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(HEE) BHY A% § a5 3 F i 20 008 40 15 2 2(hepatocellular carcinoma cell line 2, HepG2) &30 i 58 3% 1, 9F
YRATEE S} 3 Z TR SET 25443 & & 1(circular RNA SET domain bifurcated histone lysine methyltransferase 1, cireSETDB1)
A/ RNA-345-5p(microRNA-345-5p, miR-345-5p) ty mRNA % ik xt 40 3475 8 o Foif % 69 % o0 535 ¥ HepG2 44 4 %
ANCIE L, X R AL B (T A0 I S S R AR B S 3R L4125 mol/L) H53H 35 M 41(50 mol/L) #=F 3 & H 41(100 mol/L) ¥
SHEF4(100 mol/L);siRNA T EA TR SET £5453 % & 1 /N T 3% RNA(small interfering RNA targeting circular SET domain bi-
furcated histone lysine methyliransferase 1,si-cireSETDB1)4L /N4 RNA A% %f % (small interfering RNA negative control, si-NC)
M, 1t R K IO SET 25 M3 & & 1 1% 3K R (overexpression vector for circular SET domain bifurcated histone lysine methyltrans-
ferase 1, pcDNA—circSETDB1) 41 145 3} 3 & +pcDNA—cireSETDB1 41, % A qRT-PCR il & 41 40 K& % 41 4% 84 circSETDB1 o
miR-345-5p &y mRNA 5 3k /K F ; CCK-8 Al 401 3% 7 7% Mk ; o0 X 40 A K A8 0] 2 A JB1 7 1% 0T, ; Western blot 6 71 3 ik 2 B8 K A&,
B 4% 52 M B B3 (cleaved cysteinyl aspartate—specific proteinase—3, Cleaved—Caspase—3)% & F ik AT ; 7 & T i, 52 5046 311 4 i, 4
T Bk 5 K1 JR 52 3o A Transwell 5230 7o B A Il 40 L £ & 3 Fuif #% WK . & Be 30 & 3£ 5 5230 B0 3E cireSETDB1 5 miR-345-5p #y #
MARER SEFALML, FEALF cireSETDBI mRNA % 3£ 7% (P<0.05) ,miR-345-5p mRNA % ik &K (P<0.05), 5 x4
AR P, S 3 AN B 4 HepG2 40 LW 40 L 78 1 | B 60 i 3K 1R (P<0.05) , 48 i JB 1= F2 A0 Cleaved—Caspase—3 & B & 3k 7+ g (P<
0.05), B & 7 B # I (P<0.05), 5 si-NC 44tk , si—cireSETDB1 41 HepG2 40 ji 19 cireSETDB1 %3k 40 75 1 B R R % 1%
£ LB A RJE A 2 B (P<0.05) ,miR-345-5p % 3k 40 L8 1= F 1 Cleaved-Caspase-3 & B % 3k FH 5 (P<0.05), 5} H 4140
t, # 3} 3 £ +pcDNA—cireSETDB1 41 HepG2 48 # circSETDB1 ik 40 i 7E M EIEH s T8 B R o e (P<
0.05) ,miR-345-5p &3k 401 i B 1= F F1 Cleaved-Caspase-3 & 8 & 3k MK (P<0.05), 518 # 3} 3 £ 7414 & 40 1 HepG2 37 fn
A I T 4 e B o, AL AR 5 %] cireSETDB1 %34 T L8 miR-345-5p A H X,

