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ZUNLVER T T AHMHI EEREE 4 HONE-1 121 Je HALEI
EROE AR, TR, TN, TSR W
(JHEAXF' HPR QN BFARELERET, T 530021)

HE BE TR E A 1 (SSPH 1 )X A B IKEE HONE-1 40 a4 e & AR 56431 . 3% SR COK-8 a4
T SSPH 1 X HONE- 1 448 Jifd 1354 14 532 1 388 1ok 45 7 T2 i ST 96 VAT LT 240 B b 58 A 0 i V6 P s 1 Transwell 525650 Hr 4l i1 2 2% fig
FIH AR 5 (1 AU E (DHE ) 98 Y645 1RG0 20 A 9 35 1 480 (ROS ) 2K - 5 108 3t 2L 7 5t 0t LD HD) R 0 52 6 1 I 40 i 4 25 0 1)
TIOR3 32 JH] Annexin-V/PT XU 3 46 I 20 160 2 7% 5 313 F Western blot 546 i 22 LA T3 BRAH G R I F kA8 1k . B R
CCK-8Z5 4L i 7Rk , SSPH 1 4b 3424 h J5 HONE- 1 ZH B 1 2 vk B ARt 1 IR, TC, 1K 3. 383 pmol/Ls £E 76T LS 90 v, B 75 SSPH
1 He BRI, HONE-1 41l 4 75 B0 32 7 0 (P<0. 01) s Transwell S256 715, SSPH 1 AR B 2753 /128 BY 20 i &5 i 20 (P<
0.01) ; DHE 2 JEHET R 25 5 ik 7, SSPH T b B 40 i 4 ROS % GHE i T 5 (P<0. 001) 3 LDH B S 4 45 5 R, 4 b i
% TR LDH 1% 1 Bl SSPH T 3 B B4 M 7H85 (P<0. 001) ; Annexin-V/PT XYL pa A6 I 25 5 i 7%, SSPH [ AL BEJS Annexin-V/PT BHPE4H
Ji LGB 48 1 (P<0. 001) ; Western blot 45 5 @ 7n , 50 BRZHAR 11, SSPH 1 b BRZH 41 cleaved-Caspase-1 Fl GSDMD-N-terminal 25
{12535 7K [ (P<0. 05) , NLRP3 %5 [4 32 15 7K F AR FF 85 (P<0. 05) ; ELISA 455 7% , 4 b TL-1B F1 TL-18 & 5t SSPH 1 ¥k
JERE TN+ (P<0.05) . #4518 SSPH T nlif i #8455 ROS/NLRP3 / Caspase-1 155 filli75 5 &2 i 4 HONE-1 4L T, D1 K 3%
PSR 38 LRI REAE N VAT S 1 T AR 249 .
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JUAR TV R A R . BRI R R S A e 95 B 2 3E ad f E 3 1 48 (reactive oxygen spe-
5 RAE SN A AR B YA DG, SR OB AT I cies, ROS) 2 18 8 U401 it 2% £ 0 98 20 Jfd HNE-1 )

