a summary of
the screening metrics from the primary screen: average
maximum signal = 30,908; average SD of maximum signal =
2,052; average S/B ratio = 5.6; and the average Z’-score = 0.7. A
false-positive counter-screen was performed once, and the
metrics were as follows: average maximum signal = 44,456;
average SD of maximum signal = 2,134; average S/B ratio = 29;
and the average Z’-score = 0.8. The final concentration of
compounds tested was 25 uM. A scatter plot of the assay
results comparing all repeat combinations is presented in
Figure 2A. From the primary screen, a total of 17 compounds
demonstrated an average of ≥50% inhibition offluorescent signal
(Figure 2B). However, several compounds also demonstrated
inhibition in the false-positive counter screen (Figure 2B, white
bars). Using a hit criteria of greater than 50% inhibition of
fluorescent signal in the primary screen and a greater than 3-fold
difference in inhibition over the false-positive counter screen, we
identified 11 preliminary hits (Figure 2B, indicated by asterisks).
The hits from the primary and secondary false-positive screens
were next obtained from a separate commercial source and
verified for activity. Most of the re-sourced compounds
demonstrated some level of inhibitory activity; however, only
four of these fulfilled the original hit criteria as outlined above
(Figure 2C, indicated by the number sign). This finding
represents a true hit rate of 0.3 percent from the Prestwick
library collection. The hits that were identified in the
AlphaScreen were the following antibiotics: methacycline,
cefsulodin, ceftazidime, and neomycin sulfate. Based on the
success of this screen, we also screened the Maybridge
Hitfinder library of 14,400 compounds. Although 32
compounds were identified as hits in the primary screen, none
of the re-sourced compounds retained the 3-fold difference
between primary and null screens (Supplemental Figure S4).

Hit Potency and Orthogonal Screens
To determine the IC50 of the hit compounds, we performed dose-
response analyses (Figure 3A). In the AlphaScreen assay, the
most potent drug was neomycin sulfate (IC50 = 38.0 ± 19 nM),
followed by ceftazidime (IC50 = 1.02 ± 0.2 µM), cefsulodin
(IC50 = 4.9 ± 4.2 µM), and methacycline (IC50 = 22.4 ± 4.1
µM). The Hill coefficients of dose-response curves were close to
1.0. As an orthogonal screen, we performed ELISA-based assays
with bb3(fl) and GST-Syk(6-370). Under these assay conditions,
January 2021 | Volume 11 | Article 575085
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methacycline was not soluble at the highest doses tested, and
neomycin sulfate did not demonstrate inhibitory activity.
Cefsulodin and ceftazidime remained active with a similar
rank-order of activity; however, they were less potent in this
assay format than in the AlphaScreen format (Figure 3B).
Ceftazidime (the most potent of the two remaining hits) was
further tested in assays of whole cell lysates to verify the
antagonism of the binding of wild-type full-length Syk to
integrin cytoplasmic domains. Neutravidin-coated agarose
beads were bound with bb3(fl) and incubated with THP-1
whole cell lysate, with or without ceftazidime. Bead-bound Syk
was detected by western blot. Ceftazidime inhibited wild-type Syk
interaction with integrin b3 cytoplasmic domains (Figure 3C).
We performed thermal denaturation experiments to demonstrate
interactions between hits (ceftazidime and cefsulodin) and GST-
free Syk(6-370). Syk(6-370) melting temperatures (Tm) were
measured with and without compound. Cefsulodin and
ceftazidime decreased the Tm of Syk(6-370) in a dose-dependent
fashion (Figure 3D).

Effects of Ceftazidime on Integrin
Signaling via Syk
Integrins of the b1, b2, and b3 families can signal through the
tyrosine kinase Syk (Figure 1C) (17, 18, 41). To determine whether
Frontiers in Immunology | www.frontiersin.org 8
ceftazidime was a selective inhibitor of integrin cytoplasmic domain
interactions with Syk, we performed AlphaScreen assays using b1,
b2, and b3. Ceftazidime was equally active against all three integrins
(1.62 ± 0.41 µM, 1.53 ± 0.21 µM, and 1.87 ± 0.2 mM, respectively)
(Figure 4A). We used the THP-1 cell line in experiments designed
to determine whether antagonists of the integrin b3 cytoplasmic
domain interaction with Syk would prevent integrin signaling via
Syk. Integrin expression on THP-1 cells was analyzed by flow
cytometry to determine expression levels of integrins a4b1, b2, and
avb3, and the immune response receptor FcgRI; we wanted to
identify integrins that were expressed at similar levels as FcgRI
because our goal was to determine if antagonists of integrin:Syk
interactions would also affect the canonical activation of Syk that
occurs via interaction with dually phosphorylated ITAMs
(pITAMs) found within transmembrane adaptor molecules
associated with immune response receptors such as FcgRI (42).
Of the three integrins tested, integrin a4b1 was expressed at similar
levels as FcRgI (Figure 4B). Because ceftazidime is equally active
against all three integrins in vitro (Figure 4A), we examined the
effects of ceftazidime on integrin a4b1 signaling through Syk. The
results were negative in initial experiments performed by simply
adding ceftazidime to THP-1 cells and examining a4b1 signaling
through Syk. We hypothesized this was due to a low accumulation
of ceftazidime within cells, which led to the development of a facile
A

