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W OE., KRB AR AMEA(H0,)F 5944 Uk £ & 4 i (bMECs) £ = 8 A 383 4
v+ ¥ BR ( BLF) TR 4L 22 42 fi# bMECs & T #4E AALd], X3 A bMECs A #F % 3+ % | % 4 B 40 BLF
%1 H,0, 24 BLF+H,0, #1 BAY 11-7082+H,0, 28 BLF+BAY 11-7082+H,0, %8 EX 527+H,0,
48 4= BLF+EX 527+H,0, #1,BLF 4 A /& & % 80 pg/mL,H,0, 4E A K E % 800 pmol/L, 1% F)
BAY 11-7082 #e EX 527 F ¥ p65 #= %45 & A B F 1(SIRT1) ¢ & ik, 4| A PCR F= Western
Blot AR A 20 e ) & A K K B Fe i G 89 R GA KR AR R K e e R A & T e s E, F
A A o 5 5 B A A 2a L 1) B T AR K B B AR R @ (ASC) BEE 8 R 3R B, AL SIRT1/p65
i@ ¥ /£ BLF %4 # H,0, # %% bMECs B =" X #&94E A, 4R 257.1)H,0, # F4) bMECs £
=% p65 #) mRNA Fe & & & ik K-F 2 FH & (P<0.05) ,BLF 4 2 )5 p65 ¥ mRNA Fo& & & ik
KPR B E AL (P<0.05) ; BLF 5 BAY 11-7082 % p65 & & R A2 9 3 2 R B & (P<
0.05) , 7T A 4 i DMECs £ = Rl i —F 4 2 F KT bMECs E TH X AR & G ey Lk R
F(P<0.05) ,5F3% 3% T ASC 5 5695 X 5%& & 2)H,0, i F % bMECs £ = ¥ SIRT1 % mRNA
Fo k8 Rk KT R FBEAK(P<0.05),BLF & # )5 SIRT1 #) mRNA =& & k& KN B F I+ 5
(P<0.05) ;EX 527 sf#74] SIRT1 AL 3k p65 9 ik R AZ #4569 X R 2% (P<0.05) ;EX 527 &2
#7F% 7 bMECs £ T M X AR A& &89 &k K-F (P<0.05),5F 352 T ASC 5 % 69 % 3R E
%z EPri 80 wg/mL 49 BLF i@ i 47 4] p65 49 £ ik Fo #5454 ## H,0, % 49 bMECs £ — f=
NLRP3 £ J% )Mk # % ; SIRT1 #) & 3% £ H,0, # %4 bMECs £ ¥4 T ,BLF % #% H,0, i# %
#) bMECs £ -2 i@ id L3 SIRT1 49 &k k374 p65 89 & A R E I,
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necrosis factor-a, TNF-a) 1 FH 4l s 47 & -1 (inter-
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S5 OVRESE & BE, BLF AE 5 A5 &40 A PR s K LA
2H 20 1 X R AE KT 41 g/ & —6 (interleukin-6,
IL-6) 5 %8 & B - 2 ( cyclooxygenase-2, COX-2) Fll
TNF-a B335 DT i 2R BRI B XA 989 I I o
TEZ KA B FsEH, 10 wg/mL # BLF 7] )i
T PR AZ R 20 40 i A5G L F 2 (nuclear factor er-
ythroid 2-related factor 2, Nrf2) {5 5 1 £ 1 1Y) 5
LD, 2 fifk P N O 7% 2F FLOMR b K 48 M ( bovine
mammary epithelial cells, bMECs) i 52 M, A< 52 55
AR CESE T AW 44 77 o BLF X #5403,
BRIGCRVE T, B R ARV R SE & B, 7E 13 AR T R
HEN I BLF ] LUA & M AR5 48 s IL-18 45
TNF-« [ 12, 34 001 40 i 4 & -2 (interleukin-2,
IL-2) (& 1, DT AT 30k 3% 03 2 30 s R S 4 26
2V 37 BMECs MAC-T 1Y 48 4k 17 34 Y
&P 80 wg/mL BLF fi 4k Bt 24 h 7] Dk % f#
800 wmol/L H,0, AbFE 8 h fF R MAC-T &1k
i, Hisb, Z R 2 A G 4 38 T 58 a5 e A
HIREE & SE R A B 2 R ) 3 (NOD-like
receptor containing a pyrin domain 3, NLRP3) & JiE
IR R IR G2 i 4 B PR RAE KA AR T, B
PETRE B>

4 M AR T2 F A e DR 2R R e At A
W A5 5 R By | FF BE & 581 SO %) 72 5 1 4 M 5
T AT R R TR E SRR NS
5 Hrh NLRP3 24l fE T ik h iR s i) iz
AR /IR Z — 17 e B A5 A A 7 o 32 4
HOERE PREE R R MRS, 454 B & LR A
HH L AR A e Ay 7 A AR Ak 0 3B, DA T 5 | 4% 4 L AR
AR AR TS0 S A 2 i BRI B s L R 7 A
S Y BFSE B NLRP3 R 4E /IMA (1K) 376
n] HE 75 2% Kl -F —kappa B ( nuclear factor-kappa B,
NF-«B) B p65 3 FEA 452721 Hod i Bk A5 8 A
9 A -F 1 (silent information regulator 1, SIRT1) 1]
i3 NF-«B {646, I3 i % p65 2 & Wt Ak i
M A AE T, BLAb, KR AL Th BE 4143 ] i 4
il NLRP3 {5538 % 22 fiff 40 i £ 1=, X6F A ¢ 40 Jfd A
TR B T AR SR F YA AT B E
52 BLF 7] 22t H,0, 155/ bMECs £ 12, {HAEH
BUEE G R BT, Bt A g0 i — 2P R 9% BLF
X H,0, 1755 1) bMECs £ - S 47 1 FH ML, i
F% p65 7E BLF Z2f# bMECs £ T-H 1E T, 3 3631F
p65 FEik & 75 3% 3| SIRT1 Y45, & BLF 1k b 2%