SRR IRE . TSR RN g R

LI AN B A BRI L 22 B0 R A R R R R g 0 %%%(S’chizocapsa plantaginea Hance) 52 2 $i
KRG AL, NS S AERIT L. 0 RIS B g S 4R B A W4 K b, ) T 4
745G T e ) S e JE R YT I — 2RI (G w2 b Ot TRZ R E S ], SR A
7R A AR BEAD A RS AR AN RN AT s s i A I 2 SRR Gl e
MG W), KRR BATT/N RIS ppogr g AT % . B R AE T (Saponin of
W RERTHIBON R ST/ T 20 B 5 L T Schizocapsa plantaginea Hance 1 , SSPH I )&% %
TV R AT R R TR E O . e s i i A > AT R 2
VAT 2 WDRUR AL WBAEIETHERR gy i i1 5 9L SSPH. 1 4 B0
TR AL S DI BOARZHIORIEII gy g 50 5 00 T, B9 S AR SSPH
e 458 25 1) v () BRI P 1 A3 AR AR 3 A0 LA 0 S A T 6 5% T 50 40 L FLON E-1 £ 8 78 42 ML S T
e W RE T, RS 23 T TP 3R B 8 3 Ao Lo A4 AR i il Sy b B 4 13 P 0 T 42 f B S
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HEATHEE . 4lifk S5 RE s RPMI-1640 K7 5% 3 (& [F
Gibeo 28 7l , 4% 5 1 624184 ) ; i 4 1L 7 ( 3% [E Gemini
AL BEES  ATTHOOK) s BCA 28 5 3t & (57
LAY TRABRAR, 85 : AR1189) ; CCK-8
% 5 HY-K0301) . — & Mt B¢ (dihydroethidium,
DHE) (525 : HY-D0079) ( 32 [&] MedChemExpress 2
A1) s FLR i A B (lactate dehydrogenase, LDH )35
& (AR RAEYHAR AT 4855 :C0016) ;B-actin
(B =8 A ARF R A, 575 :66009-1-Ig) ;
NOD Ff 32 {4 #2811 45 44 3AH OC 28 11 (NOD-like re-
ceptor protein 3, NLRP3) Hi{& (LR IF e A= 4 R
AHIRAT L 575 : R381207) ; GSDMD-N-terminal HT {4
1% 5 . PU224937) . Total and Cleaved Caspase 1 (4%
45 :P79884R2) (11 3L e I Rr B 25 BHE A BRA FD ) 5
1 41 il 4 2 (interleukin, IL)-1p ELISA i 7 & (1%
5. G203075M) . IL-18 ELISA i® #| & (1% 5 .
D711091-0096) CGRINE(F LEMBHA RAF) .
1.3 SEI{LER 400035 5746 (35 8 Thermo Fisher
] 3111 e BRSO L GBI R Bl B2
LB A RS 7, 5 . KH20R) ; WIX-minPRO4 % i,
KA WIX-minBLOT 24 i A% A (b 5t 5 s i B4 A7
BRA ) 5 A 8l 4 i bR A (3 1 Tecan 23 7],
Z :Infinite 200 PRO) ; 8] & % 73%% ( H 4% Olumbus #k
Aostt, 855 . CKXS53) s i A LA (32 = BD A A,
U5 . Accuri C6 Plus) ; Odyssey ZL4M A% R 4t (3 [H
LI-COR A 1], #3%5-: Odysse Clx) .
1.4 FHik
1.4.1 #Zmfaszd 554 HONE-14ifififdi J RIPM-
1640 55573, A 10% 64 M35 1% ST A2 T
W BEBE 37, KR AR 454 37 °C.5% CO,. MRAE CCK-8
I B A MLTS 1455 B2 SSPH 1 i 45 25 JEE3E
Fil o RV&IE MY 70 420, SSPH T W 0.
1.25.1.75.2. 00 pmol/L, H A4S 56 (155 Transwell |
ROS K&  LDH B 3t 28 41 fg R | Western blot }2
ELISA) % & 4 4,4 2+ SSPH T ¥ 4 0.,1.25,
2.5.5. 0 pmol/L, Z5 25 AL S [H] 4y 24 .,
1.4.2 CCK-8::#m| smpa3gsa  HUWBE ) HONE-
1400, 0. 5% Jg3 2R 1B AL , RIPM-1640 3% 5% 5 il 1
PAAR R, LBEFL SX10° 88 e AT 96 L P
B 7 24 h )5 ABRIHEE I 3L A 100 L AS [a] B
(0.0.25.0.5.1.2.4.8 umol/L)SSPH [ }i3%24 h )i,
FEFLINA 10 ul. CCK-8 ¥ , 37 ‘CikENEHF H 45 min,
450 nm % ALK W G JE (absorbance, A) , 3115