B C

FIGURE 2 | Verification of primary screen “Hit” specificity and activity. (A) Primary high throughput screening hits. The primary screen of the Prestwick Compound
Collection was performed in triplicate, and scatter plots of combinations of replicates are shown. Negative inhibition was omitted from the plots. Primary hits were
identified as compounds with an average of ≥50% inhibition from all three replicates (highlighted as red data points). inh, inhibition. (B) From the primary screen,
compounds were considered hits if they demonstrated an average inhibition of ≥50% at 30 uM, and a greater than 3-fold difference in activity between the primary
screen (gray bars) and the false-positive screen (white bars). Asterisks (*) designate hits carried forward. Data are expressed as the mean percent inhibition ± SEM
from three screening runs (note that the secondary false-positive screen was run only once). (C) Hits (identified by asterisks in panel B) were reordered from different
commercial vendors to verify compound activity by retesting in the primary and false-positive screens at 30 uM. Note that topotecan was not retested due to a lack
of solubility. Data are expressed as the mean percent inhibition ± SEM from three experiments (note that ceftazidime xH20 and cefotaxime false-positive screens
were performed only twice). #denotes compounds fulfilling the original hit criteria.
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FIGURE 3 | Dose-response curves in primary and orthogonal screens.
(A) AlphaScreen dose-response curves. Biotinylated-b3(sh) peptide was used
at a final concentration of 30 nM, and GST-Syk(6-370) was used at a final
concentration of 0.3 nM. Data are expressed as mean fluorescence (Fl520) ±
range from duplicates, and one representative experiment of “n” performed is
shown. (B) Orthogonal ELISA-based dose-response assays. Biotinylated-b3
(long) peptide was used at a coating concentration of 1 µg/ml, and GST-Syk
(6-370) was used at a final concentration of 0.3 nM (○); GST only (▪); no b3
(black D). Data are expressed as mean abs450 ± SEM from triplicate
determinations, and one of three representative experiments is shown.
(C) Ceftazidime inhibition of b3 peptide binding to Syk from THP-1 whole cell
lysate. THP-1 cell lysate (100 ug) was treated with or without ceftazidime
(Ctaz) before incubation with b3-coated avidin-agarose beads, and bound
Syk was measured by western blot (example shown in inset). Blank beads
served as a negative control. Equal b3 peptide loading was verified by
probing blots with avidin-HRP (not shown). Data were quantified as mean
percent inhibition ± SEM (n = 3). *p < 0.01 (Tukey post-hoc comparison)
(D) Thermal denaturation curves of GST-Syk(6-370). GST-Syk(6-370) was
used at a concentration of 2 µM, and denaturation was measured via SYPRO
Orange fluorescence.
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approach of loading THP-1 cells with the drug by using glycerol
shock. This method was validated with a fluorescent probe, sulfo-
Cy5 (Supplemental Figure S5), which demonstrated
accumulation of the dye in THP-1 on increasing concentrations
of glycerol. In this method, THP-1 cells were loaded with
ceftazidime (at indicated doses) or vehicle (DMSO) control,
rested for 10 min in serum-free medium (RPMI-1640)
containing drug or vehicle control, and then plated on the a4b1
integrin substrate CS-1. Cells kept in suspension demonstrated
little phosphorylation of Syk Tyr352 (Figure 4C). However, when
cells adhered to CS-1, prominent tyrosine phosphorylation was
observed (Figure 4C). In the presence of ceftazidime, a4b1-
induced phosphorylation of Syk was inhibited (Figure 4C). This
was not due to ceftazidime inhibition of THP-1 cell adhesion to
CS-1 (Supplemental Figure S6).
Modeling Ceftazidime Binding to Syk
Tandem SH2 Domains
Ceftazidime was docked (Autodock Vina 1.1.2) (34, 35) onto the
Syk tandem SH2 domains (PDB 4FL2) (36). Cluster analysis
indicated several possible binding sites for ceftazadime within the
tandem SH2 domains of SYK. Figures 5A–C show three clusters
from both the large (W1) and focused (W2) search windows that
span the entire tandem SH2 domain (Supplemental Figure S7).
The heat maps identify regions in the intersection between the N-
terminal and C-terminal SH2 domains, along with the interdomain
A region. The K-means analysis of docking poses shows significant
preference for clusters 1 and 2. Cluster 1, located at (−10.9, −5.3,
30.0) Å in the PDB frame, has 43 members that average 3.9 +/− 3.4
Å within that cluster centroid (Figure 5D, Figure 5A purple sphere
1) and is adjacent but not in direct competition with the residues
known to interact between pITAM peptides and the tandem SH2
domain (Figure 5E; yellow shaded surface) (43). Both cluster 1 and
cluster 2 interact with the tandem SH2 domain in areas that are not
dominated by interactions with the SYK catalytic domain (Figure
5E) (36). Molecular dynamics simulations (10 ns each) of the
ceftazidime and Syk complex further reinforced that cluster 1 is a
A

B

D

C

FIGURE 3 | Continued
January 2021 | Volume 11 | Article 575085

https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles


FIGURE 4 | Ceftazidime inhibition of integrin signaling. (A) Dose-response
curves comparing ceftazidime antagonist activity against integrin b1A, b2, and
b3 cytoplasmic domains binding to Syk as measured in AlphaScreen assays.
For all dose-response curves, biotinylated-b chain peptide was used at a final
concentration of 30 nM, and GST-Syk(6-370) was used at a final
concentration of 0.3 nM. Data are expressed as mean fluorescence (Fl520) ±
the range from duplicate determinations. One of three experiments is shown.
(B) Flow cytometric analysis of integrin a4b1, b2 subunit, aVb3, and FcgRI
(CD64) on THP-1 cells. Isotype control staining is shown as light gray
histograms. Specific integrin staining is shown as darker gray histograms.
One of three representative experiments is shown. (C) Dose-dependent
effects of ceftazidime on integrin-dependent phosphorylation of Syk.
Ceftazidime was loaded into THP-1 by glycerol shock. Control cells (NT)
underwent glycerol shock but in the absence of drug. THP-1 cells were either
maintained in suspension (Sus) or plated on plastic immobilized CS-1
conjugated to bovine serum albumin. After incubation at 37°C, whole cell
lysates were separated by SDS-PAGE, probed for phosphorylated Syk
(pY352, mAb 65E4), stripped, and then re-probed with monoclonal antibody
4D10 to determine total Syk levels. One representative blot is shown (top),
along with quantification of three separate experiments normalized to
maximum Syk phosphorylation (bottom). Results are expressed as the
mean ± SEM.
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putative binding mode with interactions between ceftazidime and
GLN239 (2.98 +/− 0.48 Å) and ARG45 (2.57− 0.7 Å) on Syk in the
interdomain A region. Ceftazidime also interacted with GLU242
(3.64 +/− 0.73 Å) and was in the proximity of LYS116 (4.5 +/− 1.3
Å) (Figures 5F–H).
Frontiers in Immunology | www.frontiersin.org 10
Ceftazidime and Selective Inhibition of
Integrin Signaling via Syk
The modeling results suggest ceftazidime binding to Syk tandem
SH2 domains would have limited effects on the interaction between
pITAM peptides and Syk and on Syk’s catalytic activity. In
AlphaScreen assays that measured the binding between pITAM
and the Syk tandem SH2 domains (Figure 6A), ceftazidime had
limited activity (IC50 > 300 uM), although free pITAM peptide
completely inhibited this interaction (IC50 = 97.1 ± 29.2 nM; n = 3)
(Figure 6B). As expected, ceftazidime had no effect on the catalytic
function of full-length Syk (Figure 6C) despite testing at 100-fold
higher concentration than the AlphaScreen IC50. On the basis of
these results and modeling, we hypothesized that ceftazidime may
inhibit integrin signaling via Syk but leave canonical FcgRI signaling
via Syk intact. THP-1 cells were loaded with ceftazidime (100 µM)
and plated on a4b1 substrate CS-1 or anti-FcgRI mAb (to crosslink
this receptor). Integrin a4b1 induced phosphorylation of Syk, and
proline-enriched tyrosine kinase-2 (Pyk-2), a kinase that is
downstream of Syk (44), was inhibited by incorporation of
ceftazidime (Figure 6D). Integrin signaling in THP-1 cells
resulted in upregulation of pro-inflammatory cytokines such as
IL-1b and MCP-1 (Figure 6E). Similar to phosphorylation of Syk,
adhesion-dependent induction of the expression of IL-1b and
MCP-1 was significantly inhibited by incorporation of ceftazidime
(Figure 6E). However, when FcgRI was crosslinked on the surface
of ceftazidime-loaded cells, tyrosine phosphorylation of Syk was not
inhibited (Figure 6D).
DISCUSSION

