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Gasdermin A3 affects NF-kB expression in mouse skin keratinocytes
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[ Abstract | Objective To determine the effect of gasdermin A3 (Gsdma3) gene on NF-kB expression
in mouse skin keratinocytes. Methods Histological section and immunofluorescent assays were performed to
locate and measure NF-kB expression between the Gsdma3-mutant mouse skin and the normal one. NF-kB
expression was revealed by immunofluorescent assay after Gsdma3 expression plasmid was transfected into mouse
skin keratinocytes. RT-PCR and Western blotting were used in vivo and in vitro to investigate NF-kB expression
at mRNA and protein levels, respectively, in Gsdma3-mutant or Gsdma3-overexpressed skin keratinocytes.
Results In mouse skin keratinocytes, Gsdma3 mutation decreased NF-kB mRNA expression by 39. 53%
(P <0.01) and protein expression by 65.03% (P <0.01). Positive zones and intensity of immunofluores-
cence were significantly mitigated in Gsdma3-mutant skin keratinocytes as compared to the normal ones. On the
other hand, overexpression of Gsdma3 could increase the mRNA expression of NF-kB by 56.25% (P <0.01)

and the protein expression by 199.6% (P <0.01). In addition, Gsdma3 and NF-kB exhibited an opposite

expression manner in the in vitro immunofluorescent assays. Conclusion

Gsdma3 can induce mRNA and

protein expression of NF-kB in the mouse skin keratinocytes.
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L1 SE8eshyy AR REME Gsdma3 2875 R RS 5 K2
gt TR /NR BT IR R i g, M CS7TBL/6] BRIl B 45 = 75 =
KIS RO, SEEH Gsdma3 2878 B BUAEIEYE Gsdma3
ZRAF RS MEE CSTBL/6) BAC A3, SEga kA 10 Rk
J5 10 d Gsdma3 5275 FRUME R (5 HAR T RE N 4. 85 g) 5 10 Hily
A:J5 10 d (1 C57BL/6J MERR (& R AR & 4. 88 ¢) M AR L
JkaH

112 SCEe#iffs JB6 /INERRZ R A0 MR B v e 2 i
B2y g v o0 S 86 % (K P) , HyClone DMEM 55 4 5 57 J&,
HyClone 0.25% i H Thermal Fisher 235 (3£ H])

11,3 EZHRH K B2 RT-PCR &7 &M H %L
AHEI(KiE) o Haili NF-kB BRI A 38 2 KA WA 7] (
1) BRUR B-actin 2[4 A Santa Cruz AR () . Frkiihig
ARG B RIRAEHEARLF (JL5T) o Gsdma3 i3 35 BTk
H Open Biosystems A7) (£ ) . IL3EHifk Cy3 fricPifk, RIPA
470, HRP i ISEHige , L 2P0/ R, sl B by i e £
BRI, oA AR S W, e e K ARSI A E =
RAFARNT (] o FHARRT Kbt 275 30k (9]
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1.2.1 LM EE KA R BL10 d Gsdma3 5875 [,
B C57BL/6J B, AbH 71525 SCHk[ 9] .

1.2.2 gUssgs, S s imiaorike f64% JB6 /N kAN
BREH 5 AR IEZ T 10 A4 3 1 i ik ik e e Gsdma3 5
FEIR TR B 25 3 OB, R Dk phoE BE 360V, REZERTE] 14 ms,
AL £ A5 VKU 10 min, AbBRSE M AIMLE T 6 FLAR P35 9% 24 h,
TG AR BEA 2% NG AR I3 PBS 2B i, =41k GFP 32
T BE I B A

1.2.3 QALY F oot 2K 30 min, 100%
95% 85% \15% 50% [ 6 BE KGR K , 258 Fili§/K 3 min x
2 Uk, M BE RIS R R 16 B T 95 ~ 100 °C/KIAPLE B 15 min,
BHIZE I, PBS VW UE S min x3 WK, SAbE A E A 1 h,
TG NF-kB HifR ( TAEHREE 1:80) ,4 CWH L&, 5 L
PBS (REB—HifE N A AT IR, — P E 4535 PBS ik
10 min x3 %, WA Cy3 FRiC M EHi R 9037 CHEEFE 1 h
30 min, fiIA DAPI %2 (4 3 e 40 I 4% , PBS & Uk 10 min x 3 3%,
PEFEICRT VR KNS, G BETOE WAEE T IR IE % .