A7 R = (A ii}?/,?L'Aﬁl'RL)/(A AL T Amm) 1} 24
h 119 4 184 7 e e A i B 1C00

1.4.3 HEBAREE WX EA KA HONE-
14, L RE£L 300 445280 T 12 fLAR H , B AL A
500 pL (1Y) RIPM-1640 5€ 415 37 3, K5 3% 72 h 52 420
BE 5 75 25 IHES 3R, A 500 L A [R] ¢ 2 (1) SSPH
I 4253535, B 72 Wil 1 k. #ELL15dEH AL
T, LA 4% 22 5K R [ 7 , 0. 5% 45 i 25 W g £
J& PBS R4 VR HE T R4 IR

1.4.4 Transwell 5 340 28 013 & 46 1 B
Matrigel 38 it i 55 4% 4 i X R TG I 77 4% 7 344 1: 8
() LL 9 F B TR A, AL 100 pl it AZNE N, 37 CH
FRAR TR 3 h A L T B S R VR . A
PETT 24 h T TG 10 355 45 57 FE A SR AT YL AL 3, B
HONE-1 24t i 7 fb S B 45, {41 M 4% 3 %2 5x10° 4/
mL, Bl 100 pL4FP T L%, FIILA 100 pL SSPH 1
WAL TR, R E AN 700 uL & 10% JIA 2F M35 1 58
SRR AR 24 W, FE LR IR AL, PBS
Ve 23, /NE A 4% 22 5 W T A 2 30 min 5 PBS
Ve 23, ARSIV AR R 2 3 Y AR, o B ST 4
K JEHEA 0. 19% B9 45§ 5 5, %4 45 30 min,
PBS i Ja KT, b B e B 4 S IR EF R A 74 R, XoF
2/ INVE T -

1.4.5 A XA e i ROS  BONEUE K
W) HONE-1 4, LAEEFL 5x10° 4% B 4270 F 6 fL
M, 35 9% 24 h W BE J5 AN Rk B SSPH T 45 25 4b B,
B35 24 h 58 P A DHE 48% , 7 =X 40 AR 10 20
B ROS 38 JE

1.4.6 LDH#m 2a e i S8 BOSEUE R I
HONE-1 41l Jfl , LA 45 L 8x10° 4% B 43 &b T~ 96 L Hx
H, BE % 24 WG RE 5 LIAS [ B SSPH T 43 25 4b 21,
BEFL 100 pl, 24 h J5 e T3 e i B 45 F 450 nm
Aer 0 W S BE AN LDH 3% 4%

1.4.7 Annexin V/P1 % & 0] SSPH 1 * 21 fe. 58 =
a e BUE R R B0 4 S 9 HONE-1
20 M 7 fb B A, DURE AL 1x10° /1> 20 it i) %8 5 42
Tl F 6 FLAR T, DA ]V B SSPH T 45 25 Ab B 432,
B4 252 mL,

2 FRZE SRS IR £ EDTA Y[ HE 11 B 1L
0, T8 14 PBS Y I 40 it J5 B0 25 S,
ddH, O Fii ¢ 5% Binding Buffer A Ix T AE W, 3 500
pL HEAM ., FEIMAS pL B Annexin V-FITC Al
10 pL 1Y P, 4% 22 8 i 1R A 5 = i RO I & 5~30
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min, Bif 5 35 0 9 _E HLEA T AT

