Interleukin 6 Regulates Psoriasiform Inflammation Associated Thrombosis
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Supplemental Figure 1. Characterization of KC-Tie2xMrp14” mouse skin. (A). Transcript and (B). protein
expression of Tie2 and MRP14 in control (n=5-9), KC-Tie2 (n=9), Mrp14™ (n=11-13) and KC-Tie2xMrp14™
mice (n=11). P values are as indicated. (C). Immunohistochemistry staining of immune cells in control, KC-Tie2,
Mrpl4” and KC-Tie2xMrp14™ mice. Left panels: Representative immunohistochemistry of dorsal skin sections

stained for CD11c, F4/80, CD4 and CD8 and the cell proliferation marker, Ki67.

Supplemental Figure 2. KC-Tie2xIL-6" mice have sustained skin inflammation. Quantification of (A). CD4,
(B). CD8, (C). CD11b and D). F4/80 positively stained immune cells in dorsal skin of control (n=4), KC-Tie2

(n=7), IL-6" (n=6) and KC-Tie2xIL-6""(n=8) mice. P values are as indicated.

Supplemental Figure 3. IL-6 deficiency reverses shortened thrombus occlusion time in the K5-1L-17C
psoriasis mouse model. Occlusion times (mean £ SEM, mins) following rose bengal elicited photochemical
injury of the carotid artery in control (n=9), K5-1L-17C (n=5), IL-6" (n=8), and K5-IL-17CxIL-6"" (n=15) mice.

Each dot represents one individual mouse. P values are as indicated.

Supplemental Figure 4. Gating strategy used for flow cytometry. (A). Monocytes were selected based on
FSC-A versus SSC-A. (B). Live cells were then selected using FV450 versus FSC-H and (C). single cells were
gated based on FSC-A versus FSC-H. (D). Neutrophils were defined as CD11b" and Ly6G"*. CD11b"Ly6G" cells
were taken into (E). where CD11b*Ly6C"" events were defined as monocytes. Gates in D and E were determined

by isotypes of CD11b, Ly6G, and Ly6C.



Supplemental Table 1. Average immune cell counts/field of view + SEM in dorsal skin of mice.

CD11c F4/80 CD4 CD8
Control 31.06 + 6.36 41.49 + 6.00 5.74 +2.14 0.60+0.18
Mrp14” 24.11 +2.98 44.00 + 7.55 3.79+0.68 1.04 +0.29
KC-Tie2 61.10 +7.85" 95.95 + 9.38" 19.71 +3.75" 10.46 + 1.35"

KC-Tie2xMrpl4”  36.36 + 7.54" 79.32 +7.55 17.36 + 1.05 8.90 +1.88"

* P<0.05 vs. control; + P<0.05 vs. KC-Tie2; Student’s T-test.



>

Mean mRNA / actin

Mean mRNA / actin

Tie2 . P=0.013 ,
P=0.003 P<0.001
| ——| | —|

3.5 0.04+0.04 1.19+0.34 0.01+0.00 0.58+0.20
3.0 -
2.5 -
20 - * *
15 - A 3 .
1.0 - P :
0.5 - ? WY
0.0 - . T T *» \

Control KC-Tie2 Mrp14- KC-Tie2x

Mrp147*
P=0.011

Mrp14 r P=0.243 ]
0. P<0.001 '

0.00+0.00 0.41+0.18 0.00+0.00 0.01+0.00
1.5 'S
1.0 - .
0.5 - -~
0.0 1r_“ T ‘ T * T ‘“—I

Control KC-Tie2 Mrp14” KC-Tie2x

Mrp14*
&«
\Q\

CD8 CD4 F4/80 CD11c

Ki67

Supplemental Figure 1

KC-Tie2



Nicole
Typewritten Text
Supplemental Figure 1


C

Counts/Field

Counts/Field

250

200

-
a
o

-
o
o

(&)
o

o

CD4
P=0.255 P=0.605
I 1 1
~ 95+36 152429 57+1.7 17.3+x2.7
*
L 2
¢
L 2
IS . *
>
\ g * L
L 2
= . M
b o g
. $
Control KC-Tie2 IL-6" KC-Tie2x
IL-6"
CD11b
| P<0.001 . P=0.476 |
159.846.9 140.4+13.0 84.9+10.0 126.4+14.1
| * L 2
| “ *
 of ¢ €
FYS
+ s
Control KC-Tie2 IL-6"- KC-Tie2x
IL-67

Counts/Field

Counts/Field

Supplemental Figure 2

CcD8
P=0.017 P=0.415
I LA 1
40 . 2.6£1.1 14.6£3.7 0.6+0.1 10.7+2.9
35 L 2
30 -
25 - *
20 - .
AR
10 - POrs -
&,
5 ® ‘0
0 - g 400
Control KC-Tie2 IL-6-  KC-Tie2x
IL-67
F4/80
P=0.011 P=0.558
I 1 1
200 76.7+3.6 125.6+13.7 71.6+3.7 115.6£9.5
160 ¢
o .“
120 - o
¢ (4
80 - _’_ L 'Y ‘
» *
40 -
0
Control KC-Tie2 IL-67 KC-Tie2x

IL-67


Nicole
Typewritten Text
Supplemental Figure 2


Occlusion time (mins)

o
o

D
(@)

S
o

N
o

Supplemental Figure 3

P<0.001 P<0.001
| Il |
4 27.8+3.0 95+15 24.0+4.2 36.5+5.0
e
] °
°
] ° . °
° ¢ a0
.:..: [ ¢ Y
— e
J o®
° o, Qoo .:'
')
Control  K5-IL-17C IL-6  K5-IL-17CxIL-6"


Nicole
Typewritten Text
Supplemental Figure 3


Monocytes

Live
93.4

Supplemental Figure 4

250K 7] Single Cells

1 96.9

16.9 ]
0 T T T T 0 MaaRmaay - mazaiiiy e R e TrTTTT T T TTT T T T
3 3 4 0 100K 150K 200K 250K
0 50K mOKFSé—E}'\OK 200K 250K 00 o 10 10 -
Viability
105 i v Neutrophils 250K 7]
3 1.89 1
41 200K 7] Eosinophils
10 7 i 0
3 150K 7
o 0 o LyGC high
g : o 73.2
2 100K 7
— 10
50K
10 :
CD11h+Ly6Gnegy
0 7.58
10 S .
O —— 3 5 4 s
1 2 5 -10° 0 10 10 10

0 3 4
10 10 10 10 10 10
CD11b Ly6C


Nicole
Typewritten Text
Supplemental Figure 4




