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Small GTPase ARF6 Is a Coincidence-Detection Code for
RPH3A Polarization in Neutrophil Polarization

Chunguang Ren,* Qianying Yuan,* Xiaoying Jian,† Paul A. Randazzo,† Wenwen Tang,* and

Dianqing Wu*

Cell polarization is a key step for leukocytes adhesion and transmigration during leukocytes’ inflammatory infiltration. Polarized

localization of plasma membrane (PM) phosphatidylinositol-4-phosphate (PtdIns4P) directs the polarization of RPH3A, which

contains a PtdIns4P binding site. Consequently, RPH3A mediates the RAB21 and PIP5K1C90 polarization, which is important for

neutrophil adhesion to endothelia during inflammation. However, the mechanism by which RPH3A is recruited only to PM

PtdIns4P rather than Golgi PtdIns4P remains unclear. By using ADP-ribosylation factor 6 (ARF6) small interfering RNA,

ARF6 dominant-negative mutant ARF6(T27N), and ARF6 activation inhibitor SecinH3, we demonstrate that ARF6 plays an

important role in the polarization of RPH3A, RAB21, and PIP5K1C90 in murine neutrophils. PM ARF6 is polarized and

colocalized with RPH3A, RAB21, PIP5K1C90, and PM PtdIns4P in mouse and human neutrophils upon integrin stimulation.

Additionally, ARF6 binds to RPH3A and enhances the interaction between the PM PtdIns4P and RPH3A. Consistent with

functional roles of polarization of RPH3A, Rab21, and PIP5K1C90, ARF6 is also required for neutrophil adhesion on the inflamed

endothelial layer. Our study reveals a previously unknown role of ARF6 in neutrophil polarization as being the coincidence-

detection code with PM PtdIns4P. Cooperation of ARF6 and PM PtdIns4P direct RPH3A polarization, which is important for

neutrophil firm adhesion to endothelia. The Journal of Immunology, 2020, 204: 1012–1021.

L
eukocytes including neutrophils, monocytes, and lymphocytes,
are immune cells that protect the body against both in-
fectious diseases and foreign invaders. Leukocytes respond

to inflammation, infection, and injury by leaving the intravascular
compartment in a process called leukocyte recruitment. This pro-
cess involves several distinct steps: selectin-mediated rolling, firm
adhesion via integrins, leukocyte crawling, and, finally, trans-
migration into tissue (1–3). Cell migration is critical for leuko-
cyte inflammatory recruitment (1, 2, 4, 5). Cell polarization is
often characterized by asymmetric distribution and organization

of cellular signaling and structural molecules. Cell polarization
is a key step for cell migration. Meanwhile, cell polarization
confers the directionality of cell migration (6–9). Chemo-
attractants consist of bacterial by-products, complement factors,
and chemokines. Through their G protein–coupled receptors,
chemoattractants function as dominant inducers for the neutro-
phil cytoskeleton polarization. This neutrophil cytoskeleton po-
larization is generally presented by the formation of lamellar
F-actin at the leading edge (the front) and actomyosin at the
uropod (the back) (10, 11), respectively. Of note, this “back”
polarization provides pushing force for cell locomotion; it is also
important for neutrophil firm adhesion to the endothelium during
neutrophil infiltration (12–15). Importantly, integrin signaling
and local plasma membrane (PM) curvature change can cause
neutrophil polarization in a manner that is independent of, but
instructive to, chemoattractant signaling (14, 16, 17). Integrin
signaling confers neutrophils polarity by inducing type I phospha-
tidylinositol 4-phosphate 5-kinase isoform g (PIP5K1C90) polari-
zation (14), which further enhances the chemokine-induced RhoA
activity in the back of neutrophils. Then, this activated RhoA pro-
motes the formation of actomyosin at the uropod, which is impor-
tant for neutrophil firm adhesion on the inflammatory endothelium
(14). The mechanism, regarding the causative role of integrin
in PIP5K1C90 polarization in neutrophils, has been elucidated
(16). Integrin stimulation triggers the formation of Rab21 vesicles
carrying PIP5K1C90, then Rab21 recruits RPH3A, which targets
the vesicle to a polarized destination on neutrophil PM (16). Re-
cently, we identified a PM target for RPH3A in this polarization
process, which is PM phosphatidylinositol (PtdIns)–4P. Addi-
tionally, we found that local PM curvature increase, resulting from
the neutrophil attachment on the inflamed blood vessel before the
integrin/chemokine stimulation, induces PM PtdIns4P polari-
zation. This PM PtdIns4P polarization acts upstream of the
polarization events, including RPH3A, RAB21, and PIP5K1C90
polarization (17). As the most abundant monophosphorylated
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inositol phospholipid in mammalian cells, PtdIns4P regulates
membrane trafficking, membrane identity, and cell polarity in ad-
dition to functioning as the precursor of PtdIns(4,5)P(2) (18–20).
PtdIns4P has been detected most abundantly in Golgi and PM
(19, 21, 22). So far, the mechanism for the specific docking of
PIP5K1C90 vesicles at the PM, rather than Golgi, is still un-
known. Generally, the affinities between PtdIns lipids and cy-
tosolic proteins are low. High-affinity interactions of cytosolic
proteins with specific membranes are often achieved through the
cooperation of PtdIns lipid binding with the binding of other
membrane proteins, a process termed as coincidence detection
(23). Golgi PtdIns4P and activated ADP-ribosylation factor 1 (ARF1)
mediate coincidence detection of four-phosphate-adaptor protein
1 (FAPP1) protein, which directs FAPP1 recruitment to trans-
Golgi network (TGN) membrane to regulate secretory transport
from the TGN (24).
The ARF6 is a small GTPase that locates at the PM, cytosol, and