1.4.8 Western blot ;x4 48 % & & £35  BUWHEL
AR AIH) HONE-1 400, DLBE I 2x 10°4~ %% B 422 Fh T
60 mm 5 77 MLH , 55 77 Z 41 58 42 I RE % B 24 90%
JEFE AR R . ORIRMREE SSPH T 45 25 4b 31 43
ZH, AL 6 mL 25 AL 3 24 h 5 e AE 40, UK | RIPA
SLAE A0S 30 min, 12 000 r/min &5 C> 20 min, W4 -
THIR . BCA 5 & A I 2% 2H 2 1k B2 L {11 12. 5%
e £ SDS-PAGE HL K 77 %5 )5 ¥ # %= PVDF Jiit |
5%BSA Ef 4] 1 h, B J5 43 5 0 A B-actin, NLRP3 2}
B 2 2 ) K 4% B IR 4K 1 K A -1 B35 BTAA (cleaved
cysteinyl aspartate specific proteinase-1, cleaved-Cas-
pase-1) . 1§ 2 & -D (Gasdermin-D, GSDMD) . /i FZ
2 -D-N ¥ (Gasdermin-D-N-terminal, GSDMD-N-ter-
minal) . —#HT (B-actin Fi BE LA 1:3 000, HARH R L
¥ 1:1000)4 CHEF ERA . W H {8 4] TBST ¥k %
Jei , BRI N e, ZE IR EEOEMEE 1 h, TBST 78430k
Y5 Odyssey 2190 RS 04T S, Image] FR 441
FTEE 2% IR EE (B BT o

1.4.9 ELISA xA&m 2 j10-1B IL-18 % & 4%
O A I HONE-1 21, LURE AL 1x10°4%5 B2 4%
FhF 6 fLb b, 5537 24 h s LUK R R B SSPH T 4424
AhEE REFLZ 25 1 mL, E AR YCAE A, D) 20 kHz A5
150 W TR L6 vk T gE AT 68 7 I R, R
WE2 s, [aIFE 3 s, 52 A RERE 3 U, il i 4 40 e L Vo
fiff IR TL-18 A1 TL-18 %) ELISA 35 & , 250 i 2
P AU BARAE 7RI 450 nm ZBAGIN 4% ZH R A K
IR REEA &

1.5 SitZ 438 3 it SPSS 23. 0 44 X ik ot
18 it o3 b, B SC s ¥ s A 3k, T R
DI B e b i 25 (s ) 7R, IR 2 1) 25 57 LU BCR
MSTFEAS 6 36 AT 23 BT L A 36 7K HE @=0. 05, D P<
0.05° 725511 2# & L. i H GraphPad Prism
9.5. 0T EIFHHIME

2 #R

2.1 SSPH I %t HONE-1 A5 H08 0 {61
2.5 umol/L SSPH I At ¥ HONE-1 40 it i , 40 i JE &%
RAET- R, Sa2E BT vT B UL 21 40
I ik B2 A, 200 L R 3% T AT AR 2 8 4, A B R
SERFEIR R, e R B R 2 i, DLIET 1.

2.2 SSPH [ ¥t HONE-1 A8 E A &0  CCK-8
I 25 S R, 5 s R BR AR Eb R TR VR B A

SSPH T 4b¥ 24 b Ji5 B ¥ B2 G I , 20 0 736 P4 BH G5 e
fik. $&75 SSPH I figf% 1 3 410 i HONE-1 4 A iy 38
FE ., H24 h B 1C, (4 3. 383 wmol/L, it J5 4L 52 46 1%k
1. 25 pmol/L, 2. 5 umol/L. 5. 0 pmol/L 1 Jy 52 B AIK |
. WK 2,

a

- e b 5
S\ % &
: ‘ £/ (- o
El1 SSPH I 2 EETEMMMAEEZN 400
Fig.1 Changes in cell morphology after SSPH I treatment X400
a: Normal HONE-1 cells; b: Cell morphology after treatment with
2.5 pmol/L SSPH [ ; The arrowhead indicates that pyroptotic cells un-

dergo cell swelling and membrane blebbing.
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2 CCK-8i%#il SSPH I 31 HONE-1
RIEFERI RS (X+s,n=3)
Fig. 2 Detection of the effects of SSPH I on HONE-1 cell
proliferation by CCK-8 assay (¥+s,n=3)

2.3 SSPH I 5t HONE-1 A &% T B 6t B
M LLSSPH T 0.1.25.1.75.2. 00 pmol/L 45 24 4b 3
Jei , 4R 9 KR 23 90 o (137.00+15.13) L (71. 00+
18.02) .(51.33+15.82) . (13. 67+7.23) 1., 5451
Xof BEZH AH FE L 4% 255 24 40 HONE-1 40 i 48 V% T i % 3%
WA, 2 A g . WA 3,

