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Gnb isoforms control a signaling pathway comprising Racl, Plcf32, and
Plc33 leading to LFA-1 activation and neutrophil arrest in vivo
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Chemokines are required for leukocyte recruitment and appropriate host defense and act
through G protein-coupled receptors (GPCRs), which induce downstream signaling

¢ Gnb isoforms are centrally
involved in Rac1-dependent
chemokine-induced LFA-1
activation.

¢ PlIcB2 and PIcB3 function
nonredundantly to produce
inositol triphosphate with
subsequent calcium flux
leading to LFA-1 activation.

leading to integrin activation. Although the « and B subunits of the GPCRs are the first
intracellular molecules that transduce signals after ligand binding and are therefore
indispensable for downstream signaling, relatively little is known about their contribution
to lymphocyte function-associated antigen 1 (LFA-1) activation and leukocyte re-
cruitment. We used knockout mice and short hairpin RNA to knock down guanine
nucleotide binding protein (GNB) isoforms (GNB1, GNB2, GNB4, and GNB5) in HL60 cells
and primary murine hematopoietic cells. Neutrophil function was assessed by using in-
travital microscopy, flow chamber assays, and chemotaxis and biochemistry studies.
We unexpectedly discovered that all expressed GNB isoforms are required for LFA-1
activation. Their downregulation led to a significant impairment of LFA-1 activation,
which was demonstrated in vitro and in vivo. Furthermore, we showed that GPCR
activation leads to Ras-related C3 botulinum toxin substrate 1 (Rac1)-dependent activation of both phospholipase C 2 (Plc2) and
PlcB3. They act nonredundantly to produce inositol triphosphate-mediated intracellular Ca®* flux and LFA-1 activation that
support chemokine-induced arrest in vivo. In a complex inflammatory disease model, Plcp2-, Plcp3-, or Rac1-deficient mice were
protected from lipopolysaccharide-induced lung injury. Taken together, we demonstrated that all Gnb isoforms are required for
chemokine-induced downstream signaling, and Rac1, Plcf32, and Plcp3 are critically involved in integrin activation and leukocyte

arrest. (Blood. 2016;127(3):314-324)

Introduction

During inflammation, leukocytes get recruited in a coordinated se-
quence of events. On their way to sites of inflammation, they integrate a
variety of inflammatory signals leading to integrin activation.'* Neu-
trophils express two {3, integrins, macrophage-1 antigen (Mac-1) and
LFA-1, which support distinct steps during cell arrest and migration on
inflamed endothelium. LFA-1 mediates chemokine-induced arrest,
whereas Mac-1 is required for postadhesion strengthening and
intravascular crawling.> LFA-1 is expressed at low affinity on
unactivated neutrophils and, with activation, a conformational shift
in the presentation of its headpiece influences the affinity for ligand
binding. Low-affinity integrins persist in a bent conformation, and
intermediate affinity is characterized by an extended conformation with
a closed headpiece. The high-affinity integrin is characterized by the
fully extended conformation of the integrin with an open headpiece.*
Avidity denotes the stability of integrin-mediated cell adhesion and
is primarily influenced by membrane rearrangement of integrin
receptors from sparse to dense clusters that promote multivalent

binding.>> Chemokine binding to G protein-coupled receptors
(GPCRs) rapidly triggers the high-affinity conformation of integrins.
Once a sufficient number of integrins adopt a fully activated state, they
can bind to their ligands, an important step in leukocyte recruitment.

GPCRs are 7 transmembrane proteins that are identified by the
combination of a particular « subunit paired with a By complex. Gojp
was shown to play an important role in neutrophil chemokine-induced
arrest,” whereas the role of the By complex in inflammation is only
poorly understood. Theoretically, 60 By variations can be formed
because there are 5 different (3 and 12 different -y subunits, which are
highly conserved among mammalian species.® Upon stimulation, the
o subunit and the 3y complex dissociate and GDP gets released from
the o subunit resulting in new capturing of GTP that leads to an active
signaling complex.’ Active Ge; subunits can subsequently activate
small GTPases. For instance, Ga;-dependent Ras activation sub-
sequently leads to the activation of PI3K by binding to its catalytic
subunit.'°
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The By subunit has been shown to interact with a number of
molecules, including PI3K isoforms,'' p110B'2, PDZ proteins, '
guanine nucleotide exchange factors such as P-Rex,'* and protein
kinase D.'

A prominent downstream effector of GPCR signaling is the family
of phospholipase C 3 (PlcR). It consists of 4 isoforms, but only Plc32
and Plc3 are expressed in hematopoietic cells. One study using
primary neutrophils demonstrated that the chemokine receptor CXCR2
forms a complex with Plc32. Disrupting this complex impairs calcium
flux, neutrophil chemotaxis, and migration upon chemokine stimula-
tion.'® However, it is still unknown which molecules are involved in
this complex and which molecule directly activates Plc3 isoforms.
Biochemical experiments showed that the small GTPase Racl is a
common binding partner of PlcB2 and to a lesser extent Plc@3.'"'®
Racl is involved in chemoattractant-induced formation and stabiliza-
tion of the leading edge of migrating cells, such that enhanced
activation of Racl and Rac2 by ArhGAP15 deficiency can elicit an
increase in GPCR-induced migration.'® To date, nothing is known
about the role of Racl in chemokine-induced integrin activation
and neutrophil recruitment in vivo.

In this study, we demonstrate in the human HL60 myeloid cell line
as well as in primary murine neutrophils that 1, 32, 4, and 35
subunits are indispensable for GPCR-mediated integrin activation and
leukocyte recruitment. We further show that downstream of hetero-
trimeric G proteins, Racl is activated and is required for the activation
of Plcf32 and Plc33 leading to the generation of inositol triphosphate
(IP5) and subsequent calcium flux. Our findings indicate that chemo-
kine signaling of these Plc isoforms results in additive and nonredun-
dant activation of LFA-1-mediated arrest and leukocyte recruitment in
lipopolysaccharide (LPS) -induced lung injury.

Methods

Adhesion flow chamber

Protein G—coated glass capillaries were coated with P-selectin (20 wg/mL),
interleukin-8 (IL-8; 50 wg/mL, PeproTech), and immunoglobulin G1 (IgGl;
5 ng/mL) or monoclonal antibody 24 (mAb24; 5 pg/mL). HL60 cells were
resuspended in human plasma (5 X 10° cells per milliliter). Flow chambers were
perfused with the cell suspension for 2 minutes followed by phosphate-buffered
saline for 1 minute. In some experiments, HL60 cells were pre-incubated
(30 minutes, room temperature, 1 M) with transactivator of transcription (TAT)
constitutive active Racl (TAT-CA Racl) or TAT wild-type Racl (TAT-WT
Rac1).?® In representative images, the number of cells per field of view was
determined.