Integrin signaling through the non-receptor tyrosine kinase Syk
is due to direct interactions between Syk and integrin b-chain
cytoplasmic domains (20). In this report, we have identified a b-
lactam–containing cephalosporin antibiotic ceftazidime that
inhibits integrin signaling through Syk without inhibiting
A

B

C

FIGURE 4 | Continued
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canonical activation of this kinase by immune response receptors
such as FcgRI. This is the first description of the selective
pharmacological inhibition of integrin signaling through Syk.
Our findings suggest a novel approach to the discovery and
development of therapeutic agents targeting inflammation
and autoimmunity.

From a screen of over 1,280 known drugs and 14,400 small
molecule compounds (from the Prestwick Chemical and
Maybridge HitFinder libraries), we identified cephalosporin
Frontiers in Immunology | www.frontiersin.org 11
antibiotics, ceftazidime, and cefsulodin, as antagonists of integrin
b-chain cytoplasmic domain interactions with the tandem SH2
domains of Syk. In AlphaScreen assays, ceftazidime and cefsulodin
had an IC50 of 1.0 ± 0.2 × 10−6 (M) and 4.2 ± 4.0 × 10−6 (M),
respectively. Activity was verified in orthogonal ELISA-based
assays. The IC50 was 3.6 ± 1.7 × 10−3 (M) and 8.1 ± 7.6 × 10−3

(M) for ceftazidime and cefsulodin, respectively. Compounds were
less active in the ELISA-based orthogonal assays (Figure 3B), which
has been previously reported in a comparison of AlphaScreen and
A B
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FIGURE 5 | Syk kinase/ceftazidime binding. (A) Red heat map indicates the number of contacts between Syk and the docked poses. A few typical poses are
shown for illustration purposes. Purple spheres are the centroid of clusters 1 and 3 in the front view. (B) Heat map of contacts on the rear view and purple sphere at
the centroid of cluster 2. (C) Rotation of 90 degrees to the top view. (D) Histogram of clusters. Clusters 1 and 2 have the largest populations and are characterized
by fitting into the pocket at the tandem SH2 domain and interdomain interface on the front and back. Window 1 (W1) is a large unbiased search window and
window 2 (W2) is a smaller, focused window to increase sampling in the pockets (see Supplemental Figure S7). (E) Cluster 1 (orange; left panel) is adjacent to the
residues that would interact when a pITAM peptide (yellow surface) is bound but may allow for co-binding. Cluster 2 (cyan; right panel) is on the back face and thus
interacts with neither pITAM binding areas nor Syk catalytic domain binding interfaces. (F) Molecular dynamics simulations in GROMACS. A typical trajectory frame
during MD simulations with residues GLN239 and LYS156 making stabilizing interactions. ARG45 and GLU242 also contribute. (G) The same trajectory frame as
shown in (F) illustrating one possible binding mode in the groove between the N-term SH2 domain and the IA domain. (H) Distances between ceftazidime and
LYS116, GLU242, ARG45, and GLN239 during one representative 10 ns trajectory (1 ns is displayed).
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ELISA-based assay formats (45). Ceftazidime inhibited endogenous
Syk (from THP-1 cell lysate) binding to b3 cytoplasmic domain
peptides immobilized on sepharose beads (Figure 3C). Thermal
denaturation curves of the tandem SH2 domains of Syk in the
presence of ceftazidime indicated a destabilizing effect of compound
binding (Figure 3D) (46), which suggests that ceftazidime acts
through binding the tandem SH2 domains of Syk and not the
integrin cytoplasmic domains. When loaded into THP-1 cells,
ceftazidime inhibited integrin-dependent phosphorylation of Syk
(Figure 4C) and adhesion-dependent expression of the
inflammatory cytokines IL-1b and MCP-1 (Figure 6E),
independent of the effects on cell adhesion (Supplemental Figure
S6). In summary, ceftazidime inhibited integrin b-chain
cytoplasmic domain interactions with Syk in four different assay
formats, including cell-based integrin signaling assays.