2.4 SSPH I X HONE-1 40 i1 {2 Z& 8¢ 7 89 2% iy
Transwell 3255 45 5 @78, LASSPH T 1.25.2.5.5.0
umol/L AL FLJ5 , 5 control A L , B SSPH 1 4524
F A0, D E 2 5 B R 1 45 4 A0 AR T T R
B ERAEGEE L (F=67.166) . LK 4,

2.5 SSPH I % HONE-1 48 Bl [ ROS 7k T fY &%
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Fig. 3 The detection of the colony formation ability of HONE-1 cells by plate cloning assay (x+s,n=3)
a: control group; b: 1.25 pmol/L SSPH I ;5 ¢: 1. 75 pmol/L SSPH I ;5 d: 2. 00 pumol/L. SSPH I ; P<0. 01, ""P<0. 001 vs control group.
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El4 Transwell L1644 SSPH I Xt HONE- [ 4012 85 EIRIN (F+5,n=3) X200
Fig.4 The effects of SSPH I on the invasion ability of HONE-1 cells detected by Transwell assay (x+s,n=3) x200
a: control group; b: 1. 25 umol/L SSPH I ; ¢: 2.5 umol/L SSPH I ; d: 5. 0 umol/L SSPH I ; “P<0. 01, ""P<0. 001 s control group.

M PLSSPH I 1.25.2.5.5.0 pumol/L Zb ¥ J5 , 5
control 20 H , Bl 25 245 57 & A9 38 K, HONE-1 41 ffg
H ROS KV, 22 R A G278 L (F=144.581)
UINERE
2.6 SSPH I Xt HONE-1 4 ffl LDH & 14 i) 2% i
PISSPH I 1.25.2.5.5.0 pmol/L ZL )5 , 55 control
ZHAH L, B35 SSPH T 45 24557 & 34 i, HONE-1 4 Jfg
WY LDH 35 1 T, HA R O L 25 5 2
BHGiTrE X (F=51.046) ., VL6,
2.7 Annexin V/PI# &4 SSPH I X 40 B € T
GRME KSR BN, LASSPH T 1.25.2.5.5.0
umol/L AL H 5 , 5 control ZHAH HL , B SSPH 1 4524

FE BN, Annexin-V/PI JHM: R 1K, 22 75 oA 40T
28 X (F=146.003) , $2& 7~ 40 Mg £ T Lb 6] 386
LE 7.

2.8 SSPHI 3 HONE-1 & T HEXEBRIE
B M Western blot X 4 45 L 2 7x , UL SSPH 1
1. 25 pmol/L.2. 5 pmol/L.5. 0 pmol/L AL ¥ J5 , 5 con-
trol 20 AH LU , Bl & 25 24 57 4 3 fin , SSPH T &b 3 f5
HONE-1 41 g ] total-Caspase-1 25 [1 & i5 F [ (F=
4.083) , NLRP3. cleaved-Caspase-1, GSDMD-N-
terminal & [1 %35 7} 5 (F=5.010. 6. 238.25. 857) ,
ZRAgitFE L. WWE 8,

2.9 SSPH I X%} HONE-1 £HAt # IL-1p.IL-18 R 3i&
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Fig. 5 The effects of SSPH I on intracellular ROS levels in HONE-1 cells detected by flow cytometry (x+s,n=3)
a: control group; b: 1.25 pmol/L SSPH I ;5 ¢: 2.5 pmol/L SSPH I 5 d: 5. 0 pmol/L SSPH I ; ""P<0. 001 vs control group.
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E6 ttf@iE®N SSPH I 3f HONE-1 484
LDH 7K F B S0 (x£5,n=3)
Fig. 6 The effects of SSPH I on LDH levels
in HONE-1 cells detected by colorimetric method (x+s,n=3)
a: control group; b: 1.25 umol/L SSPH I ; c: 2.5 pumol/L SSPH
I;d:5.0umol/LSSPH I ; " P<0. 001 s control group.