Chemotaxis

HL60 cells (4 X 10*) or bone marrow—derived neutrophils (1 X 10°) were seeded
into fibronectin-coated p-Slides (ibidi) and were incubated for 90 minutes (37°C,
5% CO,). The remaining chambers were filled with medium, and a gradient
was applied (IL-8 or CXCLI, 10 pg/mL) according to the manufacturer’s
instructions. Chemotactic migration was recorded over a time frame of 4 hours
using an Axio Observer (X 10 magnification) in an incubation chamber (37°C,
5% CO,), and cell movement was analyzed by using ImagelJ software.

ICAM-1 binding assay

Murine bone marrow—derived neutrophils or HL60 cells were isolated and
suspended in Hanks balanced salt solution (HBSS; 1 mM CaCl,/MgCl,).
Polymorphonuclear neutrophils (PMNs) cells were pre-incubated with anti-
CD11b (clone M1/70; 10 pg/mL) to prevent ICAM-1 binding to Mac-1 and were
left unstimulated or stimulated with CXCL1 or IL-8 (100 ng/mL, 3 minutes,
37°C; PeproTech), in the presence of ICAM-1/Fc (20 pg/mL; R&D Systems)
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Table 1. Relative expression of GNB isoforms in different
shRNA-transduced HL60 cell lines

GNB1 (SD) GNB2 (SD) GNB4 (SD) GNBS5 (SD)
shGNB1  0.37 (+ 0.15)*  1.13(x 0.19)  1.07 (+ 0.28)  1.19 ( 0.06)
shGNB2  1.46 (+ 0.29)  0.05 (x 0.01)*  0.89 (+ 0.13)  0.93 (+ 0.11)
shGNB4  1.14 (+ 0.08)  1.29 (+ 0.09)  0.12 (+ 0.02)*  1.27 (* 0.21)
shGNB5  1.15(+ 0.16)  1.02 (x 0.17)  0.95(+ 0.11)  0.10 (+ 0.03)*

Values indicate x-fold induction of the expression of the respective molecules in
comparison with cells transduced with a nonsilencing scrambled construct. Expres-
sion levels were evaluated in a quantitative reverse-transcription polymerase chain
reaction using gene-specific primer and probes (n = 4 experiments).

SD, standard deviation.

*P < .05 vs gene expression in scrambled cells.

and allophycocyaninconjugated anti-human IgG1 (Fc-specific; Southern Bio-
technology). ICAM-1 binding was measured by using flow cytometry.

Calcium flux

Cells were resuspended (2 X 10%mL) in N-2-hydroxyethylpiperazine-N'-2-
ethanesulfonic acid (HEPES) -buffered Tyrode solution,! incubated with 1 M
Indo-1 (Molecular Probes) for 1 hour at 37°C, washed, and resuspended in
HEPES-buffered Tyrode solution (1.25 mM calcium). Measurements were
performed by using a FluoroMax-2 spectrofluorometer, visualizing calcium flux
after stimulation with 100 ng/mL. CXCL1 or IL-8 or 4 pg leukotriene B, (LTB,)
at 37°C.

Murine model of LPS-induced pulmonary inflammation

To induce lung injury and pulmonary inflammation, mice were exposed to
nebulized sterile saline as control or to nebulized LPS from Salmonella enteritidis
(500 p.g/mL; Sigma-Aldrich) for 45 minutes, as previously described.? Briefly,
24 hours after LPS inhalation, bronchoalveolar lavage (BAL) fluid was collected,
leukocyte numbers in the BAL fluid were counted by using Kimura staining, and
the percentage of neutrophils was determined by flow cytometry.?

For further information on animals, cell lines and constructs, intravital
microscopy, flow cytometry—based assays, LFA-1 clustering, IP; assay, and
biochemical studies, see supplemental Data available on the Blood Web site.

Results

Downregulation of GNB isoforms or GNAI2 strongly affects
LFA-1 function

PMNs express four different (3 subunit GPCR isoforms: GNB1, GNB2,
GNB4, and GNBS5 (data not shown). We used lentivirally transduced
short hairpin RNA (shRNA) against the respective human GNB
isoforms to specifically knock down GNB expression in the HL60
promyelocytic cell line. Because the different isoforms display high
similarities, we confirmed the specificity of downregulation by using
primer-probe combinations for quantitative reverse-transcription poly-
merase chain reaction specifically for each isoform (Table 1) and
investigated whether other isoforms were affected. We have chosen cell
lines without any significant compensatory changes in GNB expression
for further experiments. We also confirmed the downregulation of the
GNB isoforms at the protein level by flow cytometry, which confirmed
that this approach did not influence expression of GNAI2 or CXCR2
expression or IL-8 binding to CXCR2 and other surface molecules
(Table 2 and supplemental Figure 1A-H).

To identify the role of the different 3 subunits in GPCR-mediated
signaling and integrin activation, we examined the various HL60
knockdown cells in adhesion flow chamber experiments.”>** Flow
chambers were co-coated with P-selectin to capture cells, IL-8 to signal
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Table 2. Relative expression of surface molecules in different shRNA-transduced HL60 cell lines

CD11a (SD) CD11b (SD) CD62L (SD) CD162 (SD) CXCR2 (SD)
shGNB1 1.15 (= 0.04) 1.32 (= 0.23) 0.90 (= 0.07) 1.20 (= 0.08) 1.13 (= 0.39)
shGNB2 0.77 (+ 0.03) 1.20 (= 0.03) 0.82 (+ 0.11) 1.37 (= 0.11) 0.96 (+ 0.23)
shGNB4 0.89 (= 0.07) 1.02 (+ 0.25) 0.86 (= 0.22) 0.94 (= 0.32) 1.06 (+ 0.26)
shGNB5 0.97 (+ 0.29) 0.81 (+ 0.06) 0.98 (+ 0.18) 0.85 (+ 0.21) 0.95 (+ 0.28)
shGNAI2 0.87 (= 0.32) 1.10 (= 0.12) 0.92 (+ 0.07) 0.95 (= 0.19) 1.10 (+ 0.14)

Values indicate x-fold induction of the expression of the different surface molecules in comparison with cells transduced with a nonsilencing scrambled construct.
Expression levels were evaluated by flow cytometry. Differences among different cell lines are not statistically significant (n = 4 experiments).

SD, standard deviation.

activation, and either a control IgG antibody or mAb24, a reporter
antibody that recognizes the high affinity conformation of LFA-1. We
demonstrated that capture of HL60 knockdown cells on P-selectin,
IL-8, and IgG control antibody remained at baseline levels similar to
those of control cells (Figure 1A). In contrast, capture was threefold
higher in flow chambers coated with P-selectin, IL-8, and mAb24. This
increase was significantly decreased to baseline control levels by down-
regulating each of the 3 subunits or the Goj, subunit (Figure 1A).

