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(=] HNY HiTRIsCEM 4 M1 524K ( muscarinic acetylcholine M1 receptor, CHRM1 ) X 7ij 51 i
SR AR T AR I S LR BEAG A F AL, i FE PC-3 4 43I T 12,24 .48 h Jin AR R R
CHRM1 ¢ 54 il 5 R -2 75 ~F- ( pirenzepine , PIN) F13 8051 % DUIHH ( bethanechol , BECH) , 5 HI18 i 5
JEYL PC-3 Y4 CHRMI @Ik AR ok , 7 JBoRs 5 ety 28 1 fL 2 1 gasdermin D ( GSDMD) [ i 1%
SRR, CCK-8 S50 A6 I 40 MU 1 58 RE 7 , FLIR i =0 (lactate dehydrogenase , LDH ) 20 Jfd 75 P4 46 0 12 541)
K LDH BEHOK -, i A AR K 76 B BB T WEE Hoechst-PT 1 Annexin V-PI UL J5 1) PT [
PELRAE AR , 38 0375 S H BB A £ T I 5, Western blot il Caspase-1/GSDMD i #% A 5¢ 73 (1) %35
Ko G5 CHRMI FE ARG 767 S ASA5 5 il CHRMIL /] {{i 5] B fia 40 s PC-3 A0S 0~
F(P<0.05) , PT FHPEAH HEIEC 48 i (P<0. O1) | [Rl A 735 56 L BE T AT WSR2 W) St 240 M £ T 042, AR A
AT 070 2 DL IER P foft A M3 97— Wk BE R L A B T (P<0. 05) , PT BHAE A L% k20 (P<0. 01) 5
it 22 585 T3 CHRMI 2 5, Caspase- 1/ GSDMD S35 1) F A SRR 28 EUKARE-1 (Caspase- 1) .
KGR KRGS VI 1A-1 (cleaved Caspase- 1) (A T-HH CBE SR H (ASC) \RAE K A5 14K (NLRP3) J%
GSDMD 7KW1 i [T (P<0.05) 5 @ik GSDMD Zji5 , PT BHPE 2 il 5 B AL (P<0. 05) , LDH BEICRFEAR (P<
0.001) , A F/K-F- . T RE(P<0.01) , HAHIEEEAR CHRMI 5 PTBHMEZ0M A [LDH BEHCR 44
REFRELUREE, 858 T8 CHRMI A]ifiit Caspase-1/GSDMD i P&i75 S Hi 41 i AU ML R T

[REIA ] AMAE T RIS 2 M1 244 T 4 i ; Caspase-1; GSDMD
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Muscarinic acetylcholine M1 receptor regulates pyroptosis of prostate cancer cells

through Caspase-1/GSDMD pathway
CHEN Jinying, ZHANG Mi, ZENG Yan, HUANG Yanping, CHEN Fangfang, WANG Qianhui, XU Chen
Institution of Life Science, Chongging Medical University, Chongqing, 400016, China

[ Abstract | Objective To determine the effect of muscarinic acetylcholine M1 receptor (CHRM1) on
pyroptosis of prostate cancer cells and investigate its possible molecular mechanism. Methods Pirenzepine
(PIN), a specific CHRMI antagonist, and bethanechol (BETH) , its agonist, were used to treat PC-3 cells at
different doses for different time periods (12, 24 and 48 h). Then a stable PC-3 cell strain cells with CHRM1
knockdown was established by lentivirus infection. A knockdown cell model of gasdermin D ( GSDMD) was
constructed by plasmid transfection. Cell proliferation ability was detected by CCKS8 assay, LDH release level
was measured by lactate dehydrogenase (LDH) cytotoxicity assay, and the rate of PI positive cells after staining
with Hoechst-PI and Annexin V-PI was observed by flow cytometry and fluorescence inversion microscopy. Cell
pyroptosis was observed by transmission electron microscopy and protein expression levels related to pyroptosis
pathway were detected by Western blotting. Results  The specific inhibitor of CHRM1, pirenzepine, and
lentivirus knockdown of CHRMI1 reduced the cell viability of PC-3 cells (P<0.05) , and increased the rate of PI