There is debate as to whether integrin signaling via Syk requires
Syk SH2 domain interactions with phosphorylated ITAMs, or
whether integrins signal via Syk in an ITAM-independent
manner. Initial studies in heterologous expression systems
demonstrated that integrin signaling through Syk was ITAM
independent (20, 21, 47). Selective inhibition of integrin-
Frontiers in Immunology | www.frontiersin.org 12
dependent phosphorylation of Syk with ceftazidime, while leaving
FcgRI-induced phosphorylation of Syk intact, is consistent with this
model. Also supporting this model are observations of allbb3
signaling in platelets from SykR41Afl/fl ;PF4-Cre mice that
demonstrate normal aIIbb3-dependent phosphorylation of
SykR41A despite abrogated GPVI and CLEC-2 signaling, which
requires an intact phosphotyrosine binding N-SH2 domain (48).
In vitro studies (22) also support ITAM-independent integrin
coupling to Syk; these investigators found binding of Syk to
integrin cytoplasmic domains presented in high density (to model
integrin clustering) resulted in Syk transphosphorylation
independent of ITAM interactions. However, integrin signaling in
neutrophils and macrophage was shown to be ITAM-dependent in
studies in primary cells in which pITAM signaling of Syk was
abrogated by retroviral reconstitution of Syk−/− cells with Syk
containing non-functional SH2 domains or when pITAM
signaling adaptors such as DAP12 or FcRg were knocked out (10,
49). It is unclear whether this represents differences in integrin
signaling via Syk in disparate cell types or technical differences in
the model systems tested. Nevertheless, the mechanisms by which
integrins couple with Syk can clearly be both ITAM-independent
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FIGURE 6 | Selective inhibition of integrin signaling by ceftazidime. (A) Schematic illustration of the pITAM-Syk AlphaScreen used to test antagonist selectivity.
(B) Comparison between ceftazidime (Ctaz) and pITAM peptide inhibition of pITAM-Syk binding in the AlphaScreen assay described in (A). Biotinylated pITAM
peptide was used at 10 nM, and GST-Syk(6-370) was used at a final concentration of 1 nM. Data are expressed as mean ± range from duplicate determinations.
One of four representative assays is shown. (C) Effect of ceftazidime on Syk kinase activity. Ceftazidime (Ctaz) or Syk inhibitor P505-15 was used at 100 uM. Kinase
activity is expressed as percent of maximum signal. Data are expressed as mean ± SEM (n = 3). **p < 0.01 (D) Selective effects of ceftazidime on integrin signaling.
Ceftazidime (Ctaz; 100 uM)-loaded THP-1 or mock-loaded control cells (NT) were either maintained in suspension (Sus) or incubated on immobilized CS-1 (left and
center panels) or anti-FcgRI monoclonal antibody 276426 (right panel). Phosphorylation of Syk (left and right panel) and Pyk-2 (center panel) was analyzed by
immunoprecipitation and western blot. One representative blot is shown. Quantification is shown below (left panel, n = 5; center panel, n = 3; right panel, n = 3),
normalized to phosphorylation in suspension. Results are expressed as the mean ± SEM. ANOVA Tukey post-hoc analysis; *p < 0.05; **p < 0.01. (E) Similar to (D),
cells were loaded with ceftazidime (Ctaz; 100 uM) or mock-loaded and kept in suspension or plated on CS-1. Expression of interleukin (IL)-1b and monocyte
chemoattractant protein (MCP)-1 genes was examined by quantitative real-time polymerase chain reaction. Data are expressed as expression levels relative to
control cells kept in suspension. Results are shown as the mean± SD. P-values were calculated by the Student t test. (F) Cartoon representation of integrin and
immune response receptor signaling via Syk.
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and ITAM-dependent, and as described by Mocsai et al. (23), these
mechanisms need not be mutually exclusive and most likely occur
together as integrin co-signaling with a variety of cell surface
receptors appears to converge on Syk and Syk family kinases. By
demonstrating that ceftazidime can selectively inhibit integrin
signaling through Syk while not altering the ability of FcRs to
signal via Syk, we provide further evidence of the independent
regulation of this kinase by these two different receptor systems.

Syk activation occurs through direct interaction with
phosphorylated immune-receptor tyrosine-based activation
motifs (50) or through integrin clustering that results in
transphosphorylation on tyrosine residues and activation of
catalytic function (22). The interaction of Syk with pITAM
containing immune response receptors or signaling adaptor
molecules is well defined, as is the resultant conformational
changes that lead to activation of Syk kinase activity (36, 43).
However, the interaction between integrin cytoplasmic domains
and Syk is less well defined. Although the interaction occurs within
the tandem SH2 domains of Syk, integrin cytoplasmic domains and
pITAMS do not compete for binding to Syk (20, 22) and are in fact
additive when used in combination to activate this kinase (22),
which suggests independent modes of binding. Modeling of the
ceftazidime binding pockets in the Syk tandem SH2 domains
identified 2 major interaction clusters that were outside of
regions important for interaction between pITAM peptides and
Syk (Figure 5). These appeared to be at an interface between the
SH2 domains and interdomain A region. This mode of binding is
consistent with the lack of effect of ceftazidime on Syk kinase
activity (Figure 6C), the relatively poor antagonist activity of
ceftazidime against pITAM:Syk interactions (Figure 6B), and the
lack of effect of ceftazidime on FcRg1 signaling through Syk (Figure
6D). Further high-resolution structural and biochemical studies are
necessary to definitively identify a mode of binding of antagonists
such as cefsulodin and ceftazidime to the Syk tandem SH2 domains
(including potential covalent modification), along with integrin b-
chain cytoplasmic domain interactions with the Syk tandem SH2
domains. These studies may also aid in identifying specific regions
in the tandem SH2 domains of Syk that specifically interact with
integrin b-chain cytoplasmic domains.

A limitation of this work is that the screens performed were
cell free, which precluded identifying small molecule compounds
that could both inhibit integrin cytoplasmic domain interactions
with Syk and accumulate intracellularly. As such, the compounds
identified had to be loaded into THP-1 cells by glycerol shock to
demonstrate their effects on integrin signaling in cells (Figure 6).
Studies are currently ongoing to identify small molecule
compounds that are predicted to be membrane permeable and
that models would predict to have a similar mode of binding to
the Syk tandem SH2 domains as the b-lactam antibiotics
identified here. Identifying such compounds will be useful as
chemical probes to ascertain the importance of integrin signaling
via Syk in inflammatory and autoimmune disease models.

Currently, all drugs approved for human use that target
integrin cell adhesion molecules are antagonists that prevent cell
adhesion. These include the aIIbb3 targeting drugs abciximab (51,
52), tirofiban (53, 54), and eftifibatide (55); the a4b1 and a4b7
Frontiers in Immunology | www.frontiersin.org 13
targeting humanized mAb natalizumab (56); the a4b7 humanized
mAb vedolizumab (57, 58); and the aLb2 drugs efalizumab (59)
(withdrawn from the market due to safety concerns) (60) and
lifategrast (61). These first-generation integrin antagonists all
target integrin ectodomains and thus prevent both cell adhesion
and integrin signal transduction. Similarly, inhibitors of Syk that
target its kinase domain, such as fostamatinib (approved for use in
immune thrombocytopenia), lack selectivity (62). Thus, current
inhibitors of Syk have off-target selectivity issues and cannot
differentially inhibit signaling via one upstream receptor over the
other. As demonstrated here and elsewhere (63, 64), identifying
antagonists of integrin cytoplasmic domain interactions with
intracellular signaling effector molecules or adaptor proteins may
lead to selective targeting of integrin signaling pathways that
contribute to disease pathogenesis, while limiting the effects on
cell adhesion, thereby leaving potentially beneficial integrin
signaling pathways intact.
DATA AVAILABILITY STATEMENT