Because stable neutrophil arrest mediated by LFA-1 requires not
only an upshift in affinity but also in avidity, we investigated LFA-1
clustering after IL-8 stimulation in HL60 cells (Figure 1B). LFA-1
clustering was seen in 70% of IL-8-stimulated cells transduced with the
scrambled construct, whereas HL60 cells transduced with shRNAs
against the GNB isoforms or GNAI2 showed a significantly reduced
level of LFA-1 clustering on activated cells (Figure 1B).
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Furthermore, we examined ICAM-1 binding as a readout of LFA-1
affinity and avidity regulation.** Independent of the transduced con-
struct, unstimulated cells bound equal amounts of ICAM-1 (Figure
1C). After stimulating cells with IL-8, HL60 cells transduced with
a scrambled construct bound significantly more ICAM-1 compared
with unstimulated cells or HL60 cells in which one 8 subunit or Goj,
were downregulated (Figure 1C). To specifically investigate LFA-1
affinity in transduced HL60 cells, we used mAb24 in a flow
cytometry—based assay and confirmed that the upregulation of LFA-1
affinity is significantly reduced in HL60 cells in which the GNB
isoforms are downregulated (supplemental Figure 11I).

GPCR engagement induces IP; production, which subsequently
leads to increased release of intracellular calcium.?® IP; and intra-
cellular calcium concentrations in response to IL-8 stimulation were
observed to increase in cells with scrambled shRNA (Figure 1D-E).
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Figure 1. Downregulation of GNB isoforms or GNAI2
strongly affects LFA-1 function. HL60 cells transduced
with a nonsilencing scrambled (scr) construct or with
shRNAs against GNB1, GNB2, GNB4, GNB5, or GNAI2
were used. (A) Number of adherent cells per field of view
(FOV) in the adhesion flow chamber. Chambers were
coated with P-selectin, IL-8, and either a control I1gG
antibody or with the reporter mAb24 recognizing high-
affinity LFA-1 (n = 4 experiments). *P < .05 vs all other
groups. (B) Transduced HL60 cells were left untreated or

o were stimulated with IL-8, fixed with paraformaldehyde
c-ﬁx (4%), and stained with anti-CD11a and AF488-labeled

secondary antibody to visualize clustered LFA-1 (n = 3

m

Ca? [nM]

experiments). *P < .05 vs all other groups. (C) Flow
cytometry analyzed allophycocyanin (APC)-labeled
ICAM-1 binding in unstimulated (unst.) or IL-8 (100 ng/mL)
stimulated cells (n = 4 experiments). *P < .05 vs all
other groups. (D) Cells were left unstimulated or were
stimulated with IL-8 (100 ng/mL, 3 minutes). The
reaction was stopped by adding trichloroacetic acid,
scr which was later removed by adding 1,1,2-trichloro-

— GNB1 trifluoroethane-trioctylamine. The aqueous IPz-containing
— GNB2 supernatant was used for a competitive radioreceptor
GNB4  assay. Bars indicate IP; concentration in picomoles per
— GNB5 1 X 107 HL60 cells (n = 3 experiments). *P < .05. (E)
GNAI2 Concentration of intracellular calcium measured in Indo-

1-labeled HL60 cells before and after chemokine

time [sec] time [sec]

4 stimulation. Arrow indicates IL-8 or LTB,4 stimulation
(n = 4 experiments). #P < .05 vs all other groups.
MFI, mean fluorescent intensity.
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Figure 2. Knockdown of GNB isoforms signifi- A

cantly impairs RAC1-mediated downstream signal-

ing. (A) Representative western blots of scrambled or RAC1-GTP (23kD)
shRNA-transduced HL60 cells, which were left un-

treated or stimulated with 1L-8 (100 ng/mL), lysed, and total-RAC1(23kD)
used to pull down GTP-bound active RAC1. Total
RAC1 served as loading control (n = 3 experiments).
(B) Number of adherent cells per field of view in the RAC1-GTP (23kD)
adhesion flow chamber after pre-incubation with TAT- total-RAC1(23kD)
WT RAC or (C) TAT-CA RAC construct (n = 4

experiments). *P < .05 vs all other groups. (D-E)

Chemotactic migration of HL60 cells transduced with a

scrambled construct or different shRNAs (n = 3 RAC1-GTP (23kD)
experiments; >60 cells). *P < .05 vs all groups. (D)
Migration velocity and (E) accumulated (accum.) dis-
tance toward the applied IL-8 gradient in the ibidi
w-Slide. (F) Transduced HL60 cells were left unstimu-

total-RAC1(23kD)

lated or incubated with IL-8 (100 ng/mL, 3 minutes, RAC1-GTP (23kD)
37°C), fixed, and permeabilized to stain intracellular

p-p38 MAPK. Staining was analyzed by using flow total-RAC1(23kD)
cytometry (n = 3 experiments). *P < .05 vs all other

groups.
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In cell lines transduced with shRNAs against the different GNB
isoforms or GNAI2, we did not detect a significant increase of IP;
and intracellular calcium levels after IL-8 stimulation (Figure 1D-E).
Likewise, the rapid intracellular calcium flux elicited by LTB,
stimulation was significantly diminished in GNB isoforms or GNAI2
knockdown cells (Figure 1E), expanding the finding to another
Ga;-coupled receptor.®

Knockdown of GNB isoforms significantly impairs
RAC1-mediated downstream signaling

We next analyzed molecules involved in downstream signaling after
GPCR activation and confirmed that RAC1 is activated after IL-8
stimulation in HL60 cells transduced with a nonsilencing construct
(Figure 2A). In contrast, cells with reduced expression of GNBI,
GNB2, GNB4, GNBS, or GNAI2 failed to activate RAC1 (Figure 2A

IL-8

and supplemental Figure 2A-E). We also demonstrated that RAP1 is
not activated in the absence of GNB isoforms (supplemental Figure 2F,
representative pull down experiments). To investigate whether this
reduced activation of RACI is responsible for the observed pheno-
type, we analyzed HL60 cells pre-incubated with TAT peptides
carrying TAT-WT or the RAC1 TAT-CA construct. By using an adhesion
flow chamber (Figure 2B), we demonstrated that HL60 cells with
downregulated GNB or GNAI2 expression together with a WT-RAC
construct failed to adhere to mAb24, indicating that LFA-1 was not
upshifted to the high-affinity conformation (Figure 2B). In contrast,
pre-incubation with a CA-RACI constructresulted in reconstitution of
the signaling pathway and consequently LFA-1 activation and cell
arrest (Figure 2C). These data indicate a nonredundant function of the
different GNB isoforms in GPCR-triggered intracellular signaling
because each was necessary for integrin activation and cell adhesion.
Analyzing chemotaxis of HL60 along a gradient of IL-8 revealed that
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each GNB isoform or GNAI2 contributes to the chemotactic migration of
cells. Cells with downregulated expression of these molecules migrated
at lower velocity (Figure 2D) and for shorter distances (Figure 2E)
because of a reduced persistence during chemotaxis (data not shown) in
comparison with HL60 transduced with a nonsilencing construct.