it DMECs £ T A4 K 8 1 1y 1)L 5 o 5] 2 42E 29
WA

1 #Rl5F=%
1.1 EFEZ#H

JE A DMECs i H [ A B} e 7 407 B2 0T 50 B
B EE WOl AT A B EE I 5 98% BLF H i 1K 2%
EWRGE T RSB RPN,

B i F AR S5 AE A 40 H, 0, ( K ED
52, "h1E) ,DMEM/F12 15 3% 5k i 4 IfiL % (FBS) |
HH R/ HEE RN .0.25% HEAR-2 "z
2 (Gibco, 3 [H ) , B R £h 2% vh i ( PBS) ( Wissen,,
SRS IR i DR NN U 1 TN = = BN (S
(Corning, 3£ [# ) , BCA iR 5] & . & H B 7 1 57 .
RIPA 7 ! £ 6 9% 90 ( PMSF) | Trizol \ECL fk2¢ %
D) L 3R TN T Mg B I P VK ( PAGE ) 305 &
+ BE AR R EN ( SDS ) —PAGE 2% th il . M — 31
L5 (PVDF) B JBAR W58y BUoeC PR E B[ &
46— bk — 2 — 4 JE | ( DAPI) ] . BAY 11-
7082 13K R S5 A% S A PR & EX 527 ( Be-
yotime , P [ ) , — F Z£ T H (DMSO) . TBST ., H &
/it . Ff B  Hoechst 33342/PI XYLk £ | Tris, SDS
(Solarbio, H1 [ ) , cDNA JZ # i % & . SYBR®
Premix Ex Taq™ I (Erik, F [®) , & 45 . 5 A8 G
KOEALEE T R ED I ReERER G
(1gG) \F-Hi bl 1gG BG4 1 Marker( LABLEAD,
tiE ), SIRT1 ,p65 NLRP3 | i 7= 4H 5 B i # 4 H
( apoptosis-associated speck-like protein, ASC ) |
IL-1B W 7L 3h W AH OC 3 7 ( mammalian-related ki-
nase 7, NEK7) . # £ )2 & © B1 ( lamin BI1,
LMNB1) i . p65 —$i ( Santa, H1 [ ) | 2} B K&
fif  ( cysteinyl aspartate  specific  proteinase,
Caspase ) -1 JH % % D N K i Bt ( gasdermin D N-
terminal, GSDMD-N) /i /& ( Abcam , 3¢ [& ) , [ 41 i1 />~
% -18(interleukin-18,1L-18) HT{A ( Bioss, H[F) , -
B4 H (B-actin, ACTB) Hif&(CST, ) ,
1.2 FEMHFESE

B i 32 AR AT AT - 2O E] S 1
BE (Motic, H [ ) | — A ALk (CO,) 40 il 35 57 46
(Thermo, 3E[H ) BUIRE IR 1H il Ik 35 4 (5 M1 U
e v ) fERE IR AR ( B ) PO E
 PCR 1% (Roche, %t 12 ) |3 B HL Ik #% B & 4t ( Bio-
Rad, £ [#) | KBEM 2 KO MR A (iR RE,
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[H) .Gene Max SR P B (HLMIEH , HE)  Cy-
to FLEX ¥ =04 g {¥ ( Beckman Coulter, 1 [# ) |
1.3 R FIE

1.3.1  4HfEs 3R

4L 58 A 15 7R DMEM/F-12 #5385 hohin A
10% FBS Fl 1% 5 2/ 88 2 W, 18,4 TR
FE45 5 40 B 2t 45 35 7% W . DMEM/F-12 5 37 B rh
A 2% FBS,18%],4 CH-A74 H ., BLF b B .
B 5 mg i 98% BLF JIIA 5 mL 40 il 4 35 55 55
53 1 mg/mL g2 , i B 2 80 wg/mL;H,0,
AEFE B 100 pl 30% H,0, 5 870 wL A 40 il 4
Pl 25000 % 1 mmol/L 19 H,O, ik 45 &, 7 B¢
% 800 wmol/L, AR5 Fri E #y BAY 11-7082 5
EX 527 W S %25 P ST, 16 10 mg 1
BAY 11-7082 1 i A 1 mL 4 DMSO, B¢ il i
50 mmol/LEY ¥ W AR A7, i BTHL 1wl ¥ 3R
50 mmol/L ) BAY 11-7082 I A 10 mL B¢ il 4 i
AEFFEE WAL TR M, e 2R E R BE 2 5 pmol/L,
£ 5 mg 1Y EX 527 LA 1.005 mL /) DMSO, fic
il % 20 mmol/L MYV IR PR AF . Ml BT HL 20 L ¥
9 20 mmol/L B EX 527 Jil A 20 mL ¢ i 4 1
AR IR WAL FRAN M, i B AWK D 10 pmol/L
1.3.2 Western Blot 5]

2 L SDS-PAGE HLJKk# .6 g Tris+28.8 g H&
fi+2 g SDS+800 mL £ & F/K, IR G EARE
2L, %&M;2 LB .6 g Tris+28.8 ¢ H&E R+
200 mL FEE+800 mL 2 & F/K,4 Cuk# k17
MRS F R KT 80 ku B, #E IR A TR IR
2 g (%) SDS,

1.4 REHE
1.4.1  ZHfEs 5%

W 2 A bMECs W7 &M 2 37 C
IR B PR AL, B8 AR TR Y 40 i 58 42 B R
WY 15 mL 2.0 8 1, ATIR 2J, B 0 5 min
(4 C,7500xg) ,7+% L1, EEGHE 60 mm £
FRINWFE , B53% 2 d J5 WL HE 37 W00 2 F0 40 Jf tR:
A, HE IR iR B 6 W R % 55 W, PBSS R Uk 2
R IMA B B R Ak 52 0 & . Frdn e Al & B ik
85% ,PBS UL 2 W, W B 1 mL 0.25% ¥ 8 A i -
LR TR T H: R AR FH 1 min, W H 1 mL £%
TRV 5 1 Al IS A RO, e bR A
BOES L, EEENERIINE .,

1.4.2 A% 0dH

gt 8 N4, 3 i S Xf I (CON) 4 | BLF
41 H,0, 41 BLF+H,0, 41 . BAY 11-7082+H,0,
20 BLF+BAY 11-7082+H,0, 41 .EX 527+H,0, 41
Ml BLF+EX 527+H,0, 41, bMECs X732 7F 60 mm
BRI, F 37 € 5%CO, AN =4 h i a
G IR 85% FFURALBE X B 4 40 i B2 Fh T A R
I A 49 Jo2 9 24 15 15 772 WK Hh 15 9724 h; BLF 41 4 Jif
PR T & 80 wg/mL BLF FY 4 F5 1% % W b B 5%
24 h;H,0, 41 40 e 3 F F 800 pmol/L H,0, ¥
HeFp B IR B 5% 8 h; BLF+H,0, 41 41 fitd 5t #5
F1% 80 wg/mL BLF A9 4k 5 15 F2 W 55 9% 24 h
J& A 800 wmol/L H,0, Y45 55 37 W 15 3%
8 h;BAY 11-7082+H,0, #4155 EX 527+H,0, 44
M5 43 B #2 FF F & 5 wmol/L BAY 11-7082 Al
10 wmol/L EX 527 M4ERp I FRI P 1G5 1 h, 1
% 800 pmol/L H,0, MIZER;I;FR 515 5% 8 h; BLF+
BAY 11-7082+H,0, 41 fil BLF+EX 527+H,0, #41
IS FH & 5 wmol/L BAY 11-7082 5 10 wmol/L
EX 527 M4EFFEE IR SR 1 h, 15 /0% 80 pg/mL
BLF ) 4k +F &% % W % K 24h, I s H &
800 wmol/L H,0, [Z4EFEE; FRM G 8 h,
1.4.3 SR )6 % i PCR ( RT-qPCR) £ A K il
BT CE R B 28