1.2.4 4iMC 5 AR BEse et THINEE Y Gsdma3 it
Fi36 h 5 () JB6 AR 50 L % 6 FLA i 4 e b #E 5t 1
TR LR 4 h, Z 5 RFLINA 3 mL G 4 4k B i
10 min,PBS 5 min x 3 YCEVE, MIA 3 mL 6 4 Ak 3 A1 ¥k 4 P4
1 h, W EFR W A f i NF-kB — 47, PBS 10 min x 3 %X, il A
Cy3 pRic B 2E BT iik 37 CHEF 1 h 30 min, WHEFRW, I A
DAPI JL a3 3 min ZL4iiffi% , PBS 10 min x 3 YRIEPE 34 0 s
I KN E Ao

1.2.5 RT-PCR  H 10 d i# Gsdma3 2275 L1 C57TBL/6) L,
AT 1% SO L2058, U B2 IR 2 S U IR, JB6 4

My gs Gsdma3 3 Fe 3K Bk J 25 323K BkE 36 h J5 $2 it Trizol
PAREUA RNA, U 5 RNA ¥k &, % 8 H 4% TaKaRa /3 W] One
Step RT-PCR i & Ut A3 L & RT-PCR S I i Wi H- 1 RT-
PCR 434 /8%, NF-xB FE[H R3990 4 : 5'-CCAAAGC-
CCTGACAGTCCA-3', 5'- CGCCATGATTGCTAGACACC-3', 3B k.
MR :56.7 C 7K B 186 bp, GAPDH E:[A bR ilE5 194351
Jg: 5'-AACGACCCCTTCATTGACC-3', 5'-CACCAGTAGACTC-
CACGACA-3' iR KRB :57.0 °C, P2 202 bp,
1.2.6 Western blot FREL 10 d #% Gsdma3 2575 FT C57BL/6J
R R, 5 PR B YL Gsdma3 3 33K JFURL X 25 kL 36 h Ji5
F) JB6 4 Mk 2 11, BCA YA AN AR B IV . A SDS 2
M EAEZE i, KA 5 min, b AEHLTK, W46 I B Uk B EUN E
JE 60 V, 3245 30 min, /B EE 110 V32545 90 min, B AL 3
PVDF Ji& 1 min, 12 #05% # 2% pp % 30 min, R #fF NF-kB 4> F &
65 x 10°, B-actin 4} 1k 43 x 10° Y45 I, i W 2 4 o
I 200 mA, $5:4% 2 h, TBST P 5 min x 3 K, il 5% WG 738>
£ 30 min, %l NF-kB/ R IE B-actin —471 4 °C 337, TBST ¥
¥ 10 min x3 K, b HRP $5i2 —$t 37 C 1 h 30 min, TBST
PE¥ 10 min x 3 IX, BeyoECL { (Al , 2518 /KW U8, 94
1.3 K34t

K FH SigmaPlot 12. 3 B AFHEAT ST Ab B8, ¢ K6 50 434 2H 18] °F
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10 d 8 C57BL/6] RER P Rk 2R CSTBL/6) R4
10 d J5 , B2 JHe kb 7 1301, NF-kB 76 BRE IR, AME S &% BT BTk
FIREE T 7 10 d JEHY Gsdma3 2875 FUAY NF-kB FHE #ik
XA PR T 2EAMR S 2 BT s k. WA 1,