To confirm whether the intracellular signaling cascade after IL-8
stimulation is also disturbed, we conducted intracellular phosphorylated
P38 (p-p38) MAPK staining and analyzed the staining with flow cy-
tometry (Figure 2F). p38 MAPK was activated after [L-8 stimulation in
cells transduced with the scrambled construct, whereas cells transduced
with shRNAs against the different GNB isoforms or GNAI2 displayed
no significant increase of p38 MAPK phosphorylation (Figure 2F).

Knockdown of Gnb isoforms in primary neutrophils
significantly abolishes chemokine-induced arrest in vivo
and neutrophil migration in vitro

To confirm the physiological relevance of our results obtained with the
human HL60 cell line, we transduced murine hematopoietic stem cells
with shRNAs against the various murine Gnb isoforms and trans-
planted these cells into lethally irradiated WT mice. Subsequently, these
mixed chimeric mice were exposed to LPS-induced lung injury to
investigate neutrophil recruitment into the lung (Figure 3A). Trans-
duced neutrophils were observed to express levels of maturation
markers and adhesion molecules equivalent to those of the scrambled
control construct (supplemental Figure 3A-E).

This method allowed us to compare neutrophil recruitment of
WT cells and shRNA-transduced cells under identical conditions in
vivo. After mice were exposed to nebulized saline, the number of
neutrophils in the bronchoalveolar space in all mice was low. In
response to inhalation of LPS, we observed that scrambled construct
neutrophils were recruited nearly as effectively as untransduced neu-
trophils (no construct), whereas neutrophils transduced with Gnb
shRNAs were significantly less recruited (Figure 3A).

In addition, we performed CXCL1-induced arrest in the cremaster
muscle in mixed chimeric mice to assess microvascular recruitment
efficiency (Figure 3B). Untransduced WT leukocytes and leukocytes
that were transduced with a scrambled construct adhered immediately
after CXCLI1 injection. In contrast, leukocytes transduced with
shRNAs against the various Gnb isoforms failed to adhere to the
vessel wall (Figure 3B).

To investigate LFA-1 function, we analyzed ex vivo ICAM-1
binding capacity. Mice were euthanized, and neutrophils were isolated
and assayed for ICAM-1 binding.>* The advantage of this procedure is
that nontransduced cells served as a positive control within the same
sample receiving the same stimuli and exactly the same treatment. Cells
transduced with nonsilencing scrambled control shRNA showed an
increase of ICAM-1 binding after CXCL1 stimulation similar to that
of the nontransduced cells within the same sample (Figure 3C). In
contrast, cells transduced with shRNAs against Gnb1, Gnb2, Gnb4, or
Gnb5 (Figure 3C) registered significantly less ICAM-1 binding upon
stimulation compared with their nontransduced equivalents within the
same sample. To investigate LFA-1 avidity, we analyzed LFA-1
clustering after CXCL1 stimulation (Figure 3D). We observed an
increase only in the fraction of cells with clustered LFA-1 in non-
transduced cells or those transduced with a scrambled construct. Cells
transduced with Gnb shRNAs did not significantly increase LFA-1
clusters compared with unstimulated cells (Figure 3D).

To confirm that GPCR-induced signaling is impaired in these mice,
we analyzed phosphorylation of p38 MAPK (Figure 3E). In control
cells (no construct/scrambled), phosphorylation of p38 MAPK was
significantly elevated after CXCL1 stimulation, whereas no significant
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increase in the phosphorylation of p38 MAPK was detected in cells
transduced with the various Gnb shRNAs after stimulation (Figure 3E).
We also investigated whether deficiency of Gnb isoforms impairs
chemotactic migration toward a CXCL1 gradient. Again, we observed
that all isoforms are involved in this process. Cells transduced with the
various shRNAs migrated with impaired persistence (Figure 3F) and at
lower velocities (Figure 3G) compared with untransduced cells or those
transfected with a nonsilencing construct. Figure 3H shows represen-
tative migration plots of cell movement of control cells and shRNA-
transduced cells.

GPCR signaling activates Plcp2 and Plcp3 in an
Rac1-dependent manner

Phospholipase C (PLC) is involved in the increase of intracellular
calcium flux after GPCR engagement.> However, it is still unknown
how PLC is activated and which PLC isoform is responsible for the
increase of the intracellular calcium concentration after GPCR en-
gagement in neutrophils. Because Racl is known to interact with
PIcB2 and PlcB3, we investigated the role of these molecules in
GPCR-mediated activation of LFA-1. By using co-immunoprecipitation,
we demonstrated in primary mouse neutrophils that Rac1 complexes
with Plcf2 and Plcf3 in unactivated cells, and its association
increases upon CXCL1 stimulation (Figure 4A). To confirm the
specificity of this association, we performed reciprocal immunopre-
cipitation of Racl and densitometric analysis (Figure 4A and sup-
plemental Figure 4A-B). Data indicate that Rac1, Plcf32, Plc33, and
Gnb isoforms interact with each other to form a complex that is
increased with CXCL1 signaling in primary neutrophils (supple-
mental Figure 4C). Published studies using in vitro systems have
revealed that Racl can bind Plcf isoforms via their pleckstrin
homology (PH) domain.'” By using a pulldown assay, we also
demonstrated that the PH domain of Plcf3 isoforms is able to bind to
Racl (supplemental Figure 4D). To investigate whether the PH do-
mains of Plc32 and Plc33 are necessary for downstream signaling,
integrin activation, and leukocyte recruitment, we performed in vivo
reconstitution experiments with mutant constructs of Plcf2 and
Plcp3 lacking their PH domains. These constructs were expressed in
primary knockout cells, and mixed chimeric mice were generated.
Investigating chemokine-induced arrest in these mice revealed that
full-length complementary DNA constructs of both Plc32 (Figure 4B)
and PlcB3 (Figure 4C) restored PlcB function. In contrast, APH
constructs of Plc2 (Figure 4B) or Plcp3 (Figure 4C) failed to
compensate Plcf deficiency.

To investigate whether Rac1 is upstream or downstream of the Plc3
isoforms, we performed Racl pulldown assays. We found that Racl
was activated after CXCL1 stimulation in WT PMNs, but not in
Gnai2™’~ PMNs (Figure 4D). In contrast, Rac1 was activated in PMNs
deficient for Plc32 and Plc33 (Figure 4D), indicating that neither
PlcB2 nor PlcB3 are involved in activating Racl, whereas upstream
signaling of Ga, is associated with its activation.