V20 L % 7 LI T vk & L, W O 3R W, PBS
e 2 K, #FLANA 500 wL Trizol , VE F 44 J5 &)
WA E 1.5 mL JC RNA 45 A 100 pL
A5, IR A R 2 ming B0 15 min(4 T,
12 000xg) . M F i 300 pL % 28 JC RNA Jil45
o5 A i 5 N B AR AT R 10 min, 2500 10 min
(4 T,12 000xg) ; FBULIEM 75% L FEE 0> 10 min
(4C,7500x%xg); 5 ¥ 0 3 min(4 T,
12 000xg) , JF 25 #+& 3~5 min J5 1 50 wL DEPC,
NanoDrop 1 ft 43 't 6 B 11 Wl i & RNA ¥ & J5
-80 CHEfF, I IKICHI 2% Erik ) cDNA 5%
SR &, A S AL R E AR B
AT .37 €,15 min; 85 € ,5 s, fli [l ACTB #
Y — 3 — i R 1% &I ( glyceraldehyde-3-phosphate
dehydrogenase , GAPDH ) 1E "~ N £ | ¥ I %% 5% i 2h
A NLRP3, NEK7. ASC. p65. 1§ K % D
(gasdermin D, GSDMD) | IL-18 F1 IL-18 [ cDNA
A PCR N R 45, AR R BCHI Y1 5S4
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Table 1 Primer sequences
GenBank % 3¢5 = K i B K R
S 44 enBank £ 51975 FOKE  BARE
GenBank accession . R Product Annealing
Gene names Primer sequences (5'—3")
number length/bp  temperature/C
ram ﬁgﬂ:A“"/ gﬁ: jl‘
et masii o s R ALt b F. AGATCATGTTGGACTGGGCA
FEZIEREE M 3 NM_001102219.1 204 60
R:CATCAAAGCCGTCCATGAGG
NLRP3
AT A CEE R F:CAGCGGACGAGCTCAAAAAG
NM_174730.2 : 14
ASC 174730 R:ACCGTACGCCTCCAGATAGT ? 60
Wi 7L 3 A S il 7 F: TTCAGCTCCAAAACCACAGC
NEK7 XM_003587112.6 R:ACACAGCGAGTACAGGTTCA 186 00
HAnEN 2 -18 F:AAACTCCAGGACAGAGAGCAAAA
NM_174093.1 126 60
IL-18 - R:CTCTCCTTGCACAAAGCTCATG
HaNE-18 F:TGGCTGCAGAACAAGTAGAAG
IL-18 NM_174091.2 R:TGGTCTGGGGTGCATTATCT 243 60
HEED F. TTTGTAGTGACCGAGGTGCT
IR XM_059893205.1 : TTTGTAGTGACCGAGGTGC 215 60
GSDMD R:ATGTCCCAGTCAGAGCCAAT
B-NL3h & M F:CAAGTACCCCATTGAGCACG
NM_1 ) 15
ACTB -173979.3 R:GTCATCTTCTCACGGTTGGC 59 60
H I — 3 — T R N F:TGGAAAGGCCATCACCATCT
GAPDH NM_001034034.2 R:CCCACTTGATGTTGGCAG 53 00
o NM 0010802422 F:GACCAACAACAACCCCTTCC 196 60
P - : R: ATTCACCCGGCAGATCTTGA
TiBRE B AT 1 F:TACCCCATGAAGTGCCTCAG
DB B3 A 7 XM_024986766.2 238 60

SIRT1

R:ATATTGAGGGGTGTGGGTGG

1.4.4
ik

Yiiffu 2t PBS 0k 2 UK, K 5 min, L 1 mL DA
100:1:2 J& 4 1Y RIPA +PMSF -+ 2 fitg 41 1 37 T 5%
FEM, 8% 1.5 mL &0 % o ; 2.0 10 min (4T,
12 000xg) B ¥, BCA i 71 & I & 8 H Wk % J5
JA SDS Loading Buffer f# ¥ #¢ B — £, Wk /K I
10 min, fRfFE-80 CH& M. WM HMWEA S TR
T K /INS H R0 B U I 3k BT 7 A e R TR ) 4 B
W (8% 10% 12% ) RV 4 B (5% ) , 8] A L Uk )
Beish B B, A 10 L B i B AEAL , R A2
LA 5 wL R EAH Y & 1 (Marker) #175%
IR PK R AT BTk, AR €0 i Y 25 1 U
TS B R UE AR I ¥ By V) 4 0 H 4 H R
MUY PVDF PEATHSERS , 155 1 kR UE4C, M A 5%
JERT 3 Je 7, % (20 ku L F/NE A H W

Western Blot 3% A # ] £5 T AH ¢ 85 A WY

300 mA, H: 4y H H i 350 mA), TBST ¥t i
5 min, P # M W AE 37 C # A 15 min, & A
TBST ¥k 3 ¥k, 5K 5 min, JF 4 —Hi 4 CHF
B B TBST 3506 3 YK, &K 15 min, J5 4 9L
Z IR E 60 min, TBST ¥k 3 ¥, 4E¥K 15 min,
BT AL R ORI L ECL & (Ui e
HH Tmage J #3053 #7 K&
1.4.5  SREEDCHARKM ASC P50

W B 4% R 55 fL T, PBS TEUE 3 R, Bk
5 min, 7fL 1 mL 4% 2 R H & H % 30 min, BT,
PBS ¥k 3 ¥k, 47K 3 min, filA 0.3% Triton X-100
47 25 min 3% , PBS Yk 3 K, BHK 3 min, ZJ5
FEHIA 3% BSA ¥ & 60 min, £ A HT )5, 57 &4
W+ASC —HT(1:100) , ¥ & 37 THEF 2 h; PBS &
Yk 5 W, A% 3 min, 285 FH FITC(1:100) 43 1 h;
PBS Myt 5 ¥k, B K 3 min, I A BTG K F
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# (& DAPI) 4b 3 5 min, F %<0t W2 % 8 0 47

WAL
1.4.6 T 20 40 g R K1 BAY11-7082 X} bMECs
FET B R

A 1x10° ~1x10° 4T 1.5 mL Z.04,
BUODBOTTE, 1 mL 40 Y (2 0% sl R A
5 wL Hoechst 33342 i1 5 wL PI 4% {4 C F% K ¥
30 min, Ji 40K I 2T | 5 5
1.4.7 FEHEE ALK EA

WCEE 0.5%107 ~2x 107 ™41 i, AR 45 it 2% Al it
%R A A 3 ) 6 U0 B A ST R B UM A% R
i S-S
1.5 HESZitoh

TR 25 SR H T 8 4 ME 25 2R, R A Excel
2016 X i 5 B8 E 4790 20 A 3 W SPSS 26.0
PEAT B 2] 7 22 43 M1 ( one-way ANOVA) |, fifi Fi
Duncan [GiEHEAT4L A 2 8 LA, P<0.05 A5 T
F,P>0.05 W ER AR E, RALHEH Origin
2021 ZxEI I,