G0 ELISA 525625 B R, 5 control 4141 [t , B
FZF RN, SSPH 1 AbH )5 HONE-1 4iljifd i TL-
1B & & I+ 7 (F=30.606) , IL-18 & & Jt & (F=
26.524). LK 9,

3 itig

TR = R HOR R T3 4548 i L 7 @I
BN, — ER UM 25 & B EOR TR, BT S
TR 7= 1 PR L 22 W 1 A W 3 P A e s 25 P F
RV R R SRR I 1 = S € STV (S T N
EA MM RS, AT T pS3/Bel-2/Bax {5 5 i/

SRR YA T3 I, I A TR JBT R 4 R 1
HEIET RV E W R R 2 A,
S A A 1 P 3 SSPH T 78 VR 28 iy S0 0F 5%
2L S R TR RS L g A5 22 Tl bR A48 £ 00 )
TEPES S ARBRSEAE SR L, ORI T SSPH T
5 G MR i 400 A A T AV FH R LA LA R
HRAZAL A W B e TR AL T 8T 1) S AR

S T R 2 S SR R DL i 2 — , 8o
FALIE EB B L TR SRR AR
T2 56038 1o AR EAG I 2 TR, 4% i 40 AR T 45 S i
I R SR AR DG, S MR 88 B PR 15 052 T 4 1 400 i I
PRI 2 ). AR B4y AL B A 1T 43 £
Al S TR 200 g L A A A JE A A BLIE AL S
EHI5 R A, AR AU R E AR B I iy, FETRA T
s X R B T0%~80%" L R Ak TR H BE
A7 IR AT BRI, BN IO A R R R 2R i
BITIG 5 KRR R SR R T R
Jag S SO RS B Sk, O L e 7 A Sk e, R
O3 BB SR TE R e T 5k AR R S A B2
FUN B H Z T IRIT IR B R AR 10%~15% , 1
W FE R BN 30%~40%, JREbE Kk EFHHTIA
JPTi 32 22, FRAYT S AE BAAERAL 30. 2% , & 78 3k 5
TGN e v 1 e 25 B R 2

MM ETZ—Fr i Gasdermin & F4 5 B 22 5E
P 5 A i AR e P AE T 2, B Gasdermin K% 25
FA R0 Ui 155 T B35 DI J A4 N ity 45 ) 38 7 200 s
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E7 FXAEMEARTSSPH I 3 HONE-1 48 & 1= R AR (v+s,n=3)
Fig. 7 The effects of SSPH I on the pyroptosis rate of HONE-1 cells detected by flow cytometry (x+s,n=3)
a: control group; b: 1.25 pmol/L SSPH I ;5 ¢: 2.5 pmol/L SSPH I 5 d: 5. 0 pmol/L SSPH I ; ""P<0. 001 vs control group.
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Fig. 8 The effects of SSPH I on pyroptosis-related proteins in HONE-1 cells detected by Western blot (x+s,n=3)

A: Pyroptosis-related proteins levels in HONE-1 cells detected by Western blot; B: The effects of SSPH I on the protein expression level of
NLRP3; C: The effects of SSPH I on the protein expression level of GSDMD-N-terminal; D: The effects of SSPH | on the protein expression level of
total-Caspase-1; E: The effects of SSPH | on the protein expression level of cleaved-Caspase-1; a: control group; b: 1.25 pmol/LL SSPH I ; c: 2.5
pmol/L SSPH I 5 d: 5 umol/L SSPH T ; "P<0. 05, “P<0. 01, “"P<0. 001 vs control group.

