Table E1 Primary antibodies used for immunofluorescent staining and flow cytometry

(clone RA3-6B2)

Antibody Host species Dilution | Source/cat. #
GFF Chicken 1:500 AvesLabsInc
Cat #. GFP-1020
Purified anti-K 14 Rabbit 1:500 Covance
polyclone Cat #. PRB-155P
Purified anti-F4/80 Rat 1:500 Biolegend
(clone# BM8) Cat #. 123101
Purified anti-CD11b Rat 1:500 ADbD serotec
(clone # 5C6) Cat # MCA711GT
Purified anti-CD206 Rat 1:500 AbD serotec
(clone # MR5D3) Cat #: MCA2235T
Purified anti-CD68 Rat 1:200 Biolegend
(clone# FA-11) Cat #: 137001
Purified anti-CD163 Rabhit 1:100 Santa cruz
polyclone Cat #: sc-33560
Rhodamine conjugated N/A 1:1000 | Rockland antibodies & assays
Avidin Cat #: A003-00
APC anti-CD11b Rat 1:300 eBioscience Cat #: 17-0112
(clone# M1/70)
PE anti-CD11c Hamster 1:300 Biolegend Cat #: 117307
(clone # N418)
PE anti-CCR2 Rat 1:300 R&D Systems Cat #: FAB5538F
(clone # 475301)
PerCP Cy5.5 anti-CD3e | Hamster 1:300 eBioscience Cat #: 45-0031
(clone # 145-2C11)
PerCP anti-B220 Rat 1:300 BD Pharmingen™ Cat #: 553933




AEW

Human

Human

:
x S %
X $ 7,
X ~ oo
S * O, ©.
o + % S o
= W 4
T T T 1 < =R
[}
] ] 8 o ®, X,
™ AN ~— »\a o
T T T T ! @
(uiw 09) sinog Buyoyesos = = S S o
< ™ N ~
A (uwpg) sinoq Buiyojesog
9
.m o ™ =
o —=
SO 4 7 5 © 8
c o aQ
= O o
uE = Te
T =~
< Q0
Q
<
. S G
* 8 _ . >
= o o o o o
n o 0 =] 8 o
(q\] N ~ ~
I T T T 1
I~ 0 Q 0 o (uiw 09) sinog Buiyoyelog
N ~— -~ o
VYNHW aAle|sy
N~
8~
o O ./m.\.
O > T
X _ T o
* o < Q
] e
& 3
T T T T T 1 O f T T I
© © < N O 3 8 Q o
- el el 5
21092s Yoy O (uiw 09) sinoq Buiyoesdos

SADBE

L

SADBE

200 -

L

SADBE

*%*

150 7

T T
o

o
S
= g}

(uiw 09) sinog Buiyojelog

*%*

1

o

150 7

_ _
o
S B

-—

(uiw 09) sinoq Buiyojesog

1
o

o

T T
o o
o) s! o]
2

~

(uiw 09) s1noq Bulyolelos

0

Vehicle HCO067 Vehicle HCO067

Trpv4** Trpv4”

(Topical)

(i.p.)



D

Ratio (340/380)

E

Current (nA)

S
©

3 4 5 6
Time (min)

01 2

Ear skin TRPV4-eGFP* cells

247

1.6

o
®
)

GSK101
HC067

© +100 mV
©-100 mV

4 6 8
Time (min)

450 LnetaTRPVA  C GFP only CD11b
Lane 2,5 GFP 105 1004 001 17.05 194
Lane 3,6 GAPDH 10 ] ;4
123456 ¢, o
2 3 S
500 Pas " | e dms | a2
100 102102104105 102102104105
GFP+ GFP- GFP -
— 40+
Trpvd lon >k
2
GSK101 S g 307
osum |, <o
BB 201
5 8
= 8
[=) % 10_
01 2 3 4 5 6 7 0
Time (min) Trpv4** Trpv4*
—~ 3007 *kk * %k
2 I(nA) d E_
14 b < 2001
=
-100 SO
+100 2 1007
V 5
R (mV) § |
Basal GSK101 GSK101
2 +HC067




w
m
a
p 5
*x
* °
c
o)
r T T T 1 C
o o o o o
<] © < N
(wm) ssauyoiy) [lewuapid]
=
[
* <
X S
€
o)
O
o o o o o
(¢ © < N
(w) ssauxoly) lewuspid]
=
|
<
e
<
[e]
(@]

(@]