positive cells significantly (P<0.01). At the same time, the phenomenon of cell pyroptosis was observed under
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electron microscope, and the treatment of the BETH enhanced the cell viability (P<0.05) and reduced the rate

of PI positive cells in a certain concentration range ( P<0.01). After the down-regulation of CHRM1 by drugs

and lentiviruses, the proteins levels of Caspase-1/GSDMD pathway, Caspase-1, cleaved Caspase-1, apoptosis
associated speck-like protein ( ASC), NOD-, LRR- and pyrin domain-containing protein 3 ( NLRP3) and
GSDMD were significantly increased (P<0.05). After the GSDMD was knocked down, the rate of PI positive
cells was decreased (P<0.05), LDH release was reduced (P<0.001), and the levels of related proteins were
reduced significantly (P<0.01). Treatment of CHRM1 inhibitor or knockdown of CHRM1 had no effects on the

rate of PI positive cells, LDH release, and the levels of related proteins. Conclusion

Down-regulation of

CHRM1 induces pyroptosis of prostate cancer cells through Caspase-1/GSDMD pathway.
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M1 ( muscarinic acetylcholine M1 receptor, CHRM1) 1K
il A2 S 28 22 2 IHL R R 32 14 b di 2 B3R I Z A
T, CAEIE B AR 22 7 fir g T G 22Ul g 0 e Ji s v ] A
PEREAESERE T o [W]HF, CHRMI 76 1E % FIUE A 1 i 51
JiHb YA v BE 23, AT 51 e v ) CHRMIL 1] i
eI E R, OF HE AT SE 3 R W] CHRM ] 375 5 Fif 41
IR (R AR

AMAR T —Fh iy Caspase ZEIEE T 1Y RAT LA
ik g T A BB IRE STSL [E YN 5] <3 | /05 1 B
Wi 1 28 R ST SRR |« B B SR O LA
P 25, I 5 22 i e 90 60 95 I 270 RO A AR O
CHRM1 X F 8 i i) e A vh i Je Z Fh afl i fe 1y
PESET SRR fH CHRMI 5 i3] i 0 M A T2 1 6 3R
AR I, AW S g CHRML X i 41 i
AR TR, PRI HAE AT i & A R v iy Ak
F L TS e AL G TR BB B T )

1 #RERHE

L1 ##5 XA

HIS BRI 4 bk PC-3 1 3 o [ RL 27 et i e, T
DR W EURE TP KA A . e 4RI W A DL .31 Bl
v H), DMEM/F12 il § 3£ [§ Gibeo 23 Al , 75 5 % 5 5%
2 .0. 25% [ il S FF & RIPA ZUf# % . Hoechst-PI
X & LDH B a0 & 2 A bt = K

/Na] s PMSF \DEPC 7K \BSA .DMSO i Bt I &R EN
F] s PBS BRI B ALt th A2 G4 23 \] s PAGE eI R
il #8120 & B R 2 v 5 40 MU R AR i T BB
PRH R 18 75 M BT 3836 20 W) s PVDF (0. 22 jpum )
g B 2% [ Millipore 2% 7] ; CCK-8 Wy B VLI5Sl He A= ) 24
) s H & R # K . Tris-base ¥y A& W4 B 3£ E Amresco 2
A] s ERIR oK SR 8 E R AR AL A PR 7 5 N
JH#E ( bethanechol , BETH ) Wy [ I ¥f F &= /N &), IR 78
5 ( pirenzepine , PIN) It H 5% [E MCE /5 &] ; CHRM1 &
AR 75 10 S T B GSDMD B ok B of BRI [ 1 7
H ol FOR A PR3 ], CHRMI1 | Caspase-1 ,ASC
cleaved Caspase-1,GSDMD NLRP3 $ip{4& k) H 3% [F CST
/vu],GAPDH Il b nt AR A F]