Next, we analyzed the role of Plch2™'~, Pleb3™'~, Racl™'~, and
Gnai2™'"~ mice in modulating IP; and intracellular calcium levels
downstream of chemokine stimulation. By using a radioactive binding
assay in which radiolabeled tritiated [3H]IP3 competes with unlabeled
intracellular IP3, we investigated the increase of intracellular IP5 in the
various knockdown cell lines after IL-8 stimulation. We observed that
Plcp2- and Plc33-deficient cells displayed a reduced increase of 1P
generation in comparison with WT PMNs, whereas Racl- and Gnai2-
deficient PMNSs failed to generate an increase in IP; after CXCL1
stimulation (Figure 4E). Accordingly, WT PMNs showed the highest
calcium flux after CXCL1 stimulation (Figure 4F), whereas Plcb27/7,
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Figure 3. Knockdown of Gnb isoforms in primary neutrophils significantly abolishes chemokine-induced arrest in vivo and neutrophil migration in vitro.
Retrovirally transduced hematopoietic stem cells with shRNAs against Gnb1, Gnb2, Gnb4, and Gnb5 or with a scrambled construct were transplanted into lethally irradiated
WT recipients. (A) Mixed chimeric mice were exposed to nebulized saline or LPS to induce lung injury. Data indicate number of neutrophils in the BAL 24 hours after inhalation
of NaCl (left panel) or LPS (right panel) (n = 3). *P < .05 vs all other groups. (B) Mixed chimeric mice were used to investigate CXCL1-induced arrest in the cremaster muscle
(n = 3). *P < .05 vs all other groups. (C) Purified bone marrow—derived neutrophils were used for an ICAM-1-binding assay. During flow cytometry acquisition, cells were
gated into GFP-positive (shRNA-containing) and GFP-negative (WT) cell populations and analyzed for CXCL1-induced increase of bound APC-labeled ICAM-1. Data
represent MFI of APC in nontransduced and transduced cells, both unstimulated and stimulated (n = 4 experiments). *P < .05 vs all other groups. (D) Isolated PMNs from
mixed chimeric mice were left untreated or were stimulated with CXCL1, fixed with paraformaldehyde (4%), and stained with anti-CD11a and AF488-labeled secondary
antibody to visualize clustered LFA-1 (n = 3 experiments). *P < .05 vs all other groups. (E) Purified bone marrow—derived neutrophils were left unstimulated or incubated with
CXCL1 (100 ng/mL, 3 minutes, 37°C), fixed, and permeabilized to stain intracellular p-p38 MAPK. MFI of bound AF647-labeled p38 MAPK antibody was analyzed by using flow
cytometry gating into GFP-positive and GFP-negative populations (n = 3 experiments). *P < .05 vs all other groups. (F-H) Chemotactic migration of purified bone marrow—derived
neutrophils of mixed chimeric mice (n = 3 experiments; >40 cells). *P < .05 vs all groups. (F) Migration directness and (G) migration velocity toward the applied CXCL1 gradient in
the ibidi p-Slide. (H) Representative migration plots of cells transduced with a scrambled construct or with an shRNA against 1 Gnb isoform. Arrow indicates applied CXCL1
gradient. no c., no construct; n.s., not significant.
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Plcb3~'~, and Racl-deficient PMNs had a significantly reduced
calcium flux (Figure 4F).

To investigate LFA-1 activation in the different knockout mouse lines,
we performed an ICAM-1 binding assay. Upon stimulation, WT PMNs
showed a significant increase in ICAM-1 binding (Figure 4G). Plc32- and
Plc33-deficient cells showed reduced ICAM-1 binding compared with
WT-PMNs, whereas cells deficient for Gnai2 or Racl displayed no
increase in ICAM-1 binding after CXCLI stimulation (Figure 4G). To
demonstrate that LFA-1 clustering as a measure of avidity is also affected,
we analyzed LFA-1 clustering in vivo in the inflamed cremaster muscle.
Two hours after tumor necrosis factor-oc application, we injected a
fluorescence-labeled anti-LFA-1 antibody and observed that LFA-1
clustering was significantly reduced in Plc32- and Plc[33-deficient mice
compared with WT mice (Figure 4H). Again, Racl-deficient mice dis-
played even less LFA-1 clustering (Figure 4H). These data demonstrate
that Rac-1 is required for the activation of Plc3 isoforms and the
subsequent IP; generation and calcium flux after GPCR engagement.

To test whether Rac2 is involved in the regulation of intracellular
calcium levels and integrin activation after chemokine stimulation, we
used the Rac inhibitor NSC 23766, which blocks Racl and Rac2 in
Racl ™~ and WT neutrophils. Blocking Rac reduced ICAM-1 binding
and increase in intracellular calcium levels after chemokine stimulation
(supplemental Figure 4E-F). However, using the Rac inhibitor in Rac1-
deficient neutrophils did not further diminish ICAM-1 binding or
calcium flux significantly, suggesting that Rac2 is not involved in the
regulation of intracellular calcium levels and integrin activation after
chemokine stimulation (supplemental Figure 4E-F).

PlcB and Rac1 deficiency leads to reduced chemokine-induced
arrest and protects from LPS-induced lung injury

To investigate the role of the two Plcf3 isoforms and Rac1 in leukocyte
adhesion in vivo, we performed intravital microscopy of the cremaster
muscle using WT and different chimeric gene—deficient knockout
mouse lines. We first confirmed that the various mouse lines had a
normal number of leukocytes and neutrophils in the blood (supple-
mental Figure SA-B). We demonstrated that both Plc32- and Plc33-
deficient mice showed a reduced number of stably arrested cells after
CXCL1 injection compared with WT mice (Figure 5A). We also
observed an even stronger deficiency in chemokine-induced arrest in
mice deficient for Racl or Gnai2 (Figure 5A). Similar results were
obtained by using LTB, as the stimulating reagent (Figure 5B). To
confirm that the capacity of leukocytes to stably adhere is the result of
the remaining Plcf3 isoform, we performed chemokine-induced arrest
in Plcf2-deficient mice after pretreatment with the PLC inhibitor
U73122 or with vehicle control dimethylsulfoxide (Figure 5C). After
treatment with the inhibitor, the immediate chemokine-induced arrest
was abolished in these mice, confirming that residual PLC activity is
responsible for the intermediate phenotype observed in Figure SA.
These experiments revealed that chemokine-induced arrest is strongly
affected in these mouse lines, suggesting that Ga;,, Racl, Plc32, and
PlcB3 are involved in LFA-1 activation in vivo.

To investigate the role of Plcf32, Plcf33, and Racl in a complex
disease model, we analyzed the recruitment of neutrophils into the
bronchoalveolar space in WT, Plcf2-, PlcB3-, and Racl-deficient
chimeric mice (Figure 5D). Mice were subjected to saline or LPS
inhalation, and the number of neutrophils in the BAL was determined
24 hours later. Saline inhalation led to only small numbers of recruited
cells in WT and knockout mice. In contrast, after LPS inhalation,
chimeric knockout mice displayed significantly fewer recruited
neutrophils in comparison with WT mice (Figure 5D). A representative
example of leukocyte recruitment into the lung and the concurrent
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damage of the lung architecture of WT mice in comparison with Rac1-
deficient mice is shown in Figure SE.