2 GBREHW

2.1 BLF B p65 £ H,0, FEH
bMECs £1T°

2.1.1 BLF £ f# H,0, i % i) bMECs £ 1=
p65 kK-

J TR p65 &2 5 BLF X H,0, 31
bMECs fET- 122 fif , I 1 %f B2 | BLF 41 H,O0,
ZH#1 BLE+H, 0, 20 p65 ) mRNA FI8E [ £ 51
B, T SR AR B 45 4 A mRNA F1EE
I, f|F RT-qPCR Fll Western Blot 57 A £ i £ fif
M p65 1) mRNA FIE 3R E K, 25 R K 1 pF
N SGXTIRLAH L, 7E 80 wg/mL Y BLF 403424 h
A& BT, p65 Y mRNA ik /KFJ0 8 & A2k (P>
0.05) ; 1M 7E 800 wmol/L ¥ H,0, 4L ¥ 8 h [ 1F i
T ,p65 ) mRNA FIEE [ 257K W3 T (P<
0.05) ., %t 80 wg/mL i BLF TiAbFH 24 h J5 1)
BLF+H,0, 41/ bMECs, H p65 ) mRNA Fl# 1%
R B ERT H,0, 41(P<0.05) , H. p65 I
FIRKFKE 2 BLF 41K, Ut p65 25 T BLF
%f H,0, 1755318 bMECs BT 1I1E A

A:p65 [ mRNA k7K mRNA expression level of p65;B ;25 |13k 4577 protein expression bands;C:p65 1Y ik

7K protein expression level of p65,

H,0, : i3 % fb &0 ; BLF . AT ¥ ; ACTB : B-NIsh E . BURHAREARR/NG FH:RR 25 83 (P<0.05) M F/NE F
FFRRERAEE (P>0.05), FEIE, H,0,: hydrogen peroxide; BLF: bamboo leaf flavonoids; ACTB: B-actin. Data col-

umns marked with different lowercase letters indicate significant difference ( P<0.05) , while with the same lowercase letters indi-

cate no significant difference ( P>0.05). The same as below.

E 1 BLF £# H,0, # 5/ bMECs £ 1 p65 BIFRILKFE
Fig.1 Expression level of p65 in H,O, induced pyroptosis of bMECs alleviated by BLF

2.1.2 BAY 11-7082 X} H,0, i 5 ) bMECs
TR R
h T #E—2 W #G p65 £ H,0, 51 bMECs

FET- R IEEER, 4 pos fH ] BAY 11-7082

KA, p65 R FE ik, B xf R4 BLF 41 \H,0, 4 .
BLF+H,0, 41, BAY 11-7082 +H,0, 41 f1 BLF +
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BAY 11-7082 + H,0, 41 ) bMECs #f 17 Hoechst
33342/P1 Yo fefi F U =X 200 J A AG 0 45 1 48 i 1)
B 45K 2 ik, BAY 11-7082+H,0, 411
bMECs £ T2 /K ¥ 5 H,0, 4 #H I i % AL ( P<
0.05) , UiHd BAY 11-7082 1] g2 3@ i #Hl pos %
ik TG 540 2% fif bBMECs £27-; 5 BLF+H,0, 41

Fe I G i 3 2% 5 (P>0.05) , Ui W] BLF A fE 5 BAY
11-7082 HAT AH LY 22 i bMECs £ 1 1) D) B ;
BLF+BAY 11-7082+H,0, 415 BAY 11-7082 +
H,0, A W 3 2% 7 (P>0.05) , £ 1E BAY
11-7082 4bH ) 3mlt X bMECs #£4T BLF i &b #
KBEHE— G2 DMECs £51-,

A XTHEZ] CON group; B: BLF 41 BLF group; C:H,0, 4l H,0, group; D: BLF+H,0, 41 BLF+H,0, group; E: BAY 11-
7082+H,0, 41 BAY 11-7082+H,0, group; F:BLF+BAY 11-7082+H,0, 41 BLF+BAY 11-7082+H,0, group,

FL9-A . ; Hoechst33342 : Hoechst33342 YLkl #£ FLO 3 18 A5 I 21| /Y ¢ Y58 B fluorescence intensity detected in FLO channel
for Hoechst33342 dye;FL2-A: :PI.PI YRl 7E FL2 i@ il 76 2 1) ¢ Y58 & fluorescence intensity detected in FL2 channel for PI

dye, 9 |f] the same as Fig.9,

2 RRMAARKEN BAY 11-7082 Xt bMECs £ T A% 1
Fig.2 Detection of effects of BAY 11-7082 on pyroptosis of bMECs by flow cytometry

2.1.3 BLF fil BAY 11-7082 %} p65 ik (150
R T — 2 B po5 7E H,0, 155 ) bMECs
Brorh R AIEEEH A RT-qPCR #il Western
Blot £ AR K 1lll bBMECs P p65 ) mRNA F14E [ 3
iK7KF BAIE BLE A1 BAY 11-7082 X% p65 14 i
RORGR A 3 s, fE4 4 BAY 11-7082 4b
5, BAY 11-7082+H,0, 41 ) p65 ] mRNA 3

KK B E AR T H,0, 41 (P<0.05) , EHFiLK
B FK T H,0, 4H(P<0.05) , Ui BAY 11-7082
X} p65 B SOR 2 BLE+BAY 11-7082+H,0,
ZHHY p65 ) mRNA FIHE [ 3R3K K734 5 R T
H,0, 415 BLF+H,0, 41 ( P<0.05) , i £ 4t BLF
AL B BAY 11-7082 Xf p65 B 41 il 2 5 ik —
MM BLF Al e 5 BAY 11-7082 1E 1 p65 (1)
Tk EEADBRE- .
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A:p65 [ mRNA k7K mRNA expression level of p65;B ;2 13635 4577 protein expression bands;C;p65 I [k

7K protein expression level of p65,

B3 BLF #1 BAY 11-7082 Xf bMECs £ 1= p65 FiA M0
Fig.3 Effects of BLF and BAY 11-7082 on expression of p65 in pyroptosis of bMECs

2.1.4 BLF Hl BAY 11-7082 X} p65 A% (1) 5% il

KT #F— 9% BLE fl BAY 11-7082 %f
bMECs £ T-Hf p65 #ikAYF2 M, #] H Western Blot
Fe ARG 2 A2 T p6s Y HE 1 3k K I 43
MRS B, 45 a0 4 Fros . 55 B4
It ,H,0, 55 bMECs £ T} fg i FAE S ) p65 1
HHARIBKP B E T (P<0.05) , H L2 1m
LA 0 7 7% W 14 m , R WIHE H,0, 1553 1) bBMECs

BT H,0, 2 T p65 i35 KB 7 {7 ; BLF+
H,0, 4114 p65 7 il 3 Fl i A% () 2 [ kK F 1
BFEMT H,0, 40 (P<0.05), B8] BLE Ml T
H,0, %5 /) bMECs 2 T-H} p65 Ak KA ;
BAY 11-7082 + H,0, 41 Al BLF + BAY 11-7082 +
H,0, 411 p65 7F Ml 2% Fl e A% 11 8 H & 3k K3
BEKT H,0, 40 (P<0.05), }i ] BAY 11-7082
XF p65 12235 FAZ LA I BOR B