The raw data supporting the conclusions of this article will be
made available by the authors, without undue reservation.
AUTHOR CONTRIBUTIONS

Conceptualization, DW and CS. Methodology, DW, CS, DB, PV,
and JC. Validation, AK, GB, and NN. Formal Analysis, JC, AA,
SA, HP. Investigation, DB, AK, NN, GB, AC, CG, HP, SG, and
SL. Data Curation, CS. Writing—Original Draft, DW, DB, JC,
and AC. Writing—Review and Editing, DW, DB, JC, AC, AK,
CS, PV. Visualization, DW, AC, and JC. Supervision, DW, PV,
JC, and CS. Funding Acquisition, DW, CS, and JC. All authors
contributed to the article and approved the submitted version.
FUNDING

Grant support: R01AI095575 (DW). Microsoft CRM:0740135
and CACDS SeFAC:63445-B5006 provided support for
computational resources (JC).
ACKNOWLEDGMENTS

The authors would like to thank Alon Azares, FCS, and the THI
Flow Cytometry Core for expert technical support. We also
thank Rebecca Bartow, PhD, of The Texas Heart Institute for
editorial assistance in the preparation of the manuscript.
SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online
at: https://www.frontiersin.org/articles/10.3389/fimmu.2020.
575085/full#supplementary-material
January 2021 | Volume 11 | Article 575085

https://www.frontiersin.org/articles/10.3389/fimmu.2020.575085/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fimmu.2020.575085/full#supplementary-material
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles


Bakthavatsalam et al. Identifying Inhibitors of Integrin: Syk Interactions
REFERENCES

1. Hynes RO. Integrins: bidirectional, allosteric signaling machines. Cell (2002)
110:673–87. doi: 10.1016/S0092-8674(02)00971-6

2. Schwartz MA, Schaller MD, Ginsberg MH. Integrins: emerging paradigms of
signal transduction. Annu Rev Cell Dev Biol (1995) 11:549–99. doi: 10.1146/
annurev.cb.11.110195.003001

3. Desgrosellier JS, Cheresh DA. Integrins in cancer: biological implications and
therapeutic opportunities. Nat Rev Cancer (2010) 10:9–22. doi: 10.1038/nrc2748

4. Abram CL, Lowell CA. The ins and outs of leukocyte integrin signaling.Annu Rev
Immunol (2009) 27:339–62. doi: 10.1146/annurev.immunol.021908.132554

5. Steinman L. A molecular trio in relapse and remission in multiple sclerosis.
Nat Rev Immunol (2009) 9:440–7. doi: 10.1038/nri2548

6. Galkina E, Ley K. Immune and inflammatory mechanisms of atherosclerosis
(*). Annu Rev Immunol (2009) 27:165–97. doi: 10.1146/annurev.immunol.
021908.132620

7. Hansson GK, Libby P. The immune response in atherosclerosis: a double-
edged sword. Nat Rev Immunol (2006) 6:508–19. doi: 10.1038/nri1882

8. Shattil SJ, Kim C, Ginsberg MH. The final steps of integrin activation: the end
game. Nat Rev Mol Cell Biol (2010) 11:288–300. doi: 10.1038/nrm2871

9. Herter J, Zarbock A, Integrin regulation during leukocyte recruitment.
J Immunol (2013) 190:4451–7. doi: 10.4049/jimmunol.1203179

10. Mocsai A, Abram CL, Jakus Z, Hu Y, Lanier LL, Lowell CA. Integrin signaling
in neutrophils and macrophages uses adaptors containing immunoreceptor
tyrosine-based activation motifs. Nat Immunol (2006) 7:1326–33. doi:
10.1038/ni1407

11. Mocsai A, Zhou M, Meng F, Tybulewicz VL, Lowell CA. Syk is required for
integrin signaling in neutrophils. Immunity (2002) 16:547–58. doi: 10.1016/
S1074-7613(02)00303-5

12. Turner M, Schweighoffer E, Colucci F, Di Santo JP, Tybulewicz VL. Tyrosine
kinase SYK: essential functions for immunoreceptor signalling. Immunol
Today (2000) 21:148–54. doi: 10.1016/S0167-5699(99)01574-1

13. Abram CL, Lowell CA. Convergence of immunoreceptor and integrin signaling.
Immunol Rev (2007) 218:29–44. doi: 10.1111/j.1600-065X.2007.00531.x

14. Jakus Z, Fodor S, Abram CL, Lowell CA, Mocsai A. Immunoreceptor-like
signaling by beta 2 and beta 3 integrins. Trends Cell Biol (2007) 17:493–501.
doi: 10.1016/j.tcb.2007.09.001

15. Clark EA, Brugge JS. Redistribution of activated pp60c-src to integrin-
dependent cytoskeletal complexes in thrombin-stimulated platelets. Mol Cell
Biol (1993) 13:1863–71. doi: 10.1128/MCB.13.3.1863

16. Clark EA, Shattil SJ, Brugge JS. Regulation of protein tyrosine kinases in platelets.
Trends Biochem Sci (1994) 19:464–9. doi: 10.1016/0968-0004(94)90131-7

17. Clark EA, Shattil SJ, Ginsberg MH, Bolen J, Brugge JS. Regulation of the
protein tyrosine kinase pp72syk by platelet agonists and the integrin alpha IIb
beta 3. J Biol Chem (1994) 269:28859–64.

18. Lin TH, Rosales C, Mondal K, Bolen JB, Haskill S, Juliano RL. Integrin-
mediated tyrosine phosphorylation and cytokine message induction in
monocytic cells. A possible signaling role for the Syk tyrosine kinase. J Biol
Chem (1995) 270:16189–97. doi: 10.1074/jbc.270.27.16189

19. Vines CM, Potter JW, Xu Y, Geahlen RL, Costello PS, Tybulewicz VL, et al.
Inhibition of beta 2 integrin receptor and Syk kinase signaling in monocytes
by the Src family kinase Fgr. Immunity (2001) 15:507–19. doi: 10.1016/S1074-
7613(01)00221-7

20. Woodside DG, Obergfell A, Leng L, Wilsbacher JL, Miranti CK, Brugge JS, et al.
Activation of Syk protein tyrosine kinase through interaction with integrin beta
cytoplasmic domains. Curr Biol (2001) 11:1799–804. doi: 10.1016/S0960-9822
(01)00565-6