ATHLT, AR AR L R R R G YRR R pase-1 BUPLIE , J0E BY Caspase-1 2> HEA12 2 14 241 it 1A
JE AR S B M AE T OB T T A T IL- 1B A A, o SE Ak NLRP3 SE /MK
27 INF 200 LR 58 3%, O AN o K 20 L N S R, I Caspase-1 iZ 1 & e e M T A A 7=,

2 L e A A T S 24 L e M SZ AL, A AE T M AHFFT 45 H s, SSPH T BEWS i & 7 HONE-
Y LDH B R B R . ST KT Cas- 1 HMEAYIGSY RV IR LSRR 28 RE 1, 915 S Rl )
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E9 ELISA#illSSPH I 3t HONE-1 i f IL-1B 5 IL-18 S 2RI ZM (3+s,n=3)
Fig.9 The effects of SSPH I on the levels of IL-1p and IL-18 in HONE-1 cells detected by ELISA (x+s,n=3)
A: The effects of SSPH I on the protein expression level of IL-1B; B: The effects of SSPH I on the protein expression level of IL-18; a: control
group; b: 1.25 umol/L SSPH T 5 ¢: 2.5 pmol/L SSPH T 5 d: 5. 0 pmol/L SSPH T ; "P<0. 05, “P<0. 01, “"P<0. 001 vs control group.

FETIRRSF A, PR R R, SSPH 1 4b
PHJ 4 ML 9 ROS 7K F- 2 501 45 48 3 1 T e, [R) B
NLRP3 . cleaved-Caspase-1, GSDMD-N-terminal £ 1
Feik 1M PR TL-18 B LDH BRI AN . X s gk
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The effect and mechanism of Saponin 1 of Schizocapsa plantaginea

Hance on nasopharyngeal carcinoma cell line HONE-1 in vitro
Guo Xinyi', Liang Ziying', Wang Jinni', Ding Xiaolian', Wang Yanxue', Liang Gang"’
('College of Pharmacy ,*State Key Laboratory of Targeting Oncology ,

Guangxi Medical University, Nanning 530021 )

Abstract Objective To explore the inhibitory effect and related molecular mechanisms of Saponin of Schizo-
capsa plantaginea Hance I (SSPH I ) on human nasopharyngeal carcinoma HONE-1 cells. Methods The effect
of SSPH I on HONE-1 cell viability was detected using the CCK-8 assay. Its inhibitory effect on cell proliferation
was evaluated through a colony formation assay. Changes in cell invasion ability were analyzed using the Transwell
assay. Intracellular reactive oxygen species (ROS) levels were measured using the DHE fluorescent probe. The ex-
tent of intracellular content release was reflected by the LDH release assay. The rate of cell pyroptosis was detected
using the Annexin-V/PI double staining method. Changes in the expression of proteins related to the classical py-
roptosis pathway were examined by Western Blot. Results CCK-8 assay showed that treatment with SSPH I for 24
hours reduced HONE-1 cell viability in a concentration-dependent manner, with an 1C50 value of 3. 383 pumol/L.
In the colony formation assay, the number of HONE-1 cell colonies gradually decreased with increasing concentra-
tions of SSPH [ (P<0.01). The Transwell assay revealed that the number of cells migrating through the chamber
was reduced following SSPH | treatment (P<0. 01). DHE fluorescence probe detection indicated that intracellular
ROS fluorescence intensity increased after SSPH I treatment (P<0.001). The LDH release assay showed that
LDH activity in the cell supernatant increased with higher concentrations of SSPH I (P<0.001). Annexin-V/PI
double staining demonstrated that the proportion of Annexin-V/Pl-positive cells increased after SSPH I treatment
(P<0.001). Western blot analysis showed that, compared with the control group, the protein expression levels of
cleaved-Caspase-1 and GSDMD-N-terminal were upregulated in SSPH [ -treated cells (P<0. 05), and NLRP3 pro-
tein expression levels also increased (P<0.05). ELISA results showed that the levels of IL-1B and IL-18 in the
cells increased with higher concentrations of SSPH I (P<0.05). Conclusion SSPH | can induce pyroptosis in
nasopharyngeal carcinoma HONE-1 cells by regulating the ROS/NLRP3/Caspase-1 signaling axis, thereby exerting
an anti-nasopharyngeal carcinoma effect. This suggests that SSPH I may serve as a potential therapeutic agent for
nasopharyngeal carcinoma.
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