Discussion

During recruitment, leukocytes respond to specific inflammatory
stimuli. The transition from cell rolling to arrest is initiated by the
chemokine-triggered activation of GPCRs, leading to an upshift in
LFA-1 affinity that facilitates firm binding to its ligand ICAM-1 on
inflamed endothelium. Although this crucial initiation step is necessary
for the efficient recruitment of leukocytes during inflammation, very
little is known about the detailed contribution of the different GPCR
subunits to LFA-1 activation. An earlier study by Zarbock et al’
demonstrated that Ga;, signaling is crucially important for chemokine-
induced arrest and leukocyte recruitment. In that study, G~y complex
signaling might also be disturbed because the relevant a subunit was
absent. Our experiments indeed revealed that each GNB isoform fulfills
an indispensable role in GPCR-mediated downstream signaling leading
to the activation of LFA-1. We demonstrated that downregulation of
any single GNB isoform or GNAI2 leads to impaired IP; generation,
calcium flux, and subsequent LFA-1 activation. To demonstrate the
physiological relevance of our finding, we showed that each Gnb
isoform is required for effective neutrophil recruitment into the lung
after LPS inhalation in a complex disease model and for chemokine-
induced leukocyte arrest in vivo by using mixed chimeric mice with
downregulated Gnb isoforms. We also elucidated the shared contribu-
tion of Plc isoforms in this signaling pathway. We showed the func-
tional relevance of these findings with in vivo experiments and in a lung
model of acute inflammatory insult.

The nonredundant function of these isoforms was contrary to
expectation, because high similarities (homology) exist among GNBI1,
GNB2, and GNB4. It seemed reasonable to assume that each of the
other isoforms would be able to replace the function of a downregulated
isoform or that 1 or perhaps 2 isoforms are involved within the same
pathway. Our findings were only partially in line with those of another
study that used downregulated Gnb isoforms, which showed special-
ized roles for single isoforms.?’ Previous in vitro experiments showed
that murine Gnb2 is involved in determining the directionality of neu-
trophil chemotaxis, whereas Gnb1 knockdown impaired only bacteria-
killing ability. Knocking down the expression of both Gnb1 and Gnb2
isoforms resulted in reduced phagocytosis.?” These differences might
be the result of different experimental setups and the use of different
stimuli. Zhang et al*” used formyl methionyl leucyl phenylalanine in
their experiments, whereas we used CXCL1, suggesting that different
chemokine receptors require different Gnb isoforms for downstream
signaling. Gnb4 and Gnb5 were not investigated in this study.
Noteworthy, several studies revealed that eliminating one isoform
cannot be functionally substituted by other isoforms although they
share high similarity at the amino acid level.?® Studies focused on the
mechanisms of GBy signaling have revealed that in addition to the large
variety of possible combinations of Ga, 3, and vy subunits, cells can also
establish compensatory mechanisms if one isoform is downregulated.”
However, nothing has been published on a common principle that may
guide GB+y signaling within various types of cells and via different
stimuli. Apparently, this is the first study demonstrating a contribution
of several Gnb isoforms to the same signaling pathway.

The nonredundant function of the isoforms was unforeseeable and
raises the question of whether they act within 1 macromolecular com-
plex on the same molecules or serve distinct roles in downstream sig-
naling, even though each of them is indispensable for LFA-1 activation.
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Figure 4. GPCR signaling activates Plc2 and Plcp3 in a Raci-dependent manner. (A) Co-immunoprecipitation (co-IP) of PlcB2 or Plcg3 with Raci. Bone
marrow—derived WT neutrophils were left untreated or were stimulated with CXCL1 (100 ng/mL, 3 minutes, 37°C), lysed, and used for precipitation with Plcg2 or Pic3
antibody and were blotted and incubated with Rac1 antibody (upper panel) or (lower panel) used for precipitation with Rac1 and then blotted and incubated with Plcf2 or Plc3
antibody (n = 3 experiments for both). For densitometric analysis, see supplemental Figure 4A-B. (B-C) Number of arrested cells per square millimeter after injection of 500 ng
CXCL1 in cremaster muscles of mice transplanted with retrovirally transduced Plcp-knockout (KO) bone marrow. Chemokine-induced arrest of (B) Plc2-KO bone marrow
nontransduced (non-transd.) or transduced with Plcg2-complementary DNA (cDNA) or Plcg2-APH and (C) Plc3-KO bone marrow nontransduced or transduced with Plcf3-
cDNA or PIcB3-APH. (D) Representative western blots of WT, Gnai2™'~, PicB2™'~, or PIcB3™'~ neutrophils, which were left untreated or stimulated with CXCL1 (100 ng/mL),
lysed, and used to pull down GTP-bound active RAC1. Total RAC1 serves as loading control (n = 3 experiments). (E) Intracellular concentrations of IP; before and after
stimulating cells with CXCL1 (100 ng/mL, 3 minutes; n = 3 experiments). #P < .05 WT vs all other groups; *P < .05, PlcB2~"~ vs Gnai2~’~ and Rac1™'~, and PIlcB3™"~ vs
Gnai2™’~ and Rac1™". (F) Bone marrow—derived Indo-1-labeled neutrophils from WT, Picb2~'~, Plcb3™'~, and Rac1~'~ mice were investigated for intracellular calcium levels
before and after stimulation with CXCL1. Arrow indicates CXCL1 treatment (100 ng/mL; n = 4 experiments). #P = .05. (G) Flow cytometry was used to analyze APC-labeled
ICAM-1 binding in unstimulated or CXCL1 (100 ng/mL, 3 minutes) stimulated bone marrow—derived neutrophils (n = 3 experiments). #P < .05 WT vs all other groups; *P < .05
Plc2™'~ vs Gnai2™'~ and Rac1™'~, and PIcB3™'~ vs Gnai2™'~ and Rac1~'~. (H) Percentage of clustered cells in the inflamed cremaster muscle (tumor necrosis factor-a, 2
hours; n = 4). #P < .05 WT vs all other groups. *P < .05 PIcB2~"~ vs Rac1™’~, and PicB3™’~ vs Rac1™'~.
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Figure 5. PlcB and Rac1 deficiency leads to reduced
chemokine arrest and protects from LPS-induced
lung injury. (A-B) WT mice transplanted with WT,
— WT Plcb27'~, Plcb3™'~, Gnai2™'~, and Rac1™'~ bone marrow
Plcb2™" cells were used to determine chemokine-induced arrest
~ PIeb3" in the cremaster muscle. Arrested cells were counted
SraiZ” after injection of 500 ng (A) CXCL1 or (B) LTB; over

15 minutes. (C) Chemokine-induced arrest of Plcb2~
# mice pretreated with dimethylsulfoxide (DMSO) or

with PLC inhibitor U73122. Arrested cells were deter-
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(n = 8). *P < .05. (D) WT, Plcb2™'~, Plcb3™'~, or
Rac1™/~ mice were exposed to nebulized NaCl or
LPS; 24 hours later, mice were euthanized and the
bronchoalveolar fluid was collected and analyzed for
" neutrophil recruitment (n = 4). *P < .05 vs all other
groups. (E) Representative images of hematoxylin and
eosin (H&E)-stained formalin-fixed paraffin-embedded
lung sections (slices 5 wm thick) from WT and Rac?™/~
mice, which were exposed to nebulized saline or LPS.
Images were acquired by using a Zeiss LSM510
(X 20 magnification).
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The latter point is especially pertinent because G3-y-mediated signaling
elicits a large variety of downstream effectors such as PI3K and other
PLC isoforms,?® which function in integrin activation and leukocyte
recruitment. This apparently parallel contribution of Gnb isoforms to
GPCR signaling that leads to LFA-1 activation seems complex and will
require further studies to elucidate their specialized role.