1.2 %ok

L2.1 Mg Bord 80 10% R4 s L
1% %5 5555 2 0T DMEM/F12 3553 1 ] s 35 5%
3, 7E 37 °C 5%CO, WARAE T 8557 PC-3 4, 74
KR 47 PC-3 ZHfEH 73 mil A 200 wmol/ L fi e Ji
A PIN A1 10 pwmol/L #5zi& ¥ & 1) BETH Zb#H 24 h, %
o CTRL 41 (DMSO) \PIN 40 Fl BETH 24; 75 4k
S¥HIMA 0,100,200 wmol/L PIN 5 2.5 10 pmol/L
BETH b # PC-3 #fifif] 24 h, 1% & 6 D541 5.

1.2.2 ey iR itk L ordl RS R
UFi PC-3 41 j X &) i A2 12 L AR B, 15 40 i < 3
40% ~50% 5 , BE45TC AT 35 77 5k , e B U B A3 A0
BRI BE J AT I B CHRMI RIS 2 Ao 75 4 0k
W, BRaR5], 12~ 16 h J5 40 o8 8 3R 0k  fE 9Ok
AU B U0 G T L ORI, T K IS R T R
BETH AR AL AR, I W5 0 3 £ R B2 110 R 0% 5 R LA O 36 7
RPN A0 . AR R AF Y sh-CHRM 48 Jifd 3F 47 5
B, A 10 pmol/L BETH 4t Ff 24 h, #% & Jy NC 4
(DMSO) .sh-CHRM1 20 # sh-CHRM1+BETH 4
1.2.3  Fukifgeye Jond fif PC-3 4l L 7€ 24 LAk
HA I BE A K 2 80% ~ 90% ) 1 4 5 e, Bk e i 24 h IR
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P JC PTG IR 3, BEE si-GSDMD @ifiR4 5 si-NC [k
X} HR4 , 432 BB Lipofectamine™ 2000 {ifi Ff 15 B 5 4 47 i
Hi DNA Fi BRI AN Yeia ), 1 HAR &) = & 20 min
J& , IMAEEFL 100 pL # YR A0, RS, K 9%
6 h J5 ol 5E 2 RE R AL, 24 h 5 FESEAT AL A3 X
NPT BT BE . A K R si-GSDMD 2 iy
PEATSLE, 7 si-NC 20 g F1 si-GSDMD 4 fifd B 25 fin A
200 pmol/L PIN Zb¥H 24 h, % 7E si-NC 41 g v i A £
TS50 10 wmol/L LPS+5 mmol/L ATP AbFRIZE A
FETSPHPE XS B, BB 5 N4, 43 9 o NC 4 LPS 41,
si-GSDMD 4 \PIN 4ZbFRZ il si-GSDMD+PIN 4ZbFHZ
1.2.4  Western blot #5J0 K¢ AL B4 19 240 Jfd & T 0K
L IAGE & RIPA 75 1 2447 % ( RIPA :PMSF=100:1) ,
30 min J5 HZAMEIEZE 2 mL EP 451 4 °C |12 000 r/min
B0 20 min, B3I BCA Al 88 vk B2, 7
4:1MA 5x_E#E buffer, Z {512 )5 100 C 35 10 min,
Fie BT A UK R FRCIEE LT 1Y) SDS-PAGE BEFZ UK IE
P, fE 85 VR A B 2GS, A 250 mA VKB H;
1.5 h, F 5% BG4 052 0 6 4 i) PVDF Jii, 20 T
32 h, —4r 4CHEF L% I H H TBST PR 3 1k,
BRI 10 min JEIFE XN 40, FIR F1EHE 1.5 h, KR
VEWE W5, (di FH Tmage J #4 %6 IR B (E #4720 B
H i 25417 JKBE {6/ GAPDH (N2 K BEAH R 455 .
1.2.5 CCK-8 #4ipis sy 78 96 fLik ¥ 514l
U3 TS AR PC-3 A0, 75 40 AW BE J5 0 3] F 12
24 48 h fiif} 0.2.10,100 200,300 pmol/L CHRMI 4%
S PIN #10.2.5.10,20 .50 wmol/L M A2 {41
g7 BETH Zb¥H,24 h 5 W 2 R5 955, B A 100 pL
CCK-8 JfA , /e ATk o 48,37 CHEEIF & 2 h
Je o8 R A SR 4 460 nm A Y625 B[ D(460) 1
1.2.6 LDH Bl 5 W 4 b 4% 5 2 A T 96 fL
M, R i B 355 R R B 4 Ry JC M R A A B A
25 O HRFLRN A I 25 W i e St ou BB L 2 ab P
TFUYCRERT 1 h 2EBEE A PR XS BEFL A in A LDH Bia