A HEFIFRIBFAN protein expression bands; B :p65 7£ 3¢ LA H ¥ 2 [ 321k 7K F protein expression levels of p65 in cy-

toplasm and nucleus,

B4 Western Blot 1 BLF 71 BAY 11-7082 X} bMECs £ 1= p65 #%% {ir i §2 i
Fig.4 Detection of effects of BLF and BAY 11-7082 on p65 nuclear translocation in pyroptosis of bMECs by Western Blot

2.1.5 BLF fl BAY 11-7082 % bMECs f£ 1 5&
B[R 235 B 52 ]
AR 55 F ] RT-qPCR # AR #E— #5557 BLF

Fl BAY 11-7082 %} bMECs £ T- 48 3¢ 3£ [ mRNA
FRIRKFER R R K 5 s, 5 H,0, 44
It ,BLF+H,0, 41 BAY 11-7082+H,0, 41 fll BLF+
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BAY 11-7082+H,0, #4H ) NLRP3 \NEK7 ,ASC ,GS-
DMD IL-18 IL-18 ) mRNA &3k 7K F- 14 i 3 F& A%

(P<0.05) ,¥i8] BLF 5 BAY 11-7082 1] 45 &4 1
bMECs fET-HH G I ) Kk

NLRP3 . % FREE & 3 B AL 45 ¥ URE Z /R AE 26 19 3 NOD-like receptor containing a pyrin domain 3 ; NEK7 : Ifi # zh ¥ 40 5%
%% 7 mammalian-related kinase 7;ASC; i T-AH G BE S #E 2 H apoptosis-associated speck-like protein; GSDMD :JH J{ & D gas-
dermin D;IL-18: H i1/~ —18 interleukin-18;IL-18: H /i~ -18 interleukin-18, &l 12 [H] the same as Fig.12,

B 5 BLF #1 BAY 11-7082 3 bMECs £ T HXEERIXHZ M
Fig.5 Effects of BLF and BAY 11-7082 on expression of related genes in pyroptosis of bMECs

2.1.6 BLF Fl BAY 11-7082 % bMECs £ T #H %
A RIBR R0

AR 56 F) FH Western Blot 3 Rt — R T
BLF fll BAY 11-7082 %} bMECs £ T- #5681 %
KA, 45 S & 6 s, 5 H,0, 44
It ,BLF+H,0, #41 \BAY 11-7082+H,0, 411 BLF+
BAY 11-7082+H,0, 41/ bMECs £ T~ G 8 3%
KK P24 B 2 AR (P<0.05) , Ui B BLF 5 BAY
11-7082 1] 4 2 # #] bMECs £ T- M 2 & A 1
Kk,
2.1.7 BLF #ll BAY 11-7082 %} bMECs § ASC
BE 55 4 52

AR A FH S DO H AR T 4% 2H bMECs
W ASC BEA ROt B 25 s 7 s, 5
H,0, 414 lt, BLF+H,0, 41 . BAY 11-7082+H,0,
ZH I BLF+BAY 11-7082+H,0, 2H i) ASC K 1 1
PR BE W] W AR, #F— D UESE T BLF A g2
LI pos 1R IE KL fE H,0, 155 1Y bMECs
B,
2.2 BLF i& i SIRT1 iF 35 p65 £& f# H,0,
S HbMECs £1-
2.2.1 SIRT1 7 BLF #75 H,0, i 1Y bMECs
BT kik

T #R5¢ SIRT1 J& 2 5 BLF X H,0, %

() BMECs £ 1~ 1) 2% , 8 1 40 i B SR P2 D) 4%
201 mRNA Fl 4 H, #] HH RT-qPCR F1 Western
Blot £ ARKGIM T 20 Md N SIRT1 B9 mRNA FI2E (3%
KK, A5 R E 8 fron, 5 XA, 7E
80 wg/mL[¥) BLF At Bt 24 h {5 & &, SIRT1 )
mRNA FIE [R5 K-35 8% T & (P<0.05) ;1
F£800 wmol/L H,0, -3 8 h y1E &L T, SIRT1
() mRNA FIHE R IK K-35 8 2 BEK(P<0.05) 5
Wi %5k BLF ikt ¥ (%) BLF+H,0, 2 bMECs, }
SIRT1 1) mRNA FH £ EKF-2 8 2 5 T H,0,
4 (P<0.05), HE A RIEKFKE = BLF 41K
VL, W] SIRT1 2 5 T BLF X H,0, %5 & 1Y
bMECs fET- 2 it i 2
2.2.2 EX 527 X} H,0, 155 bMECs f£1- 1)
ALl

T it — W BLF Xf H,0, /55 1 bMECs
BTy 1E S G 5 SIRT1 W, A T
SIRT1 4l 7 EX 527 kA4l SIRT1 ik Rk,
XFHEZH BLF 41 \H,0, 4 .BLF+H,0, 41 EX 527+
H,0, #H#l BLF+EX 527+H,0, 41 bMECs # {7
Hoechst33342/P1 Y o, fifi FH i =0 40 b A K I £ 7>
A AR, 45 K 9 fif s, EX 527+H,0, 4
i) bBMECs £ 127K F 5 H,0, 4HAH W T (P<
0.05) , Ut Hl EX 527 W fig &3 i #0 fi SIRT1 K ik
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MIAE #F bMECs £ T~ ; BLF+EX 527+H,0, 41 /)
bMECs 127k ¥ 5 EX 527+H,0, 41 4H [t JC . #

25 (P>0.05) , BAHAFE BLF il /b 3 Rt 4 g A 4%
22 fi bMECs 517,

A B FIFRIA 4 protein expression bands; B, C: £ T M 3¢ 8 F1 % 357/K ¥ expression levels of related proteins in pyropto-
Sis .