(3481 ¥ 3 3 % FF% ; cireSETDB1 ; miR—-345-5p; 41 Ji 34 7 ; 8 1= ; 3 %
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(Abstract]) Objective To evaluate the anti—tumor activity of petasin on hepatocellular carcinoma cell line 2 (HepG2) and to
investigate its effects on cell proliferation, apoptosis, and migration by regulating the mRNA expressions of circular RNA SET
domain bifurcated histone lysine methyltransferase 1 (circSETDBI1) and microRNA-345-5p miR-345-5p). Methods Except for control
group which received no treatment, HepG2 cells were additionally divided into multiple treatment groups, including petasin L (25
pmol/L), petasin M (50 pwmol/L), and petasin H (100 wmol/L) groups, as well as small interfering RNA targeting circular SET domain
bifurcated histone lysine methyliransferase 1 (si—circSETDB1) group, small interfering RNA negative control (si-NC) group, overexp-
ression vector for circular SET domain bifurcated histone lysine methyltransferase 1 (pcDNA—circSETDB1) group, petasin+pcDNA-
circSETDB1 group, and petasin group (100 pwmol/L). The mRNA expression levels of circSETDB1 and miR-345-5p in hepatic
cancerous tissues and paracancerous tissues were measured by qRT-PCR. Cell proliferation activity was measured using CCK-8,
and apoptosis was assessed by flow cytometry. The protein expression level of cleaved cysteinyl aspartate—specific proteinase—3
(Cleaved—Caspase—3) was determined by Western blot. Cell colony formation was assessed using the clone formation assay. Cell
wound healing rate and migration were checked by wound healing assay and Transwell assay, respectively. A dual -luciferase
reporter assay was performed to validate the targeting relationship between circSETDB1 and miR-345-5p. Results Compared with
paracancerous tissues, the circSETDB1 mRNA expression was higher (P<005) while miR-345-5p mRNA expression was lower (P<0.05)
in hepatic cancerous tissues. Compared with control group, the cell viability and number of colonies of HepG2 cells in the petasin
L, M, and H groups were lower, while the apoptosis rate and Cleaved-Caspase-3 protein expression were higher (P<0.05), in a dose-
dependent manner (P<0.05). Compared with si-NC group, the circSETDB1 expression, cell viability, number of cell colonies and
migrated cells, and wound healing rate were lower (P<005), while the miR-345-5p expression, apoptosis rate, and Cleaved—Caspase—3
protein expression were higher in the si—circSETDB1 group of HepG2 cells (P<0.05). Compared with petasin group, the circSETDB1
expression, cell viability, number of cell colonies and migrated cells, and wound healing rate were higher (P<005), while the miR-345-
Sp expression, apoptosis rate, and Cleaved—Caspase-3 protein expression were lower in the petasin+pcDNA—circSETDB1 group of
HepG2 cells (P<0.05). Conclusion Petasin can inhibit the proliferation and migration of HepG2 cells and induce the apoptosis,
possibly by downregulating circSETDB1 expression and upregulating miR-345-5p expression.
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IUM1/2 (extracellular signal-regulated kinases 1/2,
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tein kinase B/mammalian target of rapamycin,Akt/
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B S PER 1 (specificity protein 1,Sp1) kA X0,
H AT, cireSETDB1 X 88 40 o G P AE 024 7 o A 32
Wi g A B, A B, R IR A/ RNA-345-5p
(microRNA-345-5p, miR-345-5p) i) mRNA ik
AL A A R ZERTE RS R T, ST T
T IR TR DO, 2 AR K A IR e AR
11 (cleaved cysteinyl aspartate—specific proteinase,
Cleaved—Caspase—3 ) & 4 M8 7713 72 rh SC S 1 AT
itz — , FBOG AR B A R T A A=, WS
P, FAIRHG & B AHIEILN 2 (engrailed homeobox 2,
EN2)J , AP Cleaved—Caspase—3 FlCleaved—
Caspase—9 /K- B3E T =, PRGN MIJE T3 i1
Jneel

R, A9 1 6 80 0 = 3 28 0 s 4
HepG2 M345E T FIAERL B 52, i — 20 A5 O
S5 38 3 P45 cireSETDB1 1 miR-345-5p () # ik
RAEVE . 85 RGeS R e 3| e R A ARG T
AITETE 2 YIS BB AR TS

1 MBI 5TTE

1.1 —fER

PEFE 2020 4F 1 H F 2022 4F 1 HI0A T ALK
SN —BRBERY 57 51 i M T A0 B i KR R A S0
SRR NI S A e Al b
HH 57 B (FVE 30 B Lotk 27 6] 4 48.6+7.2
% 1~ 113 36 ), M~V 21 4] s 55414140 574
(B8] R 3 TR sl A i rh R Y 5 i 2 4
XA AHERIE 5 AP L) . PR AR — G PR R L
B, ERYIGHFE L (PS0.05) , HA ] etk AT
FEATHA KA — PR B A R 5y ST A (e HRL A
L5 . LLSNCH20190024 ) ,
1.2 EFEZKF

4R 22 2(hepatocellular carcinoma cell
line 2, HepG2) (i iHFEA: A BH A PR A A 4t
512019023 ) ; #3383 (B PG it e A I HOR A FR
3] IS :2018456) ; CCK-8 R & W H¢ ' K i
TE PRI & (R A IR THE A A,
1£5-:2020115 2020121); Lipofectamine™ 2000 i &
(DL A R By A BR A\ L dit . 2020231) 5
SYBR GreenER qPCR SuperMix i T & (FE20 K

IR B A 7] #HES . A1158-C) ; Cleaved—Caspase=3
PoiA H- I -3 R I U (glyceraldehyde—3—phos-
phate dehydrogenase primer, GAPDH) (7% % [K 35
YR BR ] LS 2021344 2021045)
1.3 EE{UEE