Here, we demonstrate that chemokine (CXCLI1 or IL-8) stim-
ulation leads to the activation of both Plc32 and PIc3 in an Racl-
dependent manner as depicted in a model of putative downstream
signaling after GPCR activation (Figure 6). This was quite unex-
pected, because previous studies concluded that Racl is located
far downstream in this GPCR signaling pathway.?®** In murine
neutrophils, Rac1 has important functions downstream of calcium
signaling in crawling and migrating cells.® In T-lymphocytes,
Racl belongs to a signaling module controlling LFA-1 activation
that leads to lymphocyte arrest in high endothelial venules.*° The
biology of Racl1 is very complex, and its spatial localization in the
cell appears to be important for its function. In line with some in
vitro studies, which convincingly demonstrate that Plcf2 and
PlcB3 are able to bind to Rac1 via their PH domain,'” we show that

the PH domain of Plc32 is capable of pulling down Rac1 in whole-
cell lysates. Likewise, we report that the PH domains of Plc32 and
Plc33 are required for integrin activation and leukocyte recruitment
in vivo. Our data are consistent with that of a recent study using a
mutant form of PlcB2 (Plcf2-Q52A), which revealed a reduced
binding affinity to Rac1 and impaired polarized localization of the
complex at the leading edge of chemotaxing cells.*!

PlcB2 and PlcB3 fulfill an additive role in downstream signaling
in that each isoform contributes to the generation of IP; by hydrolysis
of phosphatidylinositol 4,5-bisphosphate, which leads to a dose-
dependent increase of intracellular calcium levels. Likewise, LFA-1
function is also dose dependent, and the full ICAM-1 binding ability
and subsequent integrin clustering and stable neutrophil arrest are
reliant on phospholipase activity of both Plc2 and Plcf33. Alterna-
tively, it is possible that Racl may also activate a yet undefined Ca*-
independent pathway that leads to integrin activation, which is
independent of Plcf isoforms. For instance, Racl might also be
involved in the PI3K-mediated activation of PLCry subunits that leads
to IP5 generation and subsequent Ca>* flux.** Consistent with this are
reports that PLCy2 is not involved in chemokine-mediated arrest of
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Figure 6. Schematic model of downstream signaling after GPCR activation. After chemokine binding, Ga and GBy subunits dissociate and GDP is exchanged for GTP.
G subunits, Rac1, Plc2, and PlcB3 form a macromolecular complex upon activation, leading to generation of IP5 (black circles), which in turn binds to IP5-gated calcium
stores leading to calcium release (black stars). Finally, activated LFA-1 upshifts to the high-affinity conformation. Dotted arrows, question marks, and molecules in light gray
circles indicate potential alternative signaling pathways which might also play a role in downstream signaling leading to LFA-1 activation.

neutrophils.®® Furthermore, PLCy1 is expressed at much lower levels
in hematopoietic cells,** suggesting that it plays only a minor role
within this context as depicted in Figure 6.

The physiological relevance of our findings was supported by data
from the lung disease model, which revealed that phospholipase
deficiency protected mice from LPS-induced lung injury. Although the
defect in chemokine-induced arrest is more pronounced in Rac-1-
deficient mice compared with Plch2™”~ and Plch3 /" mice, all the
knockout mice have the same number of neutrophils in the BAL,
suggesting that Plcf isoforms are also involved in other leukocyte
recruitment steps.

Taken together, our data provide novel insight into the function of
GPCR-mediated downstream signaling. We show for the first time, that
the Gy complex is crucially involved in chemokine-induced LFA-1
activation and plays a role as important as that of Ga;, signaling in the
context of inflammation.

Acknowledgments

The authors thank Dr Brackebusch for providing the conditional
Rac1-deficient mice.

This work was supported by grants from the Deutsche
Forschungsgemeinschaft (ZA428/6-1,ZA428/9-1, and SFB1009_AS5)

(A.Z.), Cells-in-Motion Cluster of Excellence EXC 1003-CiM from
the University of Muenster, Muenster, Germany (A.Z.), and National
Heart, Lung, and Blood Institute PO1 HL0O78784 (K.L.) and National
Institute of Allergy and Infectious Diseases RO1 Al47294 (S.LS.) from
the National Institutes of Health.

Authorship

Contribution: H.B. and A.S. designed and performed most of the
experiments, analyzed the results, and prepared the manuscript; D.R.
and J.R. performed flow chamber and intravital microscopy
experiments; C.S. performed biochemistry assays; G.G. performed
in vitro experiments; D.W. provided the Plch2™’~ and Plch3 ™"~
mice and wrote part of the manuscript; and K.L. and A.Z. provided
overall supervision, helped design all of the experiments, and were
assisted by S.L.S. in preparing the manuscript.

Conlflict-of-interest disclosure: The authors declare no competing
financial interests.

Correspondence: Alexander Zarbock, University of Muenster,
Department of Anesthesiology, Intensive Care and Pain Medicine,
Albert-Schweitzer-Campus 1, Building A1, 48149 Muenster, Germany;
e-mail: zarbock @uni-muenster.de.

20z dunr g0 uo 3senb Aq ypd' L £/96SE6E LIV L E/E/LZ 1 /PA-B10IIE/POOIq AU SUOREDIIgNdYSE//:d})y WOy papeojumog


mailto:zarbock@uni-muenster.de

324

References

BLOCK et al

BLOOD, 21 JANUARY 2016 * VOLUME 127, NUMBER 3

Ley K, Laudanna C, Cybulsky MI, Nourshargh S.
Getting to the site of inflammation: the leukocyte
adhesion cascade updated. Nat Rev Immunol.
2007;7(9):678-689.

Herter J, Zarbock A. Integrin Regulation during
Leukocyte Recruitment. J Immunol. 2013;190(9):
4451-4457.

Phillipson M, Heit B, Colarusso P, Liu L,
Ballantyne CM, Kubes P. Intraluminal crawling
of neutrophils to emigration sites: a molecularly
distinct process from adhesion in the recruitment
cascade. J Exp Med. 2006;203(12):2569-2575.

Takagi J, Petre BM, Walz T, Springer TA. Global
conformational rearrangements in integrin
extracellular domains in outside-in and inside-out
signaling. Cell. 2002;110(5):599-611.