CASP1 p20 ;2B K4 1 p20 cysteinyl aspartate specific proteinase 1 p20; GSDMD-N ;i J¥ & D N K i i Bt gasdermin
D N-terminal domain;IL-18; H 4l fi /% —18 interleukin-18;IL-1B ; H 4l )i/ %K - 1B interleukin-1pB ; NLRP3 ; #% 1 MR 45 & 5 R 1k
ZE R I SZ R KR ZE 9 3 NOD-like receptor containing a pyrin domain 3 ; NEK7 . lifi #L 340 5¢ 4 7 mammalian-related kinase
7;ASC . Y] T 56 B A5 K 2 1 apoptosis-associated speck-like protein ; pro-CASP1 ; 2 it K & Wi 1 Hi A& pro-cysteinyl aspartate
specific proteinase 1, & 13 [A] the same as Fig.13,

Bl 6 BLF #1 BAY 11-7082 3f bMECs £ T-HHXEARIZAZ M
Fig.6  Effects of BLF ans BAY 11-7082 on expression of related proteins in pyroptosis of bMECs

2.2.3 BAY 11-7082 Fll EX 527 X} SIRT1 ik )
A

G AIE EX 527 XF SIRTT A4 #1146 5% 58, #1) H
RT-gPCR Hl Western Blot 4% R #; Il bMECs
SIRT1 ) mRNA D 2 8 (R kK F, 25 L an & 10
Firs . TE45d EX 527 iy #E  EX 527+H,0, H
) SIRT1 1 mRNA FIEE [ R B K34 W & LT
H,0, 4 (P<0.05) , BiHH EX 527 % SIRT1 F 1
BOR B ¥, BLF+EX 527 +H,0, 40 /Y SIRT1 )
mRNAFIEE [ 3% 38 7K F W 3 4 2 5 T EX 527+
H,0,  (P<0.05), )i B & i BLF il &b 3 J5
EX 527X} SIRT1 4410 il 85 5 06k 55 ; X 1M, BAY 11-
7082 X%} SIRT1 1) mRNA £ A% A B & 0 (P>
0.05) .

2.2.4  EX 527 X} p65 F% ik S AT A5 1R 52 M)

Jp it — AR 58 BLF &5 #9875 SIRT1 K
] p65 Y23k LA ZE fi# H,0, i/ 5 i bMECs £ T1-,
FIH RT-qPCR HAKE M EX 527 XF p65 ) mRNA
FikIKF, FFFIH Western Blot £ A A I it 2 i
b p65 1Y 8 11 3 I8 KT, o B A% % 467 1% L .
W 11-A Frsn,EX 527+H,0, 41 bMECs i p65
) mRNA FKik/KF- 8% & T BAY 11-7082+H,0,
24 (P<0.05) , H% & 3| H,0, 4K, JiH EX 527
£k SIRT1 40 il 550 v] £2 i p65 #) mRNA FKik;
1E %54 BLF { #i4b #J5 , BLF+EX 527+H,0, 4
bMECs ¥ p65 ) mRNA ik /K V-0 & ZREAK (P<
0.05) , ¥t Bl BLF A] BBl &3 98 55 EX 527 X SIRT1
(3 SR AT 20 p65s B9 mRNA Fik, &
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11-C fif 7~ , EX 527+H,0, 41 bMECs Y p65 fY &
57K 3 & T BAY 11-7082+H,0, 4 ( P<
0.05) , H Hy M3 1) MO A% (%) 5% 4% W1 38 i, & W] EX
527 fiE #E T p65 [ 3Rk ¥ B i #E 4 i BLF
i kb ¥ J5 , BLF+EX527+H, 0, 41 bMECs [ p6 5

(82 11 2R 38 7K OF I 3 IR ( P<0.05) , HL p65 1]
Ji A2 1 % RS /b, 6 B BLF B 1T it 38 o s 59
EX 527%f SIRT1 A il 85058 AT 982> p65 1 2 1
ik BAZHEA

B7 SHEREEA BAY 11-7082 Xf bBMECs £ 1-H ASC B = B30
Fig.7 Detection of effects of BAY 11-7082 on ASC spots in pyroptosis of bMECs by immunofluorescence

2.2.5
S

FIJH RT-gPCR I ARERSE T EX 527 %f bMECs
FETHH G I R 2 3K 7K OF 195 W), 45 T4 6 38 R 1)
mRNA £k KK 12 s, EX 527+H,0, 41

EX 527 X} bMECs 2 T- A1 & 5 K £ R 1

bMECs H: T 1 56 5 [ mRNA ik /K F ¥ 8 % 5
F BLF+H,0, 41 fil BAY 11-7082+H,0, 41 (P<
0.05) , 3 — S T EX 527 A fig# 1 1 i SIRT1
2RIk, NI p65 FikHE5R 53 bMECs £ET-4H
KR TR IK -1 i
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A SIRT] 1] mRNA #iA/KF mRNA expression level of SIRT1 ;B 1 #1A 454 protein expression bands;C:SIRTI [
F13 1k 7K F protein expression level of SIRT1,

8 BLF £# H,0, % 5# bMECs £ - SIRT1 BI&KIX
Fig.8 BLF alleviates SIRT1 expression in H,O, induced pyroptosis of bMECs

A X EZH CON group; B BLF 41 BLF group;C:H,0, 41 H,0, group; D:BLF+H,0, 41 BLF+H,0, group; E:EX 527+
H,0, 41 EX 527+H,0, group;F:BLF+EX 527+H,0, 41 BLF+EX 527+H,0, group.

B9 MmXAMAKEN EX 527 3t bBMECs £ RIS
Fig.9 Detection of effects of EX 527 on pyroptosis of bMECs by flow cytometry
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A SIRT] 1] mRNA #iA/KF mRNA expression level of SIRT1 ;B 1 #1A 454 protein expression bands;C:SIRTI [
F13 1k 7K F protein expression level of SIRT1,

10 BAY 11-7082 #1 EX 527 % bMECs £ =% SIRT1 &% K500
Fig.10 Effects of BAY 11-7082 and EX 527 on expression of SIRT1 in pyroptosis of bMECs

A:p65 1) mRNA 23k 7K mRNA expression level of p65;B ;2 133k 4577 protein expression bands; C: p65 7 It 3% Fl il
B i 1 2 357K F protein expression level of p65 in cytoplasm and nucleus,
B 11 EX 527 %f bMECs £ T-% p65 Ri% R iZ 5 i Mg
Fig.11 Effects of EX 527 on expression and nuclear transposition of p65 in pyroptosis of bMECs

2.2.6 EX 527 X%} bMECs fE -4 & H H #£iA W SIRTI1 #$ bMECs £ 1= HLHI , 45 8 an & 13 fr
A /N. 5 BLF+H,0, 41 fl BAY 11-7082+H,0, 41

FIH Western Blot # R 43 #F T EX 527 Xf i, EX 527 + H,0, 41 "' NLRP3, NEK7, ASC,
bMECs fET-HICHE I RIA M, LIk — 258  Caspase-1 p20 LI TL-18 1Y 5 1 3k K i 3 3%



9 11 EIRERAE TR SR K T 1/p65 3 B R I B R O R 5961

% ( P<0.05) ,{/H GSDMD-N Fl IL-18 W& H#iE  /KFELEFEL(P>0.05)

B 12 EX 527 %t bMECs £ T HXE R RXHZ M
Fig.12 Effects of EX 527 on expression of related genes in pyroptosis of bMECs

A FEAFEIR AT protein expression bands; B S T-H1 K 1 34 7/KF- expression levels of related proteins in pyroptosis

B 13 EX 527 X bMECs £ T-iHX EHRIZHFM
Fig.13 Effects of EX 527 on expression of related proteins in pyroptosis of bMECs