endosomal membranes. ARF6 functions by cycling between an
active GTP-bound and inactive GDP-bound conformation. ARF6
regulates diverse cellular processes including exocytosis, endo-
cytosis, endosomal recycling, and actin cytoskeleton remodeling,
which underlines its important roles in cell motility, cell polarity,
cell division, phagocytosis, and cholesterol homeostasis (25–27).
Cytohesin-1, the guanine nucleotide exchange factor (GEF) for
ARF6 in leukocytes (28, 29), has been shown to regulate leuko-
cytes adhesion to the chemoattractants stimulated endothelia or
ICAM1-coated surface (29–34). This regulation is mediated by
molecular interaction of cytohesin-1 with the b2 integrin, as well
as by the GEF activity of cytohesin-1. Additionally, ARF6 plays
a direct role in the transendothelial chemotaxis of leukocytes
triggered by chemokines in both monocytic Mono Mac 6 cells
and lymphocytic SK-b2.7 cells (29). ARF6 also activates lipid-
modifying enzymes phospholipase D (PLD) and PtdIns 4-phosphate
5-kinase (PIP5-kinase), which promotes the production of
PtdIns-4,5-bisphosphate (PIP2) (28, 35–37). Through this, ARF6
regulates multiple neutrophil functions, including superoxide
production, degranulation, and chemotaxis (35–37). Of note, the
direct role of ARF6 in neutrophil adhesion and polarization
during neutrophil recruitment remains unknown. We previously
showed that ARF6 is involved in the PIP5K1C90 polarization in
neutrophils (14); however, the exact mechanism by which ARF6
regulates PIP5K1C90 polarization has not been investigated.
In this study, we report that ARF6 at the PM functions as a co-

incidence code for RPH3A protein. ARF6 enhances the interaction
of RPH3Awith PM PtdIns4P to direct polarization of RPH3A and its
downstream events, including RAB21 and PIP5K1C90 polarization,
which is important for neutrophil adhesion. Our data have thus
revealed an unexpected role of ARF6 in vesicle trafficking and
cell polarization in neutrophils.

Materials and Methods
Reagents and constructs

Abs to the following Ags were acquired commercially: ARF6 (PIPA10933;
Thermo Fisher Scientific, for immunofluorescence staining; 5740; Cell
Signaling, for Western blot analysis), active ARF6-GTP (26918; NewEast
Biosciences, for immunofluorescence staining), TGN38 (sc-27680; Santa
Cruz Biotechnology), the 63 histidine tag (2366; Cell Signaling), RAB21
(R4405; Sigma-Aldrich), RPH3A (ARP59498_P050; Aviva Systems Bi-
ology), EEA1 (612006; BD Biosciences), b-actin (4970; Cell Signaling),
b-tubulin (2146; Cell Signaling), phospho–myosin L chain 2 (3675; Cell
Signaling), and PtdIns4P (Z-P004; Echelon Biosciences). The PIP5K1C90
Ab was kindly provided by Dr. P. De Camilli (38). The following reagents
were also acquired commercially: fibrinogen (Fb; F3879; Sigma-Aldrich),
ICAM-1–Fc (796-IC-050; R&D Systems), SecinH3 (10009570; Cayman
Chemical), Alexa Fluor 488 Phalloidin (A12379; Thermo Fisher Scien-
tific), Zombie Violet Fixable Viability dye (423113; BioLegend), and

rapamycin (553210; MilliporeSigma). The cDNAs for RAB21, RPH3A,
and ARF6 were acquired from Open Biosystems (Lafayette, CO). ARF6
wild-type and mutant T27N were expressed with TagRFP or GFP, and
GFP-P4M plasmid was acquired from Addgene. The Lyn11-FRB-
mCherry, FKBP-INPP5E, and FKBP-SAC constructs were kindly pro-
vided by Dr. T. Balla (39). The control small interfering RNA (siCtr) was
from Life Technologies (AM4611), and the ARF6 small interfering RNA
(siARF6) is the SMARTpool ON-TARGETplus Arf6 small interfering
RNA from Dharmacon (L-043217-01-0005; GE Healthcare).

Mice

Wild-type C57BL mice used for neutrophil isolation were purchased from
The Jackson Laboratory. Every housing cage contained no more than five
mice. Eight-week-old females were used for primary neutrophils isolation.
All animal studies were approved by the institutional animal care and use
committees of Yale University.

Cell culture

Mouse endothelial cells (40) were cultured in DMEM supplemented with
10% FBS, 4 mM L-glutamine, and 100 U penicillin and streptomycin.
Cells were kept in a 5% CO2 incubator at 37˚C.

