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1.Fig.4. Western blot quantification of TGF-B pathway proteins (TGFBR2, Smad2/3, p-Smad2/3,
Smad4) in wound tissues following treatment with Fej-la and Fej-1b at day 9. B-actin (1:1000,
Beyotime, AF5003), GAPDH (1:2000, Beyotime, AF1186), and a-Tubulin (1:2000, Affinity,
AF7010)
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(2) Smad2/3 (1:1000, Abcam, ab202445)
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(3) Phospho-Smad?2/3 (1:1000, Abcam, ab63399)
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2. Fig.6. (D and E) Western blot quantification of TGF-f signaling components (TGFBR2, Smad4,
Smad2/3, p-Smad2/3) in LPS-stimulated cells. GAPDH served as loading control (n = 3). (¥ and G)
Western blot and quantification of TAKI1, IkBa and NF-xB activation (p-p65/p65 ratio) in
LPS-stimulated cells. B-actin (1:1000, Beyotime, AF5003), GAPDH (1:2000, Beyotime, AF1186), and

a-Tubulin (1:2000, Affinity, AF7010)
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(2) Smad4 (1:1000, CST, 38454)
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(4) Phospho-Smad2/3 (1:1000, Abcam, ab63399)
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(9) Phospho-p65 (1:1000, Beyotime, AN371)
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3. Fig.8. (F and G) Western blot analysis of TGFBR2 expression and NF-kB activation in mouse skin
tissue after three days of Fej-1a/b treatment. B-actin (1:1000, Beyotime, AF5003), GAPDH (1:2000,
Beyotime, AF1186), and a-Tubulin (1:2000, Affinity, AF7010)
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(4) Phospho-IkBa (1:1000, ABclonal, AP0707)
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4. Fig.9. (A and B) Western blot analysis and quantitative assessment of key TGF-B signaling
components: TGFBR2, Smad4, Smad2/3, and p-Smad2/3 in HSFs following treatment with Fej-1a and
Fej-1b. B-actin (1:1000, Beyotime, AF5003), GAPDH (1:2000, Beyotime, AF1186), and a-Tubulin
(1:2000, Affinity, AF7010)
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5. Fig.9. (G and H) Western blot analysis of TGFBR2 protein expression in HSFs transfected with
TGFBR2-targeting shRNAs (shRNA1 and 2).TGFBR2 (1:1000, Abcam, ab184948), B-actin (1:1000,
Beyotime, AF5003), GAPDH (1:2000, Beyotime, AF1186), and a-Tubulin (1:2000, Affinity, AF7010)
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6. Fig.9. (I-K) Functional rescue experiments in TGFBR2-knockdown HSFs: Western blot analysis of
TGFBR2 expression after 24-hour treatment with Fej-la and Fej-1b at 25 pM. PB-actin (1:1000,
Beyotime, AF5003), GAPDH (1:2000, Beyotime, AF1186), and a-Tubulin (1:2000, Affinity, AF7010)
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(2) Smad4 (1:1000, CST, 38454)

kDa

~180
~135
~100

Fejla - - - + +
~75 SRR S W T e

~63 Smad4

e == Sadd

- e anas @ CAPDH

Tris-Glycine
4-20%
kDa

Fejda - - - & %
e Ty

" = e smSmadd [ p———_ 1 Y

~35 -wasee@: -oH

Tris—Glycine
4-20%

kDa

~180
~135

~100
~TFejta - - . 4+ =

TPy e

e = Srmacd T

L35 e e ESEs @ @BCAPDH

~25

~17

s | ~11
Tris—Glycine

4-20%



kDa

~180
~135

~File - - -+ o+ o+

~75 WT shRNA1shRNAZ WT shRNA1 shRhAZ

~63 e - e S - Smad4
~48

~35 -----‘ GAPDH

~25

~17

Tris=Glycine
4-20%

kDa

~180
~135

L S S

WT shRNAT shRNAZ WT shRNA1 BIIR{AZ
~75

~63 ---“~~
~48

Smad4
pa—
~35 - D D e S GAPDH

~25

~17
g | ~11

Tris=Glycine
4-20%

kDa

~180
~135

oty -+ + -,
75 WT shRNA1 shRNAZ WT shRMA1 shRNAZ

63— - - - Smadé4
~48

~35 . — - - - GAPDH

~25

~17
| ~11

Tris—Glycine
4-20%



Fig.10. (E) Endogenous TGFBR2 association in HSFs was detected via Immunoprecipitation and

immunoblot analysis (n = 3).