2.2.7 EX 527 %f bMECs N ASC B 5 1 5 i

FIAGZETCHE RGN ASC AR 3 7 i
G BE, KLt — 45 Wy SIRT1 £ BLF 2% H,0, 20 A T A8 4 R Caspase-1 41 5 1 22 gl
V) bMECs SET- P AY/E T, 45 RN 14 Fros ., fEroi@ k'™ Bl Caspase-4/5/11 A S dE 2 g e
EX 527+H,0, 41+ bMECs #J ASC BE 565 @ pg*Y . H ', NLRP3/Cappase-1/GSDMD 4 3
JE 5, BLF+EX 527+H,0, ZH1) ASC BEAMTOEIR g MAET R Mm% > RAE/MEIE
FERE (AR AR E 2] BLF+H,0, 27K F-, i Caspase FYUHTE LA S K 4l 4 R 19 32 3l Bk
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JEANRAE TSI B E AR . NLRP3 RAE/IMA Y
T SR R R S ) B B AG )E  ET
P4 AR L R A R R AR
NEK?7 /& NLRP3 i —/> 8 AH B AF FHAK B, 53
NLRP3 fi55 % DL ]z ASC B 5 (19 T2 Ji Al IL-18 Al
IL-18 Y 28, DA )37 3% 1k %6 ( reactive oxygen spe-
cies, ROS) %% NLRP3 % /MBS (55 ROS

W iE T ROS AR Y %% 5% L NF-xB Fll g 2 0% (1i-
popolysaccharide , LPS) /5 ) NLRP3 232 £1t S
5 NLRP3 &ME/MEME S5 KERE
] 7 NLRP3 7EAL4% %5 4= i D A A0 58 0 v i
FEAE M B 56 T NLRP3 78 3% 4 7L i 20 o
FET R R B SRR o R ILARGE

B 14 fE LRI EX 527 3 bMECs 2= ASC B = B9 #00
Fig.14 Detection of effects of EX 527 on ASC spots in pyroptosis of bMECs by immunofluorescence

H,0, 1£ & —F ROS, A 75 5 40 iy 73 M, 1 A%
A R NS e S e I = 11 U 2 R |
FEV IBFSEIERE T H,0, Al i pes % S AN E 50
ik N K 40 B2 ( human aortic endothelial cells,
HAECs) #71-, H. HAECs i SIRT1 iffi i & £
R3] NF-«B 92k , AR5 R FH H, 0, 1
A T JFAR DMECs FETHEAY

NF-kB % 5% [ T 76 U0 8 5 58 TR 9 & g H &
FEROAVERYT  Horp p65 VE S NF-kB 4% 5% HF 1Y
R Z— 8 TR e e e A i
FEHRM p65 AT HFLBEERE ™ & A Bk
R GFF B Bl T RAE 78 054 S Ak Ry 3 A
WAGIF p65 Fik i [ 18, 38 1 410 i 0% 4~ 50 8% 4
i NF-xB p65 BYZRIAT] LLZEfi# LPS 5|2 i A 1k
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7, B PR A S PR R e AR B g o
H,0, /5% bMECs ££ 12, #8 5% p65 TE 2 fit bMECs
BT ERH. C W58 3R BB IR 210 & P 5t
bMECs H' NF-«B [T 1EH B, T 5 i )
WF5E & 3, &5 AR #5  i a 0 ] LPS 35 5 19 R AR
bMECs ™' NF-kB 41 b Fl [ A% T ¥ TNF-a 135
ORIRUEHT RO ; W5 % 450 #E ST 1 LPS i
(1) MAC-T #&AEREAY |7 32 223 o 7 5 s Rl
K BEARIL po5 i 22 4535 Ak 8 1 I % ( mitogen
activated protein kinases, MAPK) [ 3 ik , M 177 A%
TR F R BPTR AR . H AW p65 1
BLF Z£fi# H,0, i% 51 bMECs £ 1-# % 5 NLRP3
SAE /MR R A B R . ARBFSEALIN T BLF 2%
fift H,0, 15 5 bMECs £ T2 b p65 1Y 3% 1k 1%
oL, 45 R R W, H,0, 5% T bMECs H' p65 1Y
mRNAFIEE IR B K3  E 885 Uil pes 2 5
T H,0, 1757 bMECs £ T~ ; 7 BLF+H,0, 41+,
BLF {4t B2 F 8 7 H,0, S8 po5 ik ik F
(TS, B2 fi% T bMECs B FE TS, X 5 Teng %1%
) WF g8 25 R — 8, oL 8 E AR M
(polyphyllin VI, PP VI) if5 T A549 Fl H1299 4 fifg
M ROS 7K F Ft i, i i 3% NF-xB p65, 5 3
A549 F1 H1299 4 s Caspase-1 < #fi (1Y) 40 Mo B2 17,
T FH 4EE 3% % b B0 A549 1 HI1299 40 fifg U] 3% 5% 1
X—id 2, AE—H5T p65 S5 bMECs 1711
PEHLH AT AT pes M BAY 11-7082
AL p6s (K F B, FE BAY 11-7082 ik Hf
T, p65 MIZRIKFEAR , R A NLRP3 44 /IMAAH 56 18
#% 1) mRNA FIEE (2B i, ASC BE 5 1095k
5 FEREAR , NEKT (92358~ 8, F Ui R AE 7 11
TR FEAR, 3X Ui p65 15 NLRP3 A4
JINVGARTE [ 1) Ui R HE R A R AR T PR T AR
15 NLRP3 % AE /MM JE IE A G 1, BAY 11-7082
WFERL T 3X — 200, X — &5 5 x4 fili
si-p65 5t HAECs 15 21 1) 45 — 3, ik £ 5 p65
KA T HAECs HY NLRP3 % 4iE /IMA 938 % 2 11 3%
KT TS, #£ H,0, S FIRATY A BLF A4b
HAE T 5 BAY 11-7082 /E FHAHZSBLAG 45 31, (H
BLF 5 BAY 11-7082 3 [m] &b B I e A7 o 3 Ffr 171 il
SR M | R A T 2 R s it — 2 RIS
SIRT1 J2& — P4 15 Jie iR W22 4 — % 11 2 ( nico-
tinamide adenine dinucleotide, NAD™) & #fi i) 2= &
A A= R B e v B R A2 SR L = SR = K 1