Mouse neutrophil preparation and transfection

Murine neutrophils were purified from bone marrows as previously described
(41). Briefly, bone marrow cells collected from mice were treated with the
ammonium–chloride–potassium buffer (155 mM NH4Cl, 10 mM KHCO3,
and 127 mM EDTA) for RBC lysis, followed by a discontinuous Percoll
density gradient centrifugation. Neutrophils were collected from the band
located between 81 and 62% of Percoll. The transient transfection of neu-
trophils was done as previously described (14, 16, 17, 41–47). In brief, three
million neutrophils were electroporated with 1.6 mg endotoxin-free plasmids
or 300 nM of small interfering RNA using the human monocyte nucleofection
kit (Lonza, Zurich, Switzerland) with an Amaxa electroporation system. The
cells were then cultured in the medium supplied with the kit containing 10%
FBS and 25 ng/ml rGM-CSF (PeproTech, Rocky Hill, NJ) for periods indi-
cated in the figure legends. Cell sorting was done by an FACSAria sorter (BD
Biosciences, San Jose, CA). For cell viability analysis, neutrophils were
stained with the Zombie Violet Fixable Viability dye, followed by incubation
with APC anti-CD11b (17-0112-82; eBioscience) and PerCP-Cy5.5 anti–Ly-6G
(560602; BD Biosciences) and analyzed on a BD LSR II flow cytometer.

Human neutrophil preparation

Human neutrophils were isolated as previously described (48). Briefly,
peripheral blood was collected from healthy, nonpregnant women and used
immediately. Neutrophils were isolated by density centrifugation over a
Histopaque 1077/1119 gradient (Sigma-Aldrich). Neutrophils were washed
with HBSS without calcium or magnesium (Life Technologies), and hypo-
tonic RBC lysis was performed. The isolated neutrophil fraction was .95%
pure, as determined by CD16b staining (1:100 dilution, no. 302005; Bio-
Legend, San Diego, CA) by flow cytometric analysis (FACSCalibur; BD
Biosciences). Human tissue collection was approved by the Yale University’s
Human Research Protection Program (no. 0607001625).

Immunostaining and observation of neutrophils

Neutrophils were fixed with 4% paraformaldehyde for 10 min and per-
meabilized with 0.01% saponin for 5 min and blocked with 2% BSA in
PBS for 1 h. Cells were then incubated with 1:100 diluted primary Abs in
blocking buffer at 4˚C overnight, followed by incubation of fluorescence
conjugated secondary Abs (Alexa 488 colored in green and Alexa 633
colored in red in the figures) with 1:200 dilution for 1 h at room temperature.
Slides were prepared with the mounting medium containing DAPI and im-
aged under a Leica SP5 confocal microscopy.

Quantification of polarization of immunostained proteins in neutrophils
was done as previously described (16). Briefly, if the fluorescence intensity
in 25% of the cell periphery is accounted for more than 50% of the total
fluorescence intensity of the cell periphery, we call the cell polarized.

For colocalization quantification, Z stack images of consecutive optical
planes spaced by 0.2 mmwere acquired to cover the whole-cell volume using
confocal microscopy. Pearson coefficient was determined using Imaris 7.2.3.
The three-dimensional (3D) images were reconstructed using Imaris 7.2.3
with a surface rendering model and further adjusted with ImageJ (v1.48K).

Flow chamber assay

To examine neutrophil adherence to endothelial cells under shear stress,
mouse endothelial cells (40) were cultured to confluency on 10 ng/ml
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Fb-coated coverslips and treated with 50 ng/ml TNF-a (PeproTech) for
4 h at 37˚C. The coverslips containing the endothelial cell layer were
washed with PBS and placed in a flow chamber apparatus (GlycoTech).
The siCtr- and siARF6-transfected neutrophils were labeled with 1 mM
CFSE (Thermo Fisher Scientific) and 1 mM Far Red (Thermo Fisher
Scientific), respectively, and mixed at 1:1 ratio, then flowed into the
chamber at a shear flow rate of 1 dyn/cm2. The adherent cells were then
examined and counted under a widefield fluorescence microscope. We
alternated the labeled group in the study to eliminate the possibility of
any influence from the dye.

To examine polarization in neutrophils that are adhered to endothelial
cells under shear stress, neutrophils were flowed through the chamber seeded
with mouse endothelial cells pretreated with TNF-a at a shear flow rate of
1 dyn/cm2 and imaged by a confocal microscope.

Preparation and purification of recombinant proteins and
pull-down assay

Full-length RPH3A and RAB21 were expressed in Escherichia coli
BL21(DE3) and purified by affinity purification. Myristoylated ARF6 protein
and p-RPH3A protein were prepared as described in (49) and (16), respec-
tively. For the pull-down assays, recombinant RAB21 protein or myristoylated
ARF6 protein (0.2 mg/ml in 10 ml dissolved in buffer A containing 10 mM
phosphate buffer [pH 7.4], 10% glycerol, and 0.2 mM EDTA) was added with
1 ml of 10 mM GDPgS or GTPgS stock (dissolved in 50 mM Tris-HCl
[pH 7.8]) for a final concentration of 1 mM guanine nucleotides and incu-
bated on ice for 15 min. Then, RPH3A (0.2 mg/ml in 10 ml dissolved in buffer
A) and 180 ml buffer B (10 mM phosphate buffer [pH 7.4], 10% glycerol, 1%
Triton X-100, 0.1% SDS, 3 mM DTT, protease inhibitor mixture, 10 mM
MgCl2, and 0.1 mM GTPgS or GDPgS, with 0.1 mM CaCl2) were added
to RAB21 or ARF6 protein and incubated at 4˚C on a rotating platform
for overnight. The protein mixture was then added to Ni-NTA Agarose
Beads (GE Healthcare) preblocked with 1% BSA and incubated at 4˚C
on a rotating platform for 2 h. After the beads were washed six times
with buffer B, immune complexes were released from the beads by
boiling and analyzed by Western blotting.