PCR 2§ (35E ABI /A F], 85 . HT9700) ; Tran-
swell /NE (BRI RFELNF], RIS  AM]-TW-24);
A (3EE BD A F] 45 . FACSCanto 1) ;43
HICEETT (G EZHER A F], BS . Cary 60 UV-Vis)

el

2 ik
2.1 circSETDBI #1 miR-345-5p B mRNA FiEHiN

K H qRT-PCR I 22l 2R 55 41 21 cire-
SETDB1 HI miR-345-5p ) mRNA ik, ] Trizol i
T B8 41240 g 55 2L 2URI4$ 2 4B 4 RNA,
miRcute miRNA #2053 858050 & 520 miRNA , 2R )5
FH MLV 300%% sl miRNA %5 —%E cDNA & ik 7
B MIREUY RNA A ¢cDNA

qRT-PCR S i{#iH] SYBR GreenER qPCR Supe-
rMix 18 IR &, I8 PCR A Eikf7 ., S5I4E41 .
circSETDB1 1E[#5]4) 5°~-TCCTGTGAAGCCTGAAG-
GAC-3", 2 |a15 |4 S-TTAGTTGATGGCAGGCACAC-
37, 519K B 145 bp; GAPDH 1E [ 514 5-AAAAT-
CAAGTGGGGCGATGC-3", 1514 5~GATGACC-
CTTTTGGCTCCCC-3", 51K & 224 bp;miR-345-
5p IE[514) 5-TGAGGGGCAGAGAGCGAGACTTT-
37, I 5|# 5°~CTCAACTGGTGTCGTGGA=3", 5|4
KB 219 bp; U6 /MZ RNA (U6 small nuclear RNA
primer, U6) 1EM 5[4 5°~ACCCTGAGAAATACCCT
CACAT3" J2 5 [#) 5~“GACGACTGAGCCCCTGATG -
3, 519K 187 bp, PCRIKFR K 25 L, BAtiifr
28 MR, e e —HELEMH 8 min, LA U6 NS, (]
2080 A cireSETDB1 ,miR-345-5p MRt ik
2.2 HepG2 HBakEFFFEEL

HepG2 4 fifd 5¢ 4 15 52 H o3 10% )16 4F G
K 90%DMEM , B3t EeA: K3 HepG2 #5844k
FRHEEIEFE 24 b MR QLR B E BT R FRIR SET
SEM I 1 1 /N T4 RNA (small interfering RNA

targeting circular SET domain bifurcated histone lysi-

ne methyltransferase 1, si—circSETDBI1) JNTHERNA
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FH 4 % B8 (small interfering RNA negative control ,
si-NC) Fbk SET Z5F3 A 11 1 13 2238 Ok (overex-
pression vector for circular SET domain bifurcated
histone lysine methyltransferase 1,pcDNA—cireSET-
DB1) 23 HI56 YL 2= HepG2 4, 55 4% 12 h J5 B #5¢
SRR FRELRE SR 24 h,qRT-PCR ¥ HepG2 2 rp
cireSETDB1 ik TR FE YRR,

23 YRS ESRE

HepG2 2 I 75 A% G (17 0 T 43 Ry 6 BR 2H
PSSR (L) Pl (M) i (H) 2H . X
PRAAA I A S8 A b 7 2 83} 56 R LM H 41 4ty
Ay BIFHE 25,50 100 wmol/LPWE 3|32 K (158 15 55
HALH 24 h,

BEYL si—cireSETDB1 si-NC 8 HepG2 4ii 14 1]
SERRFRILRE IR 24 h, 0N si-cireSETDB1 4 si—
NC #H, ¢ pcDNA-cireSETDBI (1) HepG2 4 il 53>
B SE R REFR AL 100 wmol/L #3128 A58 42
KRB 3%E 24 h, 12 H peDNA—cireSETDB1 4 | ¥4
332 2 +peDNA —cireSETDB1 41, HepG2 41 it JH &
100 pmol/L ¥ 3|3 R M58 AR5 SRS 24 h il h
LSRR
2.4 YHRETE TR

K L CCK =8 3 7] A6 TN 200 it 18 5 0% 1 L
HepG2 4 Jift 42 BE B L 1x10* /> 40 B 114 %5 Ji5 $ 0 T
96 fLARH, FEFMAT 100 pL, HeFPfEH555E 24 h, &
LA [] e J3E g e <25 2% Bl Y e o Y siRNA |
BORLAL B 24 h AR PRSERLE , BEALMA 10wl
CCK-8 A, K s 324 8 T 37 CRG A HInE
4 h, ffHAREFRLT 450 nm PR T RS FLAEE
J (optical density, OD){H. OD {E# = , 40/ L
PERRGR | A B IES R BR
2.5 ZABAT T