Zarbock A, Kempf T, Wollert KC, Vestweber D.
Leukocyte integrin activation and deactivation:
novel mechanisms of balancing inflammation.
J Mol Med (Berl). 2012;90(4):353-359.

Sarantos MR, Raychaudhuri S, Lum AF, Staunton
DE, Simon SI. Leukocyte function-associated
antigen 1-mediated adhesion stability is
dynamically regulated through affinity and valency
during bond formation with intercellular adhesion
molecule-1. J Biol Chem. 2005;280(31):
28290-28298.

Zarbock A, Deem TL, Burcin TL, Ley K. Galphai2
is required for chemokine-induced neutrophil
arrest. Blood. 2007;110(10):3773-3779.

Dupré DJ, Robitaille M, Rebois RV, Hébert TE.
The role of Gbetagamma subunits in the
organization, assembly, and function of GPCR
signaling complexes. Annu Rev Pharmacol
Toxicol. 2009;49:31-56.

Neves SR, Ram PT, lyengar R. G protein
pathways. Science. 2002;296(5573):1636-1639.

. Rodriguez-Viciana P, Warne PH, Dhand R, et al.

Phosphatidylinositol-3-OH kinase as a direct
target of Ras. Nature. 1994;370(6490):527-532.

. Kerchner KR, Clay RL, McCleery G, et al.

Differential sensitivity of phosphatidylinositol
3-kinase p110gamma to isoforms of G protein
betagamma dimers. J Biol Chem. 2004;279(43):
44554-44562.

. Dbouk HA, Vadas O, Shymanets A, et al. G

protein-coupled receptor-mediated activation
of p110B by GRv is required for cellular
transformation and invasiveness. Sci Signal.
2012;5(253):ra89.

20.

21.

22,

23.

24,

Li Z, Benard O, Margolskee RF. Ggammai3
interacts with PDZ domain-containing proteins.
J Biol Chem. 2006;281(16):11066-11073.

Mayeenuddin LH, Garrison JC. Phosphorylation
of P-Rex1 by the cyclic AMP-dependent protein
kinase inhibits the phosphatidylinositiol (3,4,5)-
trisphosphate and Gbetagamma-mediated
regulation of its activity. J Biol Chem. 2006;
281(4):1921-1928.

Jamora C, Yamanouye N, Van Lint J, et al.
Gbetagamma-mediated regulation of Golgi
organization is through the direct activation
of protein kinase D. Cell. 1999;98(1):59-68.

Wu Y, Wang S, Farooq SM, et al. A chemokine
receptor CXCR2 macromolecular complex
regulates neutrophil functions in inflammatory
diseases. J Biol Chem. 2012;287(8):5744-5755.

Snyder JT, Singer AU, Wing MR, Harden TK,
Sondek J. The pleckstrin homology domain of
phospholipase C-beta2 as an effector site for Rac.
J Biol Chem. 2003;278(23):21099-21104.

Jezyk MR, Snyder JT, Gershberg S, Worthylake
DK, Harden TK, Sondek J. Crystal structure of
Rac1 bound to its effector phospholipase C-beta2.
Nat Struct Mol Biol. 2006;13(12):1135-1140.

Costa C, Germena G, Martin-Conte EL, et al.
The RacGAP ArhGAP15 is a master negative
regulator of neutrophil functions. Blood. 2011;
118(4):1099-1108.

Herter JM, Rossaint J, Block H, Welch H, Zarbock
A. Integrin activation by P-Rex1 is required for
selectin-mediated slow leukocyte rolling and
intravascular crawling. Blood. 2013;121(12):
2301-2310.

Sozzani S, Molino M, Locati M, et al. Receptor-
activated calcium influx in human monocytes
exposed to monocyte chemotactic protein-1
and related cytokines. J Immunol. 1993;
150(4):1544-1553.

Rossaint J, Nadler JL, Ley K, Zarbock A.
Eliminating or blocking 12/15-lipoxygenase
reduces neutrophil recruitment in mouse models
of acute lung injury. Crit Care. 2012;16(5):R166.

Kuwano Y, Spelten O, Zhang H, Ley K, Zarbock
A. Rolling on E- or P-selectin induces the
extended but not high-affinity conformation of
LFA-1 in neutrophils. Blood. 2010;116(4):
617-624.

Lefort CT, Rossaint J, Moser M, et al. Distinct
roles for talin-1 and kindlin-3 in LFA-1 extension

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

and affinity regulation. Blood. 2012;119(18):
4275-4282.

Dixit N, Simon SI. Chemokines, selectins and
intracellular calcium flux: temporal and spatial
cues for leukocyte arrest. Front Immunol. 2012;3:
188.

Wettschureck N, Offermanns S. Mammalian G
proteins and their cell type specific functions.
Physiol Rev. 2005;85(4):1159-1204.

Zhang Y, Tang W, Jones MC, Xu W, Halene S,
Wau D. Different roles of G protein subunits beta1
and beta2 in neutrophil function revealed by gene
expression silencing in primary mouse
neutrophils. J Biol Chem. 2010;285(32):
24805-24814.

Khan SM, Sleno R, Gora S, et al. The expanding
roles of GBvy subunits in G protein-coupled
receptor signaling and drug action. Pharmacol
Rev. 2013;65(2):545-577.

Krumins AM, Gilman AG. Targeted knockdown of
G protein subunits selectively prevents receptor-
mediated modulation of effectors and reveals
complex changes in non-targeted signaling
proteins. J Biol Chem. 2006;281(15):
10250-10262.

Bolomini-Vittori M, Montresor A, Giagulli C, et al.
Regulation of conformer-specific activation of the
integrin LFA-1 by a chemokine-triggered Rho
signaling module. Nat Immunol. 2009;10(2):
185-194.

Tang W, Zhang Y, Xu W, et al. A PLCB/PI3Ky-
GSK3 signaling pathway regulates cofilin
phosphatase slingshot2 and neutrophil
polarization and chemotaxis. Dev Cell. 2011;
21(6):1038-1050.

Welch HC, Coadwell WJ, Stephens LR, Hawkins
PT. Phosphoinositide 3-kinase-dependent
activation of Rac. FEBS Lett. 2003;546(1):93-97.

Mueller H, Stadtmann A, Van Aken H, et al.
Tyrosine kinase Btk regulates E-selectin-
mediated integrin activation and neutrophil
recruitment by controlling phospholipase C (PLC)
gamma2 and PI3Kgamma pathways. Blood.
2010;115(15):3118-3127.

Jakus Z, Simon E, Frommhold D, Sperandio M,
Mécsai A. Critical role of phospholipase
Cgammaz2 in integrin and Fc receptor-mediated
neutrophil functions and the effector phase of
autoimmune arthritis. J Exp Med. 2009;206(3):
577-593.

20z dunr g0 uo 3senb Aq ypd' L £/96SE6E LIV L E/E/LZ 1 /PA-B10IIE/POOIq AU SUOREDIIgNdYSE//:d})y WOy papeojumog