Buoyant density flotation of liposome assay

The assay was performed as previously described (50) with modifications.
Liposomes were consisted of 87% phosphocholine and 9% phosphati-
dylserine, which were purchased from Avanti Polar Lipids, with 4%
PtdIns4P (Echelon Biosciences), and were generated by freezing/thawing
five times using liquid nitrogen. Myristoylated ARF6 (2 mg) preloaded

with GTPgS or GDPgS was added to the liposome solution and followed
by sonication in a bath sonicator for 10 min. Then, the liposome solution
was incubated with His-RPH3A proteins (2 mg) for 30 min at room tem-
perature in 150 ml of 25 mM HEPES (pH 7.4), 100 mM KCl, 10% glycerol,
and 1 mM DTT (reconstitution buffer). Liposome binding reactions were
conducted in the presence of 100 mM of free Ca2+. One hundred and fifty
microliters of 80% Accudenz was added to the binding reaction to yield a final
concentration of 40% Accudenz. Thirty percent Accudenz and reconstitution
buffers were then layered on top and centrifuged for 4 h in a TLA-100 rotor at
32,000 rpm. The liposome layer was collected for Western analysis.

Quantification and statistical analysis

Statistical tests were performed with GraphPad Prism software (version
7.0). All data are presented as the mean6 SEM. Comparisons between the
mean variables of two groups were made by two-tailed Student t test. Any
p values of p, 0.05 (*p, 0.05, *p, 0.01, *p, 0.001, and *p, 0.0001)
were considered to indicate statistical significance. Detailed statistical
information about the number of biological replicates, number of cells, and
the number of animals were described in the figure legends.

Results
ARF6 is required for RPH3A and RAB21 polarization
in neutrophil

To understand how ARF6 regulates the PIP5K1C90 polarization,
we investigated the roles of ARF6 in the polarization of RPH3A
and RAB21, the two PIP5K1C90 polarization upstream regulators,
in an integrin ligand Fb-stimulated mouse neutrophils. siARF6-
mediated gene silencing and a dominant-negative, GTP-binding
defective mutant of ARF6, T27N (ARF6DN), were employed to
study the RPH3A and RAB21 polarization in Fb-stimulated neu-
trophils. Near 70% ARF6 protein was depleted by siARF6 trans-
fection compared with that of siCtr transfection (Supplemental
Fig. 1A). The expression of ARF6DN fused with TagRFP was
also validated by Western blot (Supplemental Fig. 1D). We moni-
tored the cell viability of siARF6- or ARF6DN-transfected neu-
trophils by staining with the cell viability dye and analyzing it by
flow cytometry. The result showed that all the transfected neutro-
phils, which were selected by sorting and used in this study, were

FIGURE 1. RPH3A and RAB21 polarizations

are compromised in siARF6-transfected mouse neu-

trophils. (A–D) ARF6-knockdown impairs RPH3A

and RAB21 polarization. Mouse neutrophils were

cotransfected with GFP plasmid and siCtr or

siARF6 and cultured for 48 h; GFP-positive cells

were sorted out by FACS and attached onto Fb-

coated surface before being stained by anti-RPH3A

and anti-TGN38 (A) or anti-RAB21 and anti-EEA1

(B), followed with Alexa 633 (red)– and Alexa 488

(green)–conjugated secondary Abs, respectively.

Representative optical section images of two cells

are shown (A and B). Quantification of polariza-

tion was performed as described in the Materials

and Methods and is shown in (C) and (D). Each

data point represents the average of more than 10

cells per observation field, and the experiment

was repeated four times. Data are present in

means 6 SEM (Student t test). TGN38 is a resi-

dent integral membrane protein of the TGN and

thus used as a marker for TGN. Scale bar, 3 mm.

****p , 0.0001.
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viable (Supplemental Fig. 1B, 1C, 1E, 1F). Both siARF6 and
ARF6DN expression significantly inhibited polarization of RPH3A
and RAB21 in the neutrophils (Figs. 1A–D, 2A–D). SecinH3 is a
selective inhibitor for cytohesin-1, which is the GEF for ARF6 in
leukocytes (28, 29). To further confirm the effects of ARF6 deficiency
on neutrophil polarization, we used SecinH3 to inhibit ARF6 acti-
vation in mouse neutrophils. We found the SecinH3 treatment also
caused a deficient polarization of RPH3A, RAB21, and PIP5K1C90
in Fb-stimulated neutrophil (Fig. 2E–G). These results together sug-
gest that ARF6 has an important role in the RPH3A–RAB21–
PIP5K1C90 polarization pathway.

ARF6 polarizes with RPH3A and PtdIns4P at neutrophil PM

We next examined the localization of active ARF6 by immuno-
fluorescence staining with an ARF6-GTP–specific mouse mAb.