120 [ 0 pmol/L
100 4 B 2 pumol/L
_ B 10 pmol/L
‘&Q/ 80 1 B 100 pmol/L
R B 200 pumol/L
E 60 3 300 pmol/L.
= 40 A
N
20 1
0 -
12 24 48
it [H] /h A

R, BIRBEE I 1] 55 A FLIRAR I 22 EP 487 Hh 400xg
B0 S min, RV 120 WL AR 96 fLAR 4K
YA G LDH A5 i50) , 28 a6 & 30 min J5 78
PR U 490 nm ZbAG NG5 BE(E D(490) ],
1.2.7  Annexin V-PT Jii 40 I AR W A - 1) 4
JHO 8y 55 5 i A WA A 4% 500 PN, P R T G D e
HiffL)E 800 r/min B0 5 min J5 WA 4L UTYE , I
PBS Vs BN gk &0, A 2 U5 ] 500 L PBS
AN E 2255 EALEAT Annexin V-PT XU,
1.2.8 Hoechst-PI X % P A1 5 T 6 FLR
Ho FE T AL B 24 b JE W ARG FREE, T PBS % 3 WUE L
fUIMA 1 mL 20 4e 8 28 ph il .5 pL PL Y435 pl
Hoechst Y4, IR 5 f5 ,4 CHEEIEE 30 min, 25
Pl , PBS Yk 5 7ESOGEE WA N gL,
1.2.9 BEHTHGTMEMMFEA KA 0 4
FHIRREH AL 78 2 25048 800 r/min B> 5 min J5, ]
1.5 mL ¥R EE)GHE E 2 mL EP 44 1200 1/min
B30 10 min /NGRS IR, T E BER SN LA E
T, TE AN EWCHIAN B A B P bR A 1% v A 2 A S 252
BEHF AR ( H AR T E S EE JEM-1400Plus ) L%
1.3 %o

SE I H I 3 R BHE L v+s FR, R Graphpad
Prism 9. 0 XJRHE AT AL, 22 H B 3R T O 2245
BT, T 2H 5 ) 22 SR FHARTCA ¢« K, P<0. 05 Oy 22
A E

2 HR

2.1 #ph) CHRMI =T AR AT 7] B2 4a I & )

XFASTRI R[] e B PIN Ab# S f4 PC-3 i R AT
CCK-8 Farilll , & B4 i 1% g Bl PIN Ak ¥ e B 34 Jonn vy o
fIR(P<0.05, & 1A) ; #H Iz, B BETH 4b PRy 53 i, 41
JH3 7 7E — 2 W BE Y Bl N 2 v (P<0. 05, 8] 1B)
X BLEAPP ] CHRMI AT REAIGTHT 51 iR PC-3 4 3% 7,
W sh CHRMI o] $4inFi 51 iR diE PC-3 0TS 7 o

