Figure S2
a

Relative level of mMRNA

o

Relative level of mMRNA

Ma

Cxcl1

Cxcl2

b
Enrichment plot:
HALLMARK_INFLAMMATORY_RESPONSE <
Z Cxcl1 I11a
= 0.6 (h'd * *
Yos E109 . . 151 | e
5 0.4 o
203 © 8-
: 2 &5l 1 10 1
g 0.2 k) 1.
g il [0} 4 i * Kk
T 0.0 % 2 r‘:l 1 5 i
N b - 1 -~
I 0 1 E o e
2 | < WT D138N WT D138N
% ? NF' (positively carelated) DZE: Ereg Fosh
% o Fero cross at G104 B 8' * * 30' * % . VehIC|e
g, ° el . TISIZ
E 2 ! ! ! 'REST' (negatively correlated) ! Q>) i 20 e I e T/S/Z+NeC'1S
E [i} 2,000 4,000 8.000 2,000 10,000 12,000 14,000 2 4- > e T/5Z7/Z
i3 Rank in Ordered Dataset q>_) - I . T/527/Z+Nec_1 S
|— Enrichment profile — Hits Ranking metric scores =) 2 - 1 0 T
L <7 ol
- -
&) O T l‘- 0 '_‘_'_L'—-_’ — S
WT D138N WT D138N
Ripk3*
< < <
25 %4 %6 Zs
) £l . £ .. £91 , ~ /812
20{ J. ., 53 s 56 _ = TISiz+Nec-1s
154 T>.> % ? 4 x * ? l *
. 22, & 2 . 244
10 o 02 o
=14 = 22
54 © © o
O' . DG:JO"'_'_'_'_'_'- &0"'_'_'_'_'_'- &0"'_'_'_'_'_'-
AQNYYH X oTime/h QN9 % olime/h QN9 % oTime/h QNUYS % oTime/h
I1Ma Cxcl1 Cxcl2 Fosb
Mikl"
< < <
% & &
8; €6y . E 31 €291 «  LT/SIZ
6. 5 : 5 . 52.0{ |, = T/S/Z+Nec-1s
) 24l [\, o2 fey: Tis
ERIY A\ 210
2 ® & 50.5.
[0} () Q
0--'—'—'—'—'—'— . m 0- . D: O- i m OO- .
QNS % oTime/h QNS % oTime/h QNI % olime/h QN % % oTime/h

Fosb



Figure S2

e Ripk 1032540325+ Ripk 3+

w
e

RN
N
o
-—
a
o

Relative level of mMRNA
e
o

Relative level of mMRNA

- TNFa
= TNFa+Nec-1s

N
o
(0}
-—
o
e

—
o
*
o
o
*

54

Relative level

o
o
L

S 9 X o Timelh Q 9 % o Time/h Q 9 % o Time/h
Tnf 16 Ma

:
*

RN

[6)]
:

-
()]
:

RN
o
-
o

()]
*
*

(S}

*

Relative level of mMRNA
o N N (o)} [o¢]
Relative level of mMRNA

o
Relative level of mMRNA

o

QS 9 % O Timeh Q 9 % O Timeh QS 9 % O Timelh
Cxcl1 Cxcl2 Tnfaip3

N
—
o

- *

N w
*

N

Relative level of mMRNA

Relative level of mRNA
Relative level of mMRNA

o N A OO @
*

o
o

Q 9 ™ o Time/h Q 9 ™ o Time/h Q 9 % o Time/h
Csf1 Areg Ereg

Fig. S2 RIPK1 regulates gene transcription in a cell death independent manner. a Inflammatory response pathway analysis was shown by GSEA enrichment
plot of RNA-seq data with the genes significantly enriched in Ripk1°325403254;Ripk3” MEFs treated with TNFa compared with vehicle or TNFa plus Nec-1s.

b qPCR verification of the expression of indicated genes from the RNA-Seq results in Wildtype or Ripk1P138Vb138N MEFs with indicated treatment. 5 ng/ml

mTNFa, 50 yM SM164, 100 nM (5Z)-7-oxozeaeno, 20 yM zVAD-fmk, 10 uM Nec-1s were used. mTNFa was added 0.5h after pretreatment with other compounds
and treated for 3h (n = 3, mean + SD). *p < 0.01. ¢, d gPCR analyses of the expression of indicated genes in Ripk3” (c), MIkl (d), MEFs treated with vehicle, or
50 uM SM164, 20 uM zVAD-fmk, +/- 10 uM Nec-1s for 0.5h followed by 5 ng/ml mTNFa for the indicated time course (n = 3, mean + SD). *p < 0.05. e gPCR
analyses of the expression of indicated genes in Ripk1P3254032%; Ripk3”- MEF's treated with vehicle, or +/- 10 pM Nec-1s for 0.5h followed by 20 ng/ml mTNFa

for the indicated time course (n = 3, mean + SD), *p < 0.05.