A: Gsdma3 R E KR4 10 d H3 KK AN, BES5 um,Cy3 #it

NF-kB & & & i% ;B C5TBL/6] R ik £ 10 d # 3 F B A3, 3 5

5 um,Cy3 #4738 NF-xB &g %5 1.5 M 0. =2F; 4.7
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1 REFERHMNE0 d #8 Gsdma3 RER 5 C57BL/6J REER
BBk NF-xB EHMRIE  (RAZMHE x200)

2.1.2 10 d #% Gsdma3 2848 BT 3 A2 ik E i 21400 10 d %
C57BL/6) BBk b ZH 41 R35 NF-kB mRNA K 3R 150
FIXTE SR 3 Ik RT-PCR 5 s, 42 10 d /5 1Y Gsd-
ma3 52748 L1 iz 3835 NF-kB [ mRNA 7KESEH{8 K7 (0. 771 +
0.093), B #FHAME T4 10 d J5 1 CSTBL/6] B35 i 23k
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NF-kB Y mRNA K218 (1.275 £0.168) (P <0.01) ,
4i11 3 ¥k Western blot 4557, 14 10 d J5 9 Gsdma3 &
A5 R BRIk NF-kB (W TR E34{E (0. 263 +0.083) , 5
ZALF H 4 10 d J5 19 CSTBL/6] Bl TS 2 33k NF-kB [
JK(0.752 £0.081) (P <0.01) . TLE 2,
1 2
< 65x10’

186 bp NFKB
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NF_KBH-

A:RT-PCR #: | 4 R ; B: Western blot #& ) 25 R
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1:Gsdma3 ® &

mRNA fEH M RIE
2.2 Gsdma3 i3 235 )6 NF-kB A DR EELEE T
F &3
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Gsdma3 33 FRIE TR 36 h J&, 7T DAFE 2SO B G T~ WA Bl bRl
Gsdma3 (1) GFP & [ R #7iC NF-xB [ Cy3 YLkt 58 Y6150,
Gsdma3 B 38 B 17 A9 21 , NF-k B BH: 58 B2 R RE 5, 1T Gsdma3
FE P58 B 55 A A, NF-iB () BH PR SR B2 TR RE AR, LR 3.

0 0
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B3 Ewe Mt Gsdma3 &fi 36 h 5 JB6 4 NF-B 5
Gsdma3 FRiE (AR x400)

JB6 40 it i Y Gsdma3 3 33k i kL 36 h J5, NF-«B

2.2.2
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45T 3 YK Western blot £5 58 7, i iflid 235 Gsdma3 36 h
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1 2

1 2
NF'KBH-IS(’ hp . ” ___ Bt
(‘r/\PD”ﬁ-‘@DZO2 bp B-actin— w— — ®4S><10‘

A:RT-PCR #:m| 4 & ;B: Western blot % 2R 1.4 4 Gsdma3 i
ESRVEE 3 L-F SV ¢ A
4 HELFTRI36 h /5 JB6 4f NF-kB mRNA fiE HHyRIE

3 g

I JUAFE , Gsdma3 94 & B[R] iz Pk b R 1) 6 4% 5] 4
T, R L R AU AR b, B R AORE HA IR
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Gsdma3 58 2% J5 1Y 5 H 23K, MU TS T A 5% Gsdma3
GRAR 5 FEORZ IR b R 2 S R iR i — 25
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P e (B BE A L CS7BL/6) BRUAT B W55 . %%
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NF-kB [ 5% S0 52 B — R 5 G s 56
Bel-3,1kB kinase, TNF-o 257K [A#R 2 NF-B 5 55 3006
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AR AR AR — 2, X AR AT HE I X NF-«B (138 15 7] 58
KR T SR I A AR B O 3R T 4 M
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DS IEGF T Gsdma3 152 & R fiidE [ NF-xB JE[H
JPAA B B 5 1 s E R P BE 45 FY 3k LDOCT &5
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3 L S R P e X NF-kB 19 5 55 38005 72 A 1F )/
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DNA Z558E 71 T, S 805 KR

ARSI 5T Bk L R A Gsdma3 58748 K
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