We found the polarized localization of active form of ARF6 to-
gether with RPH3A, RAB21, and PIP5K1C90 at PM of mouse
neutrophils stimulated by Fb (Fig. 3A–C). Interestingly, the ARF6
was not polarized in the neutrophils attaching to a polylysine
(PK)–coated surface under a shear stress condition in which the
PM PtdIns4P was polarized (Supplemental Fig. 4A) (17). Those
results suggest that Fb-mediated integrin activation induces the
ARF6 polarization in attached mouse neutrophils. Although Fb
can function as a ligand for multiple integrins including aMb2
(Mac-1), a5b1, avb3, and aIIbb3 (51), our previous study
demonstrated that the b2 integrin is the major integrin receptor
for Fb to induce PIP5K1C90 polarization in mouse neutrophils
(14). During neutrophil inflammatory transendothelial migra-
tion, ICAM1 is a major adhesion molecule expressing on the
inflamed endothelia to specifically interact with and activate the

FIGURE 2. ARF6DN and SecinH3 inhibit RPH3A and RAB21 polarization in mouse neutrophils. (A–D) ARF6 dominant-negative (DN; T27N) mutant

impairs RPH3A and RAB21 polarization in mouse neutrophils. Mouse neutrophils were transfected with ARF6DN-TagRFP (ARF6DN) or TagRFP

(control). The next day, RFP-positive cells were sorted out by FACS and placed on Fb-coated coverslips for 30 min, followed by immunostaining with anti-

RPH3A and anti-TGN38 (A) or anti-RAB21 and anti-EEA1 (B), followed with Alexa 633 (red)– and Alexa 488 (green)–conjugated secondary Abs, re-

spectively. Representative optical section images of two cells are shown. Quantification of polarization of RPH3A and RAB21 was performed as described

in theMaterials and Methods and shown in (C) and (D), respectively. Each data point represents the average of more than 15 cells per observation field, and

the experiment was repeated three times. Data are present in means 6 SEM (Student t test). Scale bar, 3 mm. (E–G) SecinH3 impairs RPH3A, RAB21, and

PIP5K1C90 polarization in mouse neutrophils on the Fb-coated surface. Mouse neutrophils were pretreated with DMSO or 20mM SecinH3 for 20 min at

room temperature (RT) and then placed on an Fb-coated coverslip for 30 min along with the DMSO or SecinH3 treatment and subjected to immunostaining

with anti-RPH3A and anti-TGN38 (E), anti-RAB21 and anti-EEA1 (F), or anti-PIP5K1C90 and anti-EEA1 (G), followed with Alexa 633 (red)– and Alexa

488 (green)–conjugated secondary Abs, respectively. Quantifications of polarization of RPH3A, RAB21, and PIP5K1C90 are shown in (E)–(G), respec-

tively. Each data point represents the average of more than 15 cells per observation field, and the experiment was repeated four times. Data are present in

means 6 SEM (Student t test). ****p , 0.0001. BF, bright field.
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neutrophil b2 integrins, including aMb2 (Mac-1) and aLb2
(LFA-1) (52). To further confirm that b2 integrin is important
for ARF6 polarization in neutrophils, we also tested ICAM1. The
immunostaining result showed that ARF6 was copolarized with
RPH3A, RAB21, and PIP5K1C90 in neutrophils attached to an
ICAM1-coated surface (Fig. 4A–C). Besides, SecinH3 inhibited
ICAM1-induced polarization of RPH3A, RAB21, and PIP5K1C90
(Fig. 4D–F). Those data suggest that b2 integrin mediates Fb or
ICAM1-induced ARF6 polarization. Considering that chemo-
attractants such as fMLF could activate leukocyte b2 integrin, we
tested if fMLF could induce the ARF6 polarization. The ARF6
was found to copolarize with RPH3A, RAB21, and PIP5K1C90
in the fMLF-treated neutrophils attaching to a PK-coated surface,
whereas none of those proteins was polarized in neutrophils under
the PK-only condition (Supplemental Fig. 2). Finally, we checked
the polarization of ARF6, RPH3A, RAB21, and PIP5K1C90 in the
human neutrophils under various conditions, including ICAM1,
Fb, and PK. Like the mouse neutrophils, the human neutrophils
stimulated with Fb or ICAM1 also showed polarized ARF6, which
is colocalized with RPH3A, RAB21, and PIP5K1C90, whereas
the ARF6 was not polarized in human neutrophils under the PK
condition (Supplemental Fig. 3). This finding suggested a conserved
role of b2 integrin in inducing the polarization of ARF6, RPH3A,
RAB21, and PIP5K1C90 in mouse and human neutrophils.
Taken together, those ARF6 localization analyses in neutro-
phils under various conditions indicate an important role of b2
integrin in ARF6 polarization in neutrophils.
We have recently shown that PM PtdIns4P directs polarization of

RAB21, RPH3A, and PIP5K1C90 via its interaction with RPH3A

(17). Thus, we investigated the localization relationship between
ARF6 and PtdIns4P by using live-cell imaging. ARF6 was found
to be colocalized with GFP-P4M, a PtdIns4P-specific live probe
(21), at the PM of neutrophils attached to TNF-a–pretreated
endothelial cells under shear flow (Fig. 5A, 5C, Supplemental
Videos 1, 2). This observation suggested that ARF6 was po-
larized to the PtdIns4P-rich compartment at the PM of stimulated
neutrophils. However, ARF6 was not polarized and minimally
colocalized with PM PtdIns4P in neutrophils attached to a PK-
coated surface under shear flow (Fig. 5B, 5C, Supplemental
Videos 3, 4), a condition that can induce PM PtfIns4P polari-
zation (17). This result is consistent with above-mentioned
finding that endogenous ARF6 was not polarized in neutro-
phils on a PK-coated surface under shear stress (Supplemental
Fig. 4A). Collectively, those localization analyses suggested
that, like the RPH3A, RAB21, and PIP5K1C90, ARF6 polari-
zation requires stimulation by extracellular stimuli–like integ-
rin. By contrast, PM PtdIns4P polarization in neutrophils is
induced by PM membrane curvature changes that occur during
cell attachment to a substrate independently of any extracellular
stimuli. Of note, this PM curvature–induced PtdIns4P polarization
directs polarization of RPH3A, RAB21, and PIP5K1C90 (17). In
other words, the polarization of RPH3A, RAB21, and PIP5K1C90
requires both stimulations by extracellular stimuli such as integ-
rins and PM curvature–induced PtdIns4P polarization. To deter-
mine whether PM PtdIns4P also regulates ARF6 polarization, we
employed a method to specifically deplete PM PtdIns4P as pre-
viously reported (17, 39). We found the PM PtdIns4P does not
regulate ARF6 polarization in neutrophils (Supplemental Fig. 4B).