21. Woodside DG, Obergfell A, Talapatra A, Calderwood DA, Shattil SJ, Ginsberg
MH. The N-terminal SH2 domains of Syk and ZAP-70 mediate
phosphotyrosine-independent binding to integrin beta cytoplasmic
domains. J Biol Chem (2002) 277:39401–8. doi: 10.1074/jbc.M207657200

22. Antenucci L, Hytonen VP, Ylanne J. Phosphorylated immunoreceptor
tyrosine-based activation motifs and integrin cytoplasmic domains activate
spleen tyrosine kinase via distinct mechanisms. J Biol Chem (2018) 293:4591–
602. doi: 10.1074/jbc.RA117.000660

23. Mocsai A, Ruland J, Tybulewicz VL. The SYK tyrosine kinase: a crucial player
in diverse biological functions. Nat Rev Immunol (2010) 10:387–402. doi:
10.1038/nri2765
Frontiers in Immunology | www.frontiersin.org 14
24. Bakthavatsalam D, Soung RH, Tweardy DJ, Chiu W, Dixon RA, Woodside
DG. Chaperonin-containing TCP-1 complex directly binds to the cytoplasmic
domain of the LOX-1 receptor. FEBS Lett (2014) 588:2133–40. doi: 10.1016/
j.febslet.2014.04.049

25. Shiue L, Green J, Green OM, Karas JL, Morgenstern JP, Ram MK, et al.
Interaction of p72syk with the gamma and beta subunits of the high-affinity
receptor for immunoglobulin E.Mol Cell Biol (1995) 15:272–81. doi: 10.1128/
MCB.15.1.272

26. Glickman JF, Wu X, Mercuri R, Illy C, Bowen BR, He Y, et al. A comparison of
ALPHAScreen, TR-FRET, and TRF as assay methods for FXR nuclear
receptors. J Biomol Screen (2002) 7:3–10. doi: 10.1177/108705710200700102

27. Ungermannova D, Lee J, Zhang G, Dallmann HG, McHenry CS, Liu X. High-
throughput screening AlphaScreen assay for identification of small-molecule
inhibitors of ubiquitin E3 ligase SCFSkp2-Cks1. J Biomol Screen (2013)
18:910–20. doi: 10.1177/1087057113485789

28. Takakuma K, Ogo N, Uehara Y, Takahashi S, Miyoshi N, Asai A. Novel
multiplexed assay for identifying SH2 domain antagonists of STAT family
proteins. PloS One (2013) 8:e71646. doi: 10.1371/journal.pone.0071646

29. Serrao E, Xu ZL, Debnath B, Christ F, Debyser Z, Long YQ, et al. Discovery of
a novel 5-carbonyl-1H-imidazole-4-carboxamide class of inhibitors of the
HIV-1 integrase-LEDGF/p75 interaction. Bioorg Med Chem (2013) 21:5963–
72. doi: 10.1016/j.bmc.2013.07.047

30. Ullman EF, Kirakossian H, Singh S, Wu ZP, Irvin BR, Pease JS, et al.
Luminescent oxygen channeling immunoassay: measurement of particle
binding kinetics by chemiluminescence. Proc Natl Acad Sci U S A (1994)
91:5426–30. doi: 10.1073/pnas.91.12.5426

31. Rueden CT, Schindelin J, Hiner MC, DeZonia BE, Walter AE, Arena ET, et al.
ImageJ2: ImageJ for the next generation of scientific image data. BMC Bioinf
(2017) 18:529. doi: 10.1186/s12859-017-1934-z

32. Calcium phosphate–mediated transfection of eukaryotic cells. Nat Methods
(2005) 2:319. doi: 10.1038/nmeth0405-319

33. Nellen W, Silan C, Firtel RA. DNA-mediated transformation in Dictyostelium
discoideum: regulated expression of an actin gene fusion.Mol Cell Biol (1984)
4:2890–8. doi: 10.1128/MCB.4.12.2890

34. Craft JW Jr, Legge GB. An AMBER/DYANA/MOLMOL phosphorylated
amino acid library set and incorporation into NMR structure calculations.
J Biomol NMR (2005) 33:15–24. doi: 10.1007/s10858-005-1199-0

35. Craft JW Jr, Shen TW, Brier LM, Briggs JM. Biophysical characteristics of
cholera toxin and Escherichia coli heat-labile enterotoxin structure and
chemistry lead to differential toxicity. J Phys Chem B (2015) 119:1048–61.
doi: 10.1021/jp506509c

36. Gradler U, Schwarz D, Dresing V, Musil D, Bomke J, Frech M, et al. Structural
and biophysical characterization of the Syk activation switch. J Mol Biol (2013)
425:309–33. doi: 10.1016/j.jmb.2012.11.007

37. Trott O, Olson AJ. AutoDock Vina: improving the speed and accuracy of
docking with a new scoring function, efficient optimization, and
multithreading. J Comput Chem (2010) 31:455–61. doi: 10.1002/jcc.21334

38. Forli S, Huey R, Pique ME, Sanner MF, Goodsell DS, Olson AJ.
Computational protein-ligand docking and virtual drug screening with the
AutoDock suite. Nat Protoc (2016) 11:905–19. doi: 10.1038/nprot.2016.051

39. Pfaff M, Liu S, Erle DJ, Ginsberg MH. Integrin beta cytoplasmic domains
differentially bind to cytoskeletal proteins. J Biol Chem (1998) 273:6104–9. doi:
10.1074/jbc.273.11.6104

40. Chu DH, Morita CT, Weiss A. The Syk family of protein tyrosine kinases in T-
cell activation and development. Immunol Rev (1998) 165:167–80. doi:
10.1111/j.1600-065X.1998.tb01238.x

41. Yan SR, Berton G. Antibody-induced engagement of beta2 integrins in human
neutrophils causes a rapid redistribution of cytoskeletal proteins, Src-family
tyrosine kinases, and p72syk that precedes de novo actin polymerization.
J Leukoc Biol (1998) 64:401–8. doi: 10.1002/jlb.64.3.401

42. Crowley MT, Costello PS, Fitzer-Attas CJ, Turner M, Meng F, Lowell C, et al.
A critical role for Syk in signal transduction and phagocytosis mediated by
Fcgamma receptors on macrophages. J Exp Med (1997) 186:1027–39. doi:
10.1084/jem.186.7.1027