~ ot Qe v o
o

- -~ o

VNHW pAdHL SAlE[RY

v o v <o v o
a o - «~ o

VNHW yAdHL SAIE[SY

*k%k

T T T T 1
o o o o o
¢ © < N

100 1

JUNOJ 90 d499-PAdHL

—

T T T T 1
o o o o o
© © < N

*k%k

JUNOJ |90 d499-PAdHL

SADBE

Control

AEW

Control

SADBE

Control

AEW

Control

SADBE

o
F o

1207
80

T (uw g) sinog Bulyojelog

SADBE
S

o o
® <5 ©

(n (uw 0g) sinog Buyoesds

1201

o o o 9o o
R 8 © & &

Y - -

. (uw og) sinog Buyorelos

0 |
Cx3cr1: Cre

AEW
*

o
=) o

—

sinoq Buiyojelos

200

o
S
®

(

~

uiw 09
L

Cre*

Cx3cr1: Cre-

Cre*

K14: Cre

Cre*

Cre*

K14: Cre



>

Scratching bouts (60 min) % of total DRG neurons

Scratching bouts (60 min)

20+

104

0-

Trov4+ Trpv4™ Trov4”

*k%* *k%k

Normal AEW AEW

200 4

-
(o))
o

-

o

o
L

)
o

Vehicle pCPA pCPA+

300

200 ~

100 -

SADBE

5-HTP
AEW
n.s.
Htr2a** Htr2a™

B C
45 Sk k Tryptophan
] Tryptophan
>
2 Hydroxylase |—pCPA
25 307 (TPH)
O 3
,i 2 5-Hydroxytryptophan (5-HTP)
5 2 15
g 5-HTP
° Decarboxylase
0- 5-Hydroxytryptamine (5-HT)
Trpv4** Trpv4”
AEW  AEW
F
SADBE SADBE
1507 300+
— * — n.s.
£ c —
IS € *
o o
@ ©
P 100 Z 200 1
3 2
g 2
5 50 S 1001
o o
® ?
0- 0-
Htr2a”+ Htr2a* Vehicle Ket SB269
K
AEW AEW
400 -
400+
— *%* —_
£ £ *kk
1S 300 4 n.s. S
@ @ 300
2 2
3 >
8 200+ £ 2004
D D
£ <
< <
L2 L
© 100 © 100
[8] O
(%) (%)
Vehicle Ket SB269 Htr7++  Htr7*

O
N
a
o

N
o
o

-
a
o

100 1

a
o

Scratching bouts (60 min)

O Vehicle pCPA pCPA+

H

Scratching bouts (60 min)

1507

100 1

50 1

5-HTP

SADBE

n.s.

Htr7**  Htr7”



sash

% ) ‘o -
) o [
Q < m 3] 2 5
? B < ¥ 2 8 3
o o £ £ &
i ! j ' = [0} o -
o o o @) > L (&)
Q = &
- _ ! ! _ E E =N
(uiw 09) sinoq Buiyoyelos S S 8 © &
C ™ N —
L (uiw 0g9) sinog Buiyojesog
<
@ N
o~ @ o _m_m x
d O x
[m)]
m c —~ W X <
< = E o n
T T T 1 nruw [ | 0_ ﬁ_u
mVu m thu © T T T | < m m Yo}
m  (uw o) sinog Buiyojesos - - (uiw 09) sinoq Buiyoyesos
(U 09) sinoq bulyojelos T
8 o
& O
()
x 3%,
o
O
r T T T 1 4 _ I _ i
o o o o o L o o o o
S ® 8 B a o S o

< O (7/601) unoo 1993eld (9 (uw 9) sinoq Buiyojesos



GFP only

Qs
0.075

Q6
0.75

B2:

4Q1
0.014

20 @

0.10

Q1
8.20

CD3e

Q2
1.32

a1 GFP only

0.012

0 102 10

104

287

Q4
329

0 10?

10°

104

108

0

102

L |

10° 10 10°

GFP



TRPV4-eGFP

Merge

TRPV4-eGFP

N
o

N
e

—
=

Ratio (340/380)
()]

o
3y

TRPV4-eGFP*

GSK101

GSK101

A Ratio (340/380)

4 8
Time (min)

©
o
1

o
N
1

©
N
1

n.s.



>

| Trov4*

Ratio (340/380)

QO A A
© N O 0

Primary keratinocytes

0.3

Primary keratinocytes
Trpv4”

GSK101
0.3 uM

@)

A Ratio (340/380)

O
o

O
o

o
~

O
N

* %%

—

Trpv4+* Trpv4™”



Ratio (340/380)

Ratio (340/380)

@)

Ratio (340/380)

2.0

1.57

1.8 7

Human primary keratinocytes

lon —

GSK101

lon —

GSK219
GSK101

01234567

Human forearm skin single-cell suspensions

GSK101 lon—

GSK219
GSK101

Human peripheral blood mononuclear cells

GSK101

ATP

GSK219
GSK101

Time (min)

A Ratio (340/380) A Ratio (340/380)

A Ratio (340/380)