FIGURE 3. ARF6 is copolarized with RPH3A, RAB21,

and PIP5K1C90 in Fb-stimulated neutrophils. (A–C) Copo-

larization of active ARF6 with RPH3A (A), RAB21 (B), and

PIP5K1C90 (C) in neutrophils. Neutrophils attached to Fb-

coated surfaces were stained with anti-active ARF6 and

anti-RPH3A (A), anti-RAB21 (B), or anti-PIP5K1C90 (C),

followed with Alexa 488 (green)– and Alexa 633 (red)–

conjugated secondary Abs, respectively. Representative

optical section images of two cells are shown. The quanti-

fication of colocalization is presented as Pearson correlation

coefficient (Pearson Coefficient). Each data point represents

a cell. The experiments were repeated three times. Scale bar,

3 mm. BF, bright field.
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Thus, ARF6 polarization, in respect of PM PtdIns4P polariza-
tion dependency, is different from that of RPH3A, RAB21, and
PIP5K1C90.

ARF6 is a coincidence-detection code with PM PtdIns4P for
directing RPH3A polarization

Previously, we found that RPH3A direct Rab21 and PIP5K1C90
polarization at the PM by directly interacting with PM PtdIns4P
(16, 17). A remaining question was why RPH3A specifically
polarizes to PM rather than Golgi, where PtdIns4P is also abun-
dant. As none of RPH3A, RAB21, or PIP5K1C90 is colocalized
with the Golgi marker TGN38 (Supplemental Fig. 4C), we pos-
tulated that the preferential localization of RPH3A to PM, rather
than to Golgi, might be due to RPH3A’s coincidence detection of
another PM signal in addition to PM PtdIns4P. Small GTPases can
function as coincidence-detection codes (24). Immunostaining re-
sults indicated that most of the total ARF6 protein, like the active
form of ARF6, showed a polarized pattern at the PM without Golgi

localization in Fb-stimulated neutrophil (Fig. 5D, Supplemental
Fig. 4D). Our above results showed that ARF6 polarization,
which occurred at PM, rather than Golgi, acted upstream of
RPH3A, RAB21, and PIP5K1C90 polarization but parallel to
PtdIns4P polarization. This suggested that ARF6 might function as
the coincidence code with PM PtdIns4P for RPH3A polarization
at the PM. To test this hypothesis, we assessed the effect of ARF6
on the interaction between PtdIns4P and RPH3A using a coflo-
tation liposome assay in which recombinant myristoylated ARF6
was incorporated into the liposomes containing PtdIns4P. The li-
posomes containing GTP-bound ARF6 bound a greater amount of
RPH3A than those containing GDP-bound ARF6 (Fig. 6A), indi-
cating that active ARF6 enhances the interaction between RPH3A
protein and PtdIns4P. Next, we detected the direct interaction be-
tween the RPH3A and ARF6 proteins using a pull-down assay with
recombinant RPH3A protein and ARF6. The GTP-bound ARF6
showed greater binding of RPH3A than GDP-bound ARF6 (Fig.
6B). We previously demonstrated that RPH3A phosphorylation was

FIGURE 4. ARF6 is copolarized with RPH3A, RAB21,

and PIP5K1C90 in ICAM1-stimulated neutrophils. (A–C)

Copolarization of active ARF6 with RPH3A (A), RAB21

(B), and PIP5K1C90 (C) in ICAM1 stimulated mouse neu-

trophils. Neutrophils attached to ICAM1 (1 mg/ml)–coated

surfaces were stained with anti-active ARF6 and anti-RPH3A

(A), anti-RAB21 (B), or anti-PIP5K1C90 (C), followed with

Alexa 488 (green)– and Alexa 633 (red)–conjugated second-

ary Abs, respectively. Representative optical section images of

two cells are shown. The quantification of colocalization is

presented as Pearson correlation coefficient (Pearson Coeffi-

cient). Each data point represents a cell. The experiments were

repeated four times. Scale bar, 3 mm. BF, bright field. (D–F)

SecinH3 impairs RPH3A, RAB21, and PIP5K1C90 polari-

zation in mouse neutrophils on the ICAM1-coated surface.

Mouse neutrophils were pretreated with DMSO or 20 mM

SecinH3 for 20 min at RT and then placed on an ICAM1-

coated coverslip for 30 min along with the DMSO or SecinH3

treatment and subjected to immunostaining with anti-RPH3A

and anti-TGN38 (D), anti-RAB21 and anti-EEA1 (E), or anti-

PIP5K1C90 and anti-EEA1 (F), followed with Alexa 633

(red)– and Alexa 488 (green)–conjugated secondary Abs,

respectively. Representative optical section images of two

cells are shown. Quantification of polarization of RPH3A,

RAB21, and PIP5K1C90 is shown in (D)–(F), respectively.