43. Futterer K,Wong J, Grucza RA, Chan AC, Waksman G. Structural basis for Syk
tyrosine kinase ubiquity in signal transduction pathways revealed by the crystal
structure of its regulatory SH2 domains bound to a dually phosphorylated
ITAM peptide. J Mol Biol (1998) 281:523–37. doi: 10.1006/jmbi.1998.1964
January 2021 | Volume 11 | Article 575085

https://doi.org/10.1016/S0092-8674(02)00971-6
https://doi.org/10.1146/annurev.cb.11.110195.003001
https://doi.org/10.1146/annurev.cb.11.110195.003001
https://doi.org/10.1038/nrc2748
https://doi.org/10.1146/annurev.immunol.021908.132554
https://doi.org/10.1038/nri2548
https://doi.org/10.1146/annurev.immunol.021908.132620
https://doi.org/10.1146/annurev.immunol.021908.132620
https://doi.org/10.1038/nri1882
https://doi.org/10.1038/nrm2871
https://doi.org/10.4049/jimmunol.1203179
https://doi.org/10.1038/ni1407
https://doi.org/10.1016/S1074-7613(02)00303-5
https://doi.org/10.1016/S1074-7613(02)00303-5
https://doi.org/10.1016/S0167-5699(99)01574-1
https://doi.org/10.1111/j.1600-065X.2007.00531.x
https://doi.org/10.1016/j.tcb.2007.09.001
https://doi.org/10.1128/MCB.13.3.1863
https://doi.org/10.1016/0968-0004(94)90131-7
https://doi.org/10.1074/jbc.270.27.16189
https://doi.org/10.1016/S1074-7613(01)00221-7
https://doi.org/10.1016/S1074-7613(01)00221-7
https://doi.org/10.1016/S0960-9822(01)00565-6
https://doi.org/10.1016/S0960-9822(01)00565-6
https://doi.org/10.1074/jbc.M207657200
https://doi.org/10.1074/jbc.RA117.000660
https://doi.org/10.1038/nri2765
https://doi.org/10.1016/j.febslet.2014.04.049
https://doi.org/10.1016/j.febslet.2014.04.049
https://doi.org/10.1128/MCB.15.1.272
https://doi.org/10.1128/MCB.15.1.272
https://doi.org/10.1177/108705710200700102
https://doi.org/10.1177/1087057113485789
https://doi.org/10.1371/journal.pone.0071646
https://doi.org/10.1016/j.bmc.2013.07.047
https://doi.org/10.1073/pnas.91.12.5426
https://doi.org/10.1186/s12859-017-1934-z
https://doi.org/10.1038/nmeth0405-319
https://doi.org/10.1128/MCB.4.12.2890
https://doi.org/10.1007/s10858-005-1199-0
https://doi.org/10.1021/jp506509c
https://doi.org/10.1016/j.jmb.2012.11.007
https://doi.org/10.1002/jcc.21334
https://doi.org/10.1038/nprot.2016.051
https://doi.org/10.1074/jbc.273.11.6104
https://doi.org/10.1111/j.1600-065X.1998.tb01238.x
https://doi.org/10.1002/jlb.64.3.401
https://doi.org/10.1084/jem.186.7.1027
https://doi.org/10.1006/jmbi.1998.1964
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles


Bakthavatsalam et al. Identifying Inhibitors of Integrin: Syk Interactions
44. Okazaki H, Zhang J, Hamawy MM, Siraganian RP. Activation of protein-
tyrosine kinase Pyk2 is downstream of Syk in FcepsilonRI signaling. J Biol
Chem (1997) 272:32443–7. doi: 10.1074/jbc.272.51.32443

45. Kadkhodayan S, Elliott LO, Mausisa G, Wallweber HA, Deshayes K, Feng B,
et al. Evaluation of assay technologies for the identification of protein-Peptide
interaction antagonists. Assay Drug Dev Technol (2007) 5:501–13. doi:
10.1089/adt.2007.070

46. Cimmperman P, Baranauskiene L, Jachimoviciute S, Jachno J, Torresan J,
Michailoviene V, et al. A quantitative model of thermal stabilization and
destabilization of proteins by ligands. Biophys J (2008) 95:3222–31. doi:
10.1529/biophysj.108.134973

47. Gao J, Zoller KE, Ginsberg MH, Brugge JS, Shattil SJ. Regulation of the
pp72syk protein tyrosine kinase by platelet integrin alpha IIb beta 3. EMBO J
(1997) 16:6414–25. doi: 10.1093/emboj/16.21.6414

48. Hughes CE, Finney BA, Koentgen F, Lowe KL, Watson SP. The N-terminal
SH2 domain of Syk is required for (hem)ITAM, but not integrin, signaling in
mouse platelets. Blood (2015) 125:144–54. doi: 10.1182/blood-2014-05-
579375

49. Abtahian F, Bezman N, Clemens R, Sebzda E, Cheng L, Shattil SJ, et al.
Evidence for the requirement of ITAM domains but not SLP-76/Gads
interaction for integrin signaling in hematopoietic cells. Mol Cell Biol
(2006) 26:6936–49. doi: 10.1128/MCB.01040-06

50. Kimura T, Sakamoto H, Appella E, Siraganian RP. Conformational changes
induced in the protein tyrosine kinase p72syk by tyrosine phosphorylation or
by binding of phosphorylated immunoreceptor tyrosine-based activation
motif peptides. Mol Cell Biol (1996) 16:1471–8. doi: 10.1128/MCB.16.4.1471

51. The EPIC Investigation. Use of a monoclonal antibody directed against the
platelet glycoprotein IIb/IIIa receptor in high-risk coronary angioplasty.
N Engl J Med (1994) 330:956–61. doi: 10.1056/NEJM199404073301402

52. The EPILOG Investigators. Platelet glycoprotein IIb/IIIa receptor blockade
and low-dose heparin during percutaneous coronary revascularization. N Engl
J Med (1997) 336:1689–96. doi: 10.1056/NEJM199706123362401

53. Platelet Receptor Inhibition in Ischemic Syndrome Management in Patients
Limited by Unstable, SSymptoms Study, I. Inhibition of the platelet
glycoprotein IIb/IIIa receptor with tirofiban in unstable angina and non-Q-
wave myocardial infarction. N Engl J Med (1998) 338:1488–97. doi: 10.1056/
NEJM199805213382102

54. Platelet Receptor Inhibition in Ischemic Syndrome Management Study, I. A
comparison of aspirin plus tirofiban with aspirin plus heparin for unstable angina.
N Engl J Med (1998) 338:1498–505. doi: 10.1056/NEJM199805213382103