0.6

*k*

0.4 1

0.2 1

0
Control GSK219

0.37

*k*%

0.2 1

0.1 1

0
Control GSK219

0.4 -

*k*

0 J
Control GSK219



A B C o _
18 - Hargreaves 30- Hot plate 4- Tail immersion
2 n.s. n.s. ~ n.s.
> — = » &)
[ ‘; % 34
£ 121 9 20 =
o S o
= © © 2.
: o :°
£ o 2 10- z
2 § s
4 5
a 0- 0- — O0-
PF4: Cre- Cre+ PF4: Cre- Cre+ PF4: Cre- Cre+
D E
d
~ 15- von Frey 400- Rotaro
> n.s. n.s.
o 2 300-
® 1.0+ 5
= £ 200+
: g
5 097 2 1001
S S
2
2 0- 0 -
a8

PF4: Cre- Cre+ PF4: Cre- Cre+



Basal GSK101 ADP

B Brightfield TRPV4-eGFP C
' g 1— GFP*WBC 3 — Platelet
2— GFPWBC 4 — Platelet
12 GSK101
'g ADP
0
S 0.9/
30
Kol
;:5 0.61

0 2 4 6 8
Time (min)




Supplementary Table:

TableE1.

Primary antibodies used for immunofluorescent stgiand flow cytometry.

Supplemental Figure L egends:

FigureE1l

TRPV4-eGFP is expressed by dermal macrophagesobdt or B cells. Flow cytometry analysis
using ear skin single-cell suspensions from Tngv4*™" mice reveals that TRPV4-eGFP is
expressed by a subpopulation of CCR2CD11¢ macrophages but not by the CD3Jecells or

B220" B cells. The experiment was repeated 4 times.

FigureE2

Expression of cellular markers for macrophages dedmal macrophages in the skin of
Trpv4**F mice. A, Double labeling experiments show that CD11b, CDZDB68, and CD163
were co-expressed with the TRPV4-eGFEells in the skin. Bar=50 pmB and C,
Representative traces (Fig E2, B) and summarized (g E2, C) illustrate that 0.8M
GSK101 elicited a [Cd]; response in freshly isolated TRPV4-eGFear skin single cell
suspensions, which was inhibited by @/ GSK219 or 5uM HCO067. ***p<0.001, ANOVA,

n=11 coverslips for GSK101 and 5 coverslips for @& and HC067.



FigureE3

Functional expression of TRPV4 in primary culturegdouse kereatinocytesA and B,
Representative traces showing the GSK101-elici@ad T, responses in cultured keratinocytes
from Trpv4d*”™ (Fig E3, A) andTrpvd” (Fig E3, B) mice.C, Summarized data showing the

+/+

averaged response evoked by GSK101 in culturedikecgtes from thelrpvd™ and Trpv4™

mice. ***p<0.001, Student’'s test; n=5 coverslips in each group.

FigureE4

GSK101 elicits [C&]; responses in human primary keratinocytes, foreskimcell suspensions,
and human peripheral blood mononuclear cAll€, Representative traces showing the GSK101
(0.3 uM)-elicited [C&*]; response in the absence (left) and presence @iofIGSK219 (0.3
uM) in human primary keratinocytes (Fig E4, A), hunfarearm skin cell suspensions (Fig E4,
B), and human peripheral blood mononuclear cellg B2, C). The bar graphs on the right show
that GSK219 abolished the GSK101 responses iredltypes tested. *** p<0.001, Student's

test; n=5 coverslips in each group. lonomycin (langl ATP were used as positive controls.

Figure E5

Conditional depletion of platelets does not affisetrmal and mechanical sensations and motor
function in mice.A-E, Paw withdraw latency (Fig E5, A), Hot plate laten&g E5, B), Tail
withdraw latency (Fig E5, C), Paw withdraw thresh{fFig E5, D), and the latency to fall (Fig
E5, E) in thePf4-Cre mice (n=5 mice) mice were not significantly diffatérom that of théf4-

Cre" mice (n=6 mice). p>0.05, Student’test. n.s. not significant versB&-Cre group.



FigureE6

TRPV4 is not functionally expressed by platelétsRepresentative images showing theGa
response elicited by 0.3 pM GSK101 and 100 uM ADBRI number 1 represents a GFP-
positive white blood cell. Cell number 2 represeat$sFP-negative white blood cell. Cells
number 3 and 4 represent platel&s Brightfield and GFP images show that TRPV4-eGFP is
present in a white blood cell (cell number 1) bat im plateletsC, Representative traces show
that GSK101 elicited a [¢§; response in the GERvhite blood cell (cell number 1) but not the
GFP white blood cell (cell number 2) or platelets (sehumber 3 and 4). ADP serves as a

positive control. The same experiment was repeattéshst 3 times.