Each data point represents the average of more than 15 cells

per observation field, and the experiment was repeated three

times. Data are present in means 6 SEM (Student t test).

****p , 0.0001.
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important for RPH3A and RAB21 interaction and RAB21 and
PIP5K1C90 polarization (16). Consistently, in this study, we found
that ARF6 preferred binding to p-RPH3A protein, in comparison
with unphosphorylated one (Fig. 6C). Finally, we assessed the effect
of ARF6 on the interaction between RAB21 and RPH3A using
GTP-ARF6, GTP-RAB21, and RPH3A recombinant proteins in a
pull-down assay. We found that ARF6 enhanced RAB21–RPH3A
interaction (Fig. 6D). Besides, RAB21 did not interfere with the
ARF6–RPH3A interaction (Fig. 6D), suggesting that ARF6 and
RAB21 have nonoverlapping interaction sites on the RPH3A pro-
tein. These results together showed that ARF6 manifested the bio-
chemical characteristic of a coincidence-detection code for RPH3A.

ARF6 regulates neutrophil adhesion

The results above suggest that ARF6 is the coincident detection
code for RPH3A protein anchoring at the PM, by which ARF6
mediates the polarized transport of RAB21–RPH3A–PIP5K1C90
vesicles. We previously revealed an important role of polarized
PIP5K1C90 and RPH3A in neutrophil firm adhesion to the in-
flammatory endothelium (14, 16). Consistently, we found siARF6
significantly inhibited neutrophil adhesion to endothelial cells in a
flow chamber assay (Fig. 7A–D).

Discussion
In this study, we elucidated the mechanism by which RPH3A
specifically targets the PtdIns4P at the PM in neutrophil polarization.

Our results demonstrate that ARF6 is a coincidence-detection code
for RPH3A, and it works together with PM PtdIns4P to direct the
RPH3A–RAB21–PIP5K1C90 polarization pathway, as depicted
in a model (Fig. 7E). Namely, Fb, ICAM1, or chemoattractant-
activated b2 integrin stimulates the ARF6 polarization at the PM
in mouse neutrophils. ARF6 is copolarized with PM PtdIns4P,
whose polarization is induced by the PM curvature increase
resulting from cell attachment (17). ARF6 and PtdIns4P together
present a high-affinity binding site for RPH3A, which may explain
the preferential recruitment of RPH3A to PM rather than Golgi.
PM polarization of RPH3A results in subsequent PM polarization
of RAB21 and PIP5K1C90. Thus, our study has revealed impor-
tant functions of ARF6 in neutrophil biology, including neutro-
phils polarization and adhesion on the inflamed blood vessels.
ARF6 was shown to be a direct activator of PIP5K (53). Fol-

lowing that finding, ARF6 was demonstrated to regulate various
cellular functions, including endocytosis, endosomal recycling,
and actin polymerization, mainly through the activation of PIP5K
for PIP2 production (25, 54). In this study, we elucidated a new
role of ARF6 in PIP5K1C90 regulation, namely its polarization,
in neutrophils. Those observations underline a dual regulatory
mechanism ARF6 on PIP5K1C90, both of which may cooperate to
regulate neutrophil adhesion. Cytohesin-1, the GEF for ARF6 in
leukocytes, controls the activation of RhoA in dendritic cells and
HeLa cells (29). This regulation is required for integrin-mediated
cell adhesion and migration in a GEF activity–dependent manner

FIGURE 5. ARF6 is copolarized with PM PtdIns4P in neutrophils attaching to activated endothelial cells. (A) ARF6 is polarized and colocalized with

PM PtdIns4P in mouse neutrophils attached to endothelial cells under shear flow. Mouse neutrophils were transfected with GFP-P4M and ARF6-TagRFP

plasmids and cultured for 6 h, then flowed through a chamber seeded with mouse endothelial cells pretreated with TNF-a and observed with a confocal

microscope. Reconstructed 3D images of two representative cells are shown. The Golgi pool of PtdIns4P is denoted with a white circle. The 3D whole-cell

contour is colored in purple, and the colocalization between PtdIns4P and ARF6 is marked in yellow. Each cell is shown in two different angles, in which

angles 1 and 2 are referred to as dorsal view and side view, respectively. The raw 3D images are shown as Supplemental Videos 1, 2. The grid scales are

1 mm. (B) ARF6 is not polarized and minimally colocalized with PM PtdIns4P in mouse neutrophils attached to PK-coated surface under shear flow. Mouse

neutrophils were transfected with GFP-P4M and ARF6-TagRFP plasmids and cultured for 6 h, then flowed through a chamber coated with polylysine at the

rate of 1 dyn/cm2 and observed with a confocal microscope. Reconstructed 3D images of two representative cells are shown. The Golgi pool of PtdIns4P is

denoted with a white circle. The raw 3D images are shown as Supplemental Videos 3, 4. The grid scales are 1 mm. (C) Quantification of colocalization of

P4M and ARF6 in (A) and (B) conditions is shown as the Pearson coefficient. Each data point represents a cell. Data are presented as means 6 SEM