55. The PURSUIT Trial Investigators. Inhibition of platelet glycoprotein IIb/IIIa with
eptifibatide in patients with acute coronary syndromes. Platelet Glycoprotein IIb/
IIIa in Unstable Angina: Receptor Suppression Using Integrilin Therapy.N Engl J
Med (1998) 339:436–43. doi: 10.1056/NEJM199808133390704
Frontiers in Immunology | www.frontiersin.org 15
56. Polman CH, O’Connor PW, Havrdova E, Hutchinson M, Kappos L, Miller
DH, et al. A randomized, placebo-controlled trial of natalizumab for relapsing
multiple sclerosis. N Engl J Med (2006) 354:899–910. doi: 10.1056/
NEJMoa044397

57. Feagan BG, Rutgeerts P, Sands BE, Hanauer S, Colombel JF, Sandborn WJ,
et al. Vedolizumab as induction and maintenance therapy for ulcerative
colitis. N Engl J Med (2013) 369:699–710. doi: 10.1056/NEJMoa1215734

58. Sandborn WJ, Feagan BG, Rutgeerts P, Hanauer S, Colombel JF, Sands BE,
et al. Vedolizumab as induction and maintenance therapy for Crohn’s disease.
N Engl J Med (2013) 369:711–21. doi: 10.1056/NEJMoa1215739

59. Lebwohl M, Tyring SK, Hamilton TK, Toth D, Glazer S, Tawfik NH, et al. A
novel targeted T-cell modulator, efalizumab, for plaque psoriasis. N Engl J
Med (2003) 349:2004–13. doi: 10.1056/NEJMoa030002

60. Molloy ES, Calabrese LH. Therapy: Targeted but not trouble-free: efalizumab
and PML. Nat Rev Rheumatol (2009) 5:418–9. doi: 10.1038/nrrheum.2009.142

61. Sheppard JD, Torkildsen GL, Lonsdale JD, D’Ambrosio FA Jr, McLaurin EB,
Eiferman RA, et al. Lifitegrast ophthalmic solution 5.0% for treatment of dry
eye disease: results of the OPUS-1 phase 3 study. Ophthalmology (2014)
121:475–83. doi: 10.1016/j.ophtha.2013.09.015

62. Rolf MG, Curwen JO, Veldman-Jones M, Eberlein C, Wang J, Harmer A, et al.
In vitro pharmacological profiling of R406 identifies molecular targets
underlying the clinical effects of fostamatinib. Pharmacol Res Perspect
(2015) 3:e00175. doi: 10.1002/prp2.175

63. Ambroise Y, Yaspan B, Ginsberg MH, Boger DL. Inhibitors of cell migration
that inhibit intracellular paxillin/alpha4 binding: a well-documented use of
positional scanning libraries. Chem Biol (2002) 9:1219–26. doi: 10.1016/
S1074-5521(02)00246-6

64. Gong H, Shen B, Flevaris P, Chow C, Lam SC, Voyno-Yasenetskaya TA, et al.
G protein subunit Galpha13 binds to integrin alphaIIbbeta3 and mediates
integrin “outside-in” signaling. Science (2010) 327:340–3. doi: 10.1126/
science.1174779

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Copyright © 2021 Bakthavatsalam, Craft, Kazansky, Nguyen, Bae, Caivano,
Gundlach, Aslam, Ali, Gupta, Lin, Parthiban, Vanderslice, Stephan and Woodside.
This is an open-access article distributed under the terms of the Creative Commons
Attribution License (CC BY). The use, distribution or reproduction in other forums is
permitted, provided the original author(s) and the copyright owner(s) are credited and
that the original publication in this journal is cited, in accordance with accepted
academic practice. No use, distribution or reproduction is permitted which does not
comply with these terms.
January 2021 | Volume 11 | Article 575085

https://doi.org/10.1074/jbc.272.51.32443
https://doi.org/10.1089/adt.2007.070
https://doi.org/10.1529/biophysj.108.134973
https://doi.org/10.1093/emboj/16.21.6414
https://doi.org/10.1182/blood-2014-05-579375
https://doi.org/10.1182/blood-2014-05-579375
https://doi.org/10.1128/MCB.01040-06
https://doi.org/10.1128/MCB.16.4.1471
https://doi.org/10.1056/NEJM199404073301402
https://doi.org/10.1056/NEJM199706123362401
https://doi.org/10.1056/NEJM199805213382102
https://doi.org/10.1056/NEJM199805213382102
https://doi.org/10.1056/NEJM199805213382103
https://doi.org/10.1056/NEJM199808133390704
https://doi.org/10.1056/NEJMoa044397
https://doi.org/10.1056/NEJMoa044397
https://doi.org/10.1056/NEJMoa1215734
https://doi.org/10.1056/NEJMoa1215739
https://doi.org/10.1056/NEJMoa030002
https://doi.org/10.1038/nrrheum.2009.142
https://doi.org/10.1016/j.ophtha.2013.09.015
https://doi.org/10.1002/prp2.175
https://doi.org/10.1016/S1074-5521(02)00246-6
https://doi.org/10.1016/S1074-5521(02)00246-6
https://doi.org/10.1126/science.1174779
https://doi.org/10.1126/science.1174779
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

	Identification of Inhibitors of Integrin Cytoplasmic Domain Interactions With Syk
	Introduction
	Materials and Methods
	Cell Lines
	Sources of Cell Lines
	Culture and Maintenance of Cell Lines

	Method Details
	β3 Peptides
	GST-Syk Constructs
	Protein Purification
	Biotinylated GST
	Primary and Null Amplified Luminescent Proximity Homogeneous Assay (AlphaScreen)
	ELISA-Based Orthogonal Assays
	Thermal Denaturation Assays
	Peptide Affinity Pull-Down Assays
	Glycerol Facilitated Compound Loading
	Syk Phosphorylation
	Quantitative PCR

	Modeling
	Quantification and Statistical Analysis

	Results
	Integrin Activation of Syk and Direct Binding of Syk to the Integrin β3 Cytoplasmic Domain
	HTS Assay Validation and Screen of Prestwick Chemical Library Collection
	Hit Potency and Orthogonal Screens
	Effects of Ceftazidime on Integrin Signaling via Syk
	Modeling Ceftazidime Binding to Syk Tandem SH2 Domains
	Ceftazidime and Selective Inhibition of Integrin Signaling via Syk

	Discussion
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