180 1 30 pmol/L

160 B 2 pmol/L
= 140 ~ B 5 pmol/L
& 120 B 10 pmol/L
R 100 B 20 pmol/L
5 80 350 pmol/L

12 24 48
) /h B

a: P<0.05,b: P<0.01,52f 48 (0 wmol/L) rbdx; A:PIN &2 )5 PC-3 #94mfe% 77 ;B:BETH &2 )5 PC-3 49 & 7

1 CCK-8 AR Rt iE AR E % E CHRM1 7 58 zh 753 PC-3 4AEiE S HI#2 00
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2.2 #p%) CHRMI *T3% 3 PI [l 4n f 5 2R 3R T i BETH 2179 PL BHYE 40 50 2 R %

T FE e PC-3 21 e 44 i CHRMI [ (P<0.01, % 2A B; & 3A B) ; 5 NC 2[4, sh-CHRM1
FRAN ALY (€] 2C.D) o X4 4140 ig i 1T Hoechst- ZH 1Y) PT P 240 B %R b 1 3 - A (P<0. 01, [#] 2E | F;
PR A K i s AR e Annexin V-PLAGI PLFHYE  [&#13C.D) o Z5REERIATMNG] CHRM1 AT $2 155 i 51 i
AR, 45 R Bl CTRL 49 Hedss, PIN 20 1% PT FHYE4H ¥ PTFHYEZN R

CTRL 41 BETH 41
25 1

204

Hoechst

151

0
10 pm

PI FHMAEANIER (%)

2831 B

10 pm
—

NC# sh-CHRM1 4

CHRMI—| eo— .
(55%10°)

GAPDH— o
(37x10°) C

NC 41 sh-CHRM1 41 sh-CHRM1+BETH 41

0.8 1

Hoechst

0.4 1

CHRM!1 & H ATk &

10 pm 10 pm

NC 41 sh-CHRM1 4] D

10 pm

PI PN (%)
>

Merge

10 pm 10 pm 0

E 1 2 3 F

a: P<0.01,5 CTRL 213, NC 41+b3%; A B: Hoechst-PI 33 PC-3 tm L js 4] PI fabk & & %t 5471 1. CTRL 41;2.PIN 41;
3:BETH #41;C.D: Western blot #-# CHRM1 & % & & & ¥ 2 & 4 47;E F: Hoechst-Pl s % 4% CHRM1 &4 PI [l
BB 1. NC 41;2.sh-CHRM1 #8;3:sh-CHRM1+BETH 41

2 Zils CHRM1 K & CHRMI j5 Hoechst-PI X447 PI FRIE4EME X
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CTRL 41 PIN 41 BETH 4] 101
7 JQ1-UL(1.02%) Q1-UR(3.78%) 74 Q1-UL(1.09%) Q1-UR(5.70%) 7] Q1-UL(0.14%) Q1-UR(3.48%)
107 : 1073 1077
] S : ] ] s Y a
10°4 o 10°3 10°4 4
< N <] . 5 e
E s 1 4‘:{8%‘ i g :‘ 5 ] ; s: 3.62% ’ 5 a
— | % 3 — 1 — | jung
= ] = b z =
10 1044, _ 104 = 27
{a1-LL(93:47%) ' Q1-LR(1.73%) 1Qi1-L(92.20%) Q1-LR(0.92%) Q1—LL’(§3 50%) Q1-LR(2.88%) 0-
104108 100 107 104100 100 107 00100 100 107 b
Annexin V FITC-A Annexin V FITC-A Annexin V FITC-A A 15 B
NC 41 sh-CHRM1 41 sh-CHRM1+BETH 41 8 -
7.1 Q1-UL(0.10%) Q1-UR(2.72%) 7 ] Q1-UL(1.61%) Q1-UR(5.26%) 7 ] Q1-UL(0.99%) Q1-UR(3.73%) a
10 1077 103
] ] i ] 64
10°4 10°+ i 10° el
510{ 2820 5105-3 5'2;105_ 006, = 47
Z = =3 =3 % =
= ] = ] = =
] ] ] = 24
10*4 105 10*4 =
Q1-LL(94.53%) Q1-LR(2.65%) fQ1-LL(91 49%) Q1-LR(1.64%) JQi-Li(93.12%) Q1-LR(2.16%) 0
10 100 10° 107 100 10°  10° 107 10 100 10° 107 1 2 3
Annexin V FITC-A Annexin V FITC-A Annexin V FITC-A C 20 5] D

