A B WT Gai-1/3-DKO
WT Gai-1/3-DKO

L4 1L4 (100 ng/mL)
L4 IL-4 (100 ng/mL) . o 10 20 o 10 20
00 20 0 0 20
e [ERE 2= = g1 o oo
-AKt- £ o
oo R e~ [ §
14
. 2 70 kDa- p-SéK =
amm—— ———Jewz [ = ] o
2
0
IL-4 (100 ng/mL)
IL-4 (100 ng/mL)
C IL-4 (100 ng/mL) D wT Gai-2-KO E Gai-1+3-DKO MEFs
WT Gai-1-KO Gai-3-KO Gai-1/3-DKO L4 IL-4 (100 ng/mL) WT-MEFs Ad-Gai-1 Ad-Gai-3 Vector
ww 910 0 10 0 10 0 10 o 10200 O 100 20 010 010 010 010
040a- e - p-Akt . w—— - |p-AKLS4T3 l — ¥ |p,M,5473
8473
60k0a- ~ Akt1/2 -—— e e |p-ATI08 ‘.- - . --|Akt1/2
T S —— | A2
70kDa- — —_— - p-SBK ‘ - — . | p-S6K
— - p-S6K
e [ G- - .———‘SGK - - k-- —-— e -——-|5GK
———— - — o
20 -Erk1/2 | - i |-E K112
- E = B e m
_ == == “\Erm P —— T L. B 3 X%
S5 kDa- i.- - —— ——

Tubulin Tubulin }—- ——— —— -—1&adun
oWT

_16 12
% glg\; 1Ko _ EI Gul 2-KO _08 aVector
14 = _
) BGai3-KO E 1 k] 5 Ad-Gai-1[DKO
= % EGai-1/3-DKO ] 206 = Ad-Gai-3
g S 08 o
] kol £
508 g g
g 2 06 204
= E = # i
gO 4 z 04 %‘ 02 *
I 2.
£ $ 02 g
5 E *
p-Akt p-S6K p-Erk1/2 0 0
IL-4 (100 ng/mL), 10’ p-Akt  p-S6K p-Erki/2 p-Akt p-S6K p-ErK1/2
IL-4 (100 ng/mL), 20’ IL-4 (100 ng/mL), 20
WT-MEFs wr Gai1/3-DKO
F C-shRNA Gai-1/3-shRNA G cl IgG IP:IL-4Ra | [ IL-4 (100 ng/mL)
IL-4 IL-4 (100 ng/mL) WT-MEFs DKO-MEFs 12, "l4,5 é@ "Q,QQ Qe éé(e 010 20 0 10 20
Mw 0 100 200 O 100 20’ Crl 14 Cirl IL4.5' g 45‘ « +°. p-Gab1
60 kDa- p-Akt h F & Fas —— ——
MDkD} Surface-IL-4Ra =2 - e ==
Sar3 3 = |IL-4Ra
o e L - C——
10 kDa, Total-IL-4Ra : J IL-4 1L-4 (100 ng/mL)
p-S6K 5 p-Akt
L e w12
42D | €
55 kDa-| Tubulin

Figure S1. Wild-type (WT), Gail and Gai3 double knockout (DKO) (A-B and I), Gail, Gai2 or Gai3 single
knockout (SKO) (C and D) mouse embryonic fibroblasts (MEFs) were treated with IL-4 (100 ng/mL) for applied time,
tested by Western blotting of listed proteins (A-D, I); DKO MEFs were transiently transfected with the adenovirus
Guail construct (“Ad-Gail”), the adenovirus Gai3 construct (“Ad-Gai3”) or the empty vector (“Vec”), IL-4-induced
signaling was tested similarly (E). Stable WT MEFs with the scramble control sShRNA (“C-shRNA”), Gail shRNA
and Gai3 shRNA (“Gai-1/3-shRNA”), were treated with IL-4 (100 ng/mL) for applied time, and were tested by
Western blotting of listed proteins (F). WT and Gail/3 DKO MEFs were treated with or without IL-4 (100 ng/mL)
for 5 min, expression of listed proteins in plasma membrane fractions and in total cell lysates was shown (G). WT and
Gail/3 DKO MEFs were treated with IL-4 (100 ng/mL) for 5 min, the association between IL-4Ra, Gabl, p-Gabl
and JAK1 was tested by co-immunoprecipitation assay (H). WT or Gabl KO MEFs were treated with IL-4 (100
ng/mL) for applied time, tested by Western blotting of listed proteins (J). Quantification was performed from five
replicate blot data (n=>5, same for the blotting data in all Figures). Data were expressed as mean * standard deviation

(SD).*P< 0.05 vs. WT MEFs (A-E). * P< 0.05 vs. “Vector” (E). *P< 0.05 (G).
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Figure S2. Alveolar macrophages (AMs), expressing the lentiviral scramble control shRNA (“sh-C”) or the lentiviral
Guail shRNA plus Gai3 shRNA (“sh-Gail/3”) (A and B), the adenovirus Gail construct plus the adenovirus Gai3
construct (“OE-Gail/3”) or empty vector (“Vec”) (C and D), were treated with or without IL-4 (100 ng/mL) for 10
min, and tested by Western blotting of listed proteins (A and C). Twenty-four hours after IL-4 treatment, relative
expression of listed genes was shown (B and D); In each experiment, n=5 (five replicated wells/dishes). Experiments
were repeated five times (five mice per group), data of all repeated experiments were pulled together to calculate mean
+SD. *P< 0.05 (A, C and D). *P< 0.05 vs. “Ctrl” treatment in “sh-C”’AMs (B). *P< 0.05 vs. IL-4 treatment in
“sh-C” AMs (B).