(Student t test). The experiments were repeated three times. ****p, 0.0001. EC, endothelial cell. (D) ARF6 is polarized, but not colocalized, with TGN38

in neutrophils on Fb. Mouse neutrophils were placed on Fb for 30 min, followed by immunostaining with the anti-TGN38 and anti-ARF6, then incubated

with Alexa 488 (green)– and Alexa 633 (red)–conjugated secondary Abs, respectively. Representative optical section images of two cells are shown. Scale

bar, 3 mm.
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(29). However, the mechanistic link between cytohesin-1 and
RhoA is unknown. PIP5K1C90 polarization has been shown to
regulate chemokine- or integrin-induced neutrophil adhesion
by promoting polarized RhoA activation at uropods by chemo-
attractants and subsequent formation of polarized phosphorylated
myosin L chain at uropods (14). Our data suggest that ARF6
regulates PIP5K1C90 polarization in neutrophils, which pro-
vide a possible mechanism by which the cytohesin-1 regulates
RhoA activity.
cytohesin-1 has been proved to regulate leukocyte adhesion

on ICAM1 surfaces or endothelial cells, at least partially, re-
quiring its GEF activity (30–32), suggesting a functional role of
its downstream effector GTPases, including ARF6 in leukocyte
adhesion. So far, the direct evidence of functional involvement
of ARF6 in leukocyte adhesion during leukocyte diapedesis is
missing, even though ARF6 can directly regulate superoxide
production, degranulation, and chemotaxis in neutrophils (28,
35–37). ARF6 is important for innate immunity and host–
pathogen interactions (27), in which ARF6 is involved in TLR
signaling, phagocytosis, pathogen invasion, reactive oxygen
species production, and MHC class I recycling. To our knowl-
edge, our study, for the first time, demonstrates that ARF6 has
a direct role in regulating neutrophil polarization and adhesion
through regulating integrin or chemoattractant-induced PIP5K1C90
polarization, which is important for leukocyte adhesion on inflamed
endothelia (14, 55). This study may provide a likely mechanism for
the important role of cytohesin-1 in leukocyte adhesion as well as
the ARF6’s involvement in leukocyte transendothelial chemotaxis
described in previous studies (29–34). This ARF6 polarization

may also contribute to phagocytosis through determining the
PIP5K1C90 localization at the PM, as PIP5K-g is essential for
Fcg receptor–mediated phagocytosis (56).
Although ARF6 has multiple subcellular pools, including PM,

endosome, and cytosol (24), in our study, we could not detect
obvious localization in the cytosol or endosome. This may be
due to the resolution limitation of the confocal imaging or
highly preferential PM accumulation of ARF6, which could be
transported from the cytosol or endosome pools under Fb stimulation.
Several remaining questions warrant further investigations.

We showed that ARF6 polarization required integrin signaling
achieved by direct Fb or ICAM1 stimulation or indirect che-
moattractant treatment. Besides, integrins, particularly b2 integrin,
are involved in polarized localization of PIP5K1C90 in mouse
neutrophils (14). b2 integrin is likely the responsive receptor for
Fb or ICAM1 for inducing the ARF6 polarization. Interestingly,
we found the ARF6 was not polarized on the PK-coated surface
even under a shear flow condition, in which the PM PtdIns4P
would be polarized (17). This observation is consistent with the
previous finding that cytohesin-1 was not polarized on the PK-
coated surface (34). However, the molecular mechanism by
which integrin signaling regulates ARF6 polarization remains
unknown. Besides, ARF6 controls integrin trafficking at mul-
tiple steps, including integrin internalization, early endosome
trafficking, and recycling back to the PM along microtubules
(57, 58). RAB21 regulates b1 integrin endocytosis from the PM
to the early endosomes and integrin-mediated cell adhesion and
motility (59, 60). Those studies suggest ARF6 cooperates with
RAB21 to regulate integrin trafficking. In our previous study,

FIGURE 6. ARF6 is a coincidence-detection code for

RPH3A protein. (A) GTP-bound ARF6 augments the inter-

action of RPH3A with PtdIns4P. Purified recombinant myr-

istoylated ARF6 protein preloaded with GDPgS or GTPgS

was incorporated into phosphocholine (PC)/phosphatidylserine

(PS) liposome containing PtdIns4P. The liposomes were then

incubated with purified recombinant RPH3A protein, followed

by density ultracentrifugation. Input and liposome-associated

proteins were detected by Western analysis. (B) RPH3A

preferentially binds to GTP-bound ARF6. Purified recombi-

nant myristoylated ARF6 protein preloaded with GTPgS or

GDPgS was incubated with purified His-tagged recombinant

RPH3A protein, followed by nickel-bead pull-down and

Western analysis. (C) ARF6 preferentially binds to p-RPH3A.

Purified recombinant proteins were used in an His–pull-down

assay under the conditions described in the figure. Proteins

were then detected by Western blot analysis. (D) ARF6 aug-

ments the interaction between the RPH3A and RAB21. Puri-

fied GTPgS-bound myristoylated ARF6 and RAB21 were

incubated with p-RPH3A and subjected to an His–pull-down

assay. The proteins were detected by Western blot analysis.
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we showed the integrin stimulation could induce the polariza-
tion of RAB21 (16). In this study, we showed that the integrin
induced the polarization of ARF6, and ARF6 polarization
further regulated RAB21 polarization. Therefore, there may be
complex reciprocal regulation mechanisms among the integrins
ARF6 and RAB21. Our results also showed that ARF6 directly
binds to RPH3A protein without interfering with the interac-
tions between the RPH3A and RAB21 or PtdIns4P, which
suggested their binding sites in the RPH3A protein are non-
overlapping. Further studies are needed to characterize ARF6–
RPH3A interaction.
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