a: P<0.01,%5 CTRL 285 NC 203t
A B.msh L mpe Pl MR R %t 454 1. CTRL 48;2.PIN £8;3.BETH 48;C D Sk 28 4m ffL P1 Fabk £ & %3t 547 ;
1. NC #18;2.sh-CHRM1 28;3.sh-CHRM1+BETH %1

B3 Annexin V-PL (4RI H CHRMI j5 PI fHIE A E

400 - 500 A
a
a
400 4
5 300 1 s 0
% 200 %
e
o = 200
= : =
100 4 a a 100 4
0= 0-
1 2 3 4 5 6 1 2 3
215 A 20 51 B

A: PC3 e r R 422 j6 LDH B3 KT 13452 3.4 %) 4 100,200 wmol/L PIN 422 20;4~6:4 %] %4 2.5,10 wmol/L
BETH 43248 ;a: P<0.01, 5 2f R 48104 ;B 4] CHRMI J& 40 J LDH B 30K -F 4547  a: P<0.01,5 NC 28345 1: NC 41,
2:sh-CHRM1 #41;3.:sh-CHRM1+BETH 21

E 4 LDH Bidetaill&A4A LDH Bk F

2.3  Fp4%) CHRM1 +T3% % LDH #5% K -F 2.4 dps CHRMI T ST
Y AL BN 24 h 5, KA 2 40 B LDH B ik ¥ PIN A PC-3 2 M USCAE SR AE FL B T W4

Ko BERARR PIN A AT LDH BEBOKF- W JURAS, RBUL IS A4 3 7= K23 1, i
3w, BETH 4b 32 LDH B K- F# AL (P <0. 01, CRGSEY), ALY K ADIE , A W1tk A9 2 e T B 42
K1 4A ), sh-CHRM1 2 LDH B HOKF-%0 NC ATk (BIS) UESE 1 5 A 81 i 40 i b 0 ] CHRML AT 375
(P<0.01, [ 4B) , $& R4l CHRM1 n[428 LDH Bjft  FANMAET 8™ 4

KF-o
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2.5 CHRMI if4% £ %5 Caspase-1/GSDMD 3@ 34-4F %=
Western blot £l %% 4 Caspase-1/GSDMD 3 #% +H
KHEHRBAE, KIBEE PIN # I, GSDMD |
NLRP3,ASC Caspase-1 DA f cleaved Caspase-1 {3k
K- B A R, Mk BETH W4 m, L1k

EAKTV- R B HEEH (P<0. 05,18 6), 15 NC
4l %2, sh-CHRM1 41 ) Caspase-1/GSDMD 3 A 3¢
EHEEAEHBEE (P<0.01, B 7)), HAS T

S, XU T TR R F IR R A i R 8 CHRMIL R] 41
il Caspase-1/GSDMD i 215

A: CTRL 41;B:PIN 41
5 ESHEEQNTE CHRMI 4L TREK

1 2 3 4 5 6

GSDMD—> | = e e
(53x10*)
( NLRP3—
110x10°)
ASCHl ——
(22x10°)
Caspase-1—| " = - oo
(48x10°)

cleaved Caspase-1—

(22x10°)

4_

- -— Uﬂﬂﬂ3-

EHSEENE2N
o
=

E

GAPDH— ------l A GSDMD

(37x10%)

o U AW —

NLRP3 ASC
4151 B

134 B8 4052 3.4 %124 100,200 wmol/L PIN 43248 ;4~6:4 %% 2.5.10 wmol/L BETH 4 22 41 ;
A &-2a4m i Caspase-1/GSDMD i@ 34540 % & & RE KT ;B &M FE G RAFZEFoMH a: P<0.05,b: P<0.01, 53 ki