N RAE BTSSR AE B R
T R SRAF W D R 4 & ¥ 08 TR 4P 4 1) T 22 43
T FEOR Y AR SN SIRTL 1y 2 bk 48 i
S0 AR S 352 05 1 — 0 43 T RO — sk 2
b2y T B9 SIRTI A4 35 31K 35 B AR 5 1
U I P e, JE & ORR] B A R Y
SIRT1 A A A= 9 16 M o X il A e fE T B A
FEE L, TEH RIS 5 R W] SIRTL i@ i fif
H R 15 1k 2 1 ¥ ¥ ( adenosine monophosphate-acti-
vated protein kinase, AMPK) | Janus ¥ /i 2 ( Janus
kinase 2,JAK2) M L3 ¥ B A8 R AL 1 ( mam-
malian target of rapamycin, mTOR) %15 5 il [} =
5T WA4FIE FLEA AR sk, ZHh
48 ) 5 L e Bl F B T LASE 3 B9 SIRT1 9 3%
Y ey R AR N L E R R K AR
JCAN M T {H 1 JEAE BMECs I RF ST, HE TR
%5 H,0, ¥ 3 bMECs BT AR TH %, I,
AWFFE ST T H,0, A1 BLF Xf SIRT1 % ik 15
e, 25 SRR WITE H,O, BT SIRTL 1YRA# 0 &
0, BLF TiAL 30U 7T ) i 2% $2 / SIRT1 )£ ik,
I+ H BLF o] LLii % H,0, Hl3#% Ar 5 20 SIRT1 %
BFWH, X—45 R T SIRT1 257
H,0, % 5 1Y bMECs £ 17, H SIRT1 A L) ] #%
NF-kBf5 5 il #%, {2 IF A B o 2 & o] DL 4%
bMECs H' NLRP3 #GE/NMEMRE, T ik —%
85 SIRT1 7E BLF ZZfi# bMECs fET-H AR, A
55 AT SIRTL #] 7] EX 527 KB4l SIRTI1
235, [FIREf FH BLF JE47 FlAb B #8597 SIRT1 5
p65 FEME AN T I EAE SRR, 25 R KW, 7
fii 1 H,O, HIFW 4544~ 3l SIRT1 J& , p65 3=
KB E TR, R YE T pos 1 K% 1Y B2 A 5 [ B
NLRP3 %4 /NMACGHE 1 DL & NEK7 #5885 i % L4,
ASC B 50 5 % o Bt 52 B R K, 7E R
BLF+EX 527+H,0, &b B A5 4L &, SIRT1 1Y Kk
KF %% BLF L, p65 M9 4% % 0 1% & 8% T 14,
NLRP3 48 /MA T 5% B9 mRNA FIE 4 38 35 7K F 4%
M Hl {5 GSDMD-N Hl IL-18 HY%E [ kK P
5 EX 527+H,0, HAH LRI A B E . DL g

SRS A BB AT a5 R — 8, A A R ]
)i F 45 5 AMPK/SIRT1 %3k, k3 NF-xB {3
518 5 R Y R BB &Y R (knee osteoarthritis
KOA) , B %E Jp %5 1) {4y AFF 5 W 36 W, 46 F 1 71T i
3% AMPK/SIRT1/NF-«B i@ #%i% S5 A FL 5 f 40
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il MCF-7 £ kiR D RE B i, M #4 MCF-7 41 fifg LIC X,CAO H Z,YI Z R, et al.Effect of bamboo
HAFE N 1’3‘%‘% s ﬁlﬂ:/ﬁéﬁ T, X 46t 75 ARG 55 2 leaf extract on growth performance, nutrients apparent
N I T SIRTL 5 48 9 FI 40 I 48 T Al 5 ) 6 digestibility , serum antioxidant and immune indexes of
%, T 345 24 B T L 5o 5 0 SIRTY 1 35 ik beef cattle[ J].Feed Research,2021,44.(12) :10—-14.
2 R T A B A AR 2 0 {in Chinese)

- e s [6] YUY,LI ZM,CAO G T, et al. Bamboo leaf fla-

FLIR I FL A ° vonoids extracts alleviate oxidative stress in HepG2

cells via naturally modulating reactive oxygen species

4 -Q-:In: 'Io/lé production and Nrf2-mediated antioxidant defense re-

BLF A i 1 i i p65 ) 3% 18 FA% 5% 06, 5% it sponses[ J ].Journal of Food Science, 2019,84(6) :

H,0, i 5 ) bMECs £ T~ il NLRP3 4 JiE /)M 4 1609-1620.
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Protective Mechanism of Bamboo Leaf Flavonoids on Hydrogen Peroxide-
Induced Pyroptosis of Bovine Mammary Epithelial Cells Was Discussed
Based on Silent Information Regulator 1/p65 Pathway

WANG Linwei' GUAN Shuwen' ZHAO Xiaobo' WANG Jing' GUO Gang®® JIANG Linshu'”
(1. Beijing Key Laboratory of Dairy Cow Nutrition, Beijing University of Agriculture, Beijing 102206, China; 2. Beijing
Sunlon Livestock Development Co., Ltd., Beijing 100176, China)

Abstract: This study aimed to explore the mechanism by which bamboo leaf flavonoids ( BLF) pretreatment
alleviates pyroptosis in bovine mammary epithelial cells (bMECs) induced by hydrogen peroxide ( H,O, ).
bMECs were used as the research subjects, and control group, BLF group, H,O, group, BLF+H,O, group,
BAY 11-7082+H,0, group, BLF+BAY 11-7082+H,0, co-treatment group, EX 527+H,0, group and BLF+
EX 527+H,0, co-treatment group were set up in this experiment. BLF was administered at a concentration of
80 wg/mL, and H,0, was used at 800 pmol/L. BAY 11-7082 and EX 527 were used to inhibit the expression
of p65 and silent information regulator 1 ( SIRT1) , respectively. Gene and protein expression levels in the cells
were detected using PCR and Western Blot. The number of pyroptotic cells was determined by flow cytometry.
The fluorescence intensity of apoptosis-associated speck-like protein ( ASC) spots was detected by immunofluo-
rescence to observe the role of the SIRT1/p65 pathway in BLF-mediated alleviation of H,O,-induced bMECs
pyroptosis. The results showed as follows: 1) p65 mRNA and protein expression levels were significantly in-
creased in H,0,-induced bMECs pyroptosis ( P<0.05) , and significantly decreased following BLF treatment
(P<0.05). BLF and BAY 11-7082 significantly inhibited p65 expression and nuclear translocation ( P<0.05) ,
effectively alleviating bMECs pyroptosis. The expression levels of pyroptosis-related genes and proteins in
bMECs were significantly reduced by BLF and BAY 11-7082 ( P<0.05) , as well as the fluorescence intensity
of ASC spots was reduced. 2) SIRT1 mRNA and protein expression levels were significantly decreased in
H,0,-induced bMEC pyroptosis ( P<0.05), and significantly increased following BLF treatment ( P<0.05).
EX 527 significantly inhibited SIRT1 expression, while promoted p65 expression and nuclear translocation ( P<
0.05). EX 527 also significantly increased the expression levels of pyroptosis-related genes and proteins in
bMECs ( P<0.05), and enhanced ASC spots fluorescence intensity. In summary, 80 wg/mL BLF alleviates
H,0,-induced bMECs pyroptosis and NLRP3 inflammasome activation by inhibiting p65 expression and nuclear
translocation. SIRT1 expression is downregulated in H,O,-induced bMEC pyroptosis, and BLF alleviates
bMECs pyroptosis by upregulating SIRT1 expression, thereby inhibiting p65 expression and exerting a protec-
tive effect on the cells.[ Chinese Journal of Animal Nutrition, 2024, 36(9) :5949-5969 |
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