Caspase-1 cleaved Caspase-1

6 Western blot ¥l CHRM1 5] s 7 BEMEETHAERKE

GSDMD—
(53x10%)

s [ ]

(110x10°)

o

(22x10°)

Caspase-1—

(48x10%)

cleaved Caspase- 14’ 04
(22x10%)
e B

(37x10%)

AR Rk

GSDMD NLRP3 ASC Caspase-1 cleaved Caspase-1

CONC 41
sh-CHRM1 £
B <1 -CHRM1+BETH 4H

2033 B

A: %2820 i, Caspase-1/GSDMD i@ %48 % & @ & ik K F; 1.NC £8;2.sh-CHRM1 £2;3.sh-CHRM1+BETH 41;B. 540 % & %A ¥

ZEFHH, a: P<0.01,5 NC 20148

7 Western blot # i34 CHRM1

JE 4l Caspase-1/GSDMD 1B 5 tH X E QK
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2.6 CHRMI it Caspase-1/GSDMD i& %43 4= & = AN £ T B 0 K. A BF, Western blot £z il 4%
FHBURLFE Y PC-3 i, 74 2RIk GSDMD [ 4ife - (181 10) R, 5 NC 21 Lh#%, LPS 4 Fn1 PIN b 3 20
% (K 8A .B) , i i3 Hoechst-PI X L5565 (18] 8C.D) | GSDMD , NLRP3, ASC , Caspase-1, cleaved-Caspase-1
LDH Bl (& 8E) JiAAIMIA Annexin V-PTJeft KK 2 B FH(P<0.01) , T si-GSDMD ZH #H 5C 2
(&1 9) K b 8RR 4528 PYPHPEANML R AN LDH BEOK  FRaA/KP-IA R (P<0.01) , HAE si-GSDMD 4 g
Vo 5 NC A Lb#, LPS ZH A1 PIN Zb¥iZH PTRHPEZARAL A PIN BRI R A 2 A B WK 1015, 33 1 B i
5 LDH BEHOKF- i 2% F+5 (P<0.01) , fij si-GSDMD 2 it GSDMD il T CHRM1 Frif iy i T/, $2
() P FHPEAN 4\ LDH BEROKF-H1 8 R # (P<0.05), 75 T il CHRMI j@i i GSDMD/ Caspase-1 i #8454l ifd
B CHRM1 ¢ S PSR 5 PIN R RE K-l &2, R,
PR 4 A Ik GSDMD J&, J5UA T CHRMI 3551

1.27 101 a a 500
a
i)
= ~ 84 4004
. #® s Bl
NC 4 si-GSDMD 41 = 0.8 ot 5
= N
o= S 67 = 3004
GSDMD—> | w-—-— E g =
(53x10°) 5 i3
. il H 44 = 200
CAPDH | e e = 5 ~ 1004
(37%10°) A % a S b
0= 0- 0-
NC 4 si-GSDMD 41 1 2 3 4 5
20 531 B 2157 D
LPS FHM:X R4 si-GSDMD 41 PIN 4bFEZH si-GSDMD+PIN 4hFH2H

10 pm 10 pm 10 pm
— — — —
10 pm 10 pm 10 pm 10 pm 10 pm
[a— — — o o

1:NC 2832 LPS [P % J8 2853 : si-GSDMD %34 PIN 4832 2135, si-GSDMD+PIN 432 21 ;
A B:GSDMD gifk sk % ¢ Western blot ¥ 45 R R & G F £ T 4547, a: P<0.01,5 NC 281645 ; C: Hoechst-PI 22 e 4L 22 A28 41
Je ;D PI FabE 2l i R 453 547, a: P<0.01,b: P<0.05,%5 NC st B0t ;B &40 20 i LDH #3 K-, a: P<0.01,5 NC s} &
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