HepG2 40 fil T 58 357 AL h 1597 24 h, REGH
fBJE 4 CLL 1 000 t/min (0242 10 cm) B0 5
min, WEEZHML, 5% BIEHROTH A E S, H] Annexin
V-FITC A1 PI & i T #OEIEE 10 min, FRRE EH
JL, 7 BRIV it e B SRS 0 4 P T A
2.6 Cleaved—Caspase-3 & HRIE# M

Kl Western blot Kl Cleaved—Caspase—3 £ [
Pk o AR AR BURGR G 4R 0K 2H HepG2 21 i G R

F, BCA W it J , HUAE  B P RE i R B S LUK 4
B9, AL £F 4 WA TR A6 7% . ZEiNE 3L BE K
Jii ,JH Cleaved—Caspase-3 . GAPDH —#i(1:1 000)4 °C
R IR, T (1:5 000) ZEHBFH 2 h, H E-
CL K5, L GAPDH N2, R Image J EI%
I Cleaved—Caspase—3 85 AN #ik 1
27 HREEETET B AG I

K FH va R TE B S B A6 I 20 B S V& TR B . HepG2
20 M R AT 259 T ORI BORE G e R R E 6 FLAR
(1 000 /L), B R IEHIEFREL B 2 R 11K,
SN 14 d JEUEG ARG IREL RS R a
J5 AR SR T AR AR T U
2.8 HRRIRAEEKG N

SR FARR SE ek I AN A IR A A% . HepG2 4
Mo dERhE 6 LA (FFFL 2x10° 4008, 26T
P Y TR, SR ] 100%m )5, 15
200 pL WAL RIZE, D RR ERE GER do) ,
FA ISR FEHE 37 °C.5% CO, 555 24 h 5 , FRum
AR (TEA doa ), RPR AT S5 =(do 1—dai 1)/
dy 1 x100% ,
2.9 ZHREIERSAGI

K H Transwell Kol 40 A2 %0 H  HepG2 il
Foe R FRAEP T 24 h )5 B 1x10° N4 E 7
T 7E DMEM #5552 5 FF LA Transwell /)N%
L RIS 1098645 1135 B9 DMEM 133
B ARG IR AAE 37 CHMF TS 24
h G, B 25 LI AT AN, ] 49% 2 5 W [ 2
FHEAIME 20 min, IFFH 0.19%45 528544 30 min, 7£
Jeit B FIHEGE R A,
210 WEAEMmREEELR

P cireSETDB1 B A 7 2 ' R gz 15 JE K 4%
1A (wild—type circSETDB1 luciferase reporter vector,
WT—circSETDB1) .cireSETDB1 4 725 %1 3 S 2 Jifg 42
LD 34K (mutant cireSETDBI luciferase reporter
vector, MUT—circSETDB1) ., HepG2 4iifif1 43 51| Hef Yy
WT=circSETDB1 5 miR-345-5p mimics ,WT—circ-
SETDB1 5f#/)» RNA BHEXF FEF 1] (microRNA mim-
ic negative control,miR-NC) MUT —cireSETDB1 5
miR-345-5p mimics MUT—circSETDB1 5 miR-NC,
48 h Ji HIBEHR AR 2O 28 WG T cireSET-
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DB1 5 miR-345-5p #[a] L F& Caspase—3 5 H #1519 T+ & 2 F OB (P<0.05) .
211 SitZEsH WK 1—2 % 2,

KM Sigmaplot 12.5 #EATGEH2 04, TR e o) gLl
A " 11:P1 © 1-2:P1
*‘ll» u “Xts ”%%/j’\‘ , ?%%IEK/\XE E]’Jﬂﬁ?ﬂ IEﬂ tt@(ﬁﬁﬁﬁﬂ 2 TaruLoaew QI-UR{4 75%) 2 Tauoom Q1-UR(E.75%)
STREAS 0 50, S ARG LR TV LI 28 J7 25 4047 % e | H -
. Gl % i
T RN B B R e, AR B A
BOEHE >R Kruskal-Wallis %356 . >R Spearman %5 # %3
B 7 B0 BT cineSETDBT 15 miR-345-5p 211 A T
BRI LR, LU P<0.05 FREFAG IR XL ) g ) S
E Q1-UL(1.00%) T Q1-UR(8 54%) meiowuzzs%) s Q1-UR(12.00%)
S 2] , ]
3.1 FHEEARMEZHR cireSETDBI miR-345- £

5p B mRNA FRikbb%&

S or AV L, T 4 21 240 cireSETDBI
mRNA FikTHE (P<0.05),miR-345-5p mRNA %
BFER(P<0.05), TEWLE 1,

R 1 FHERARAMBESHEAA circSETDB1 miR-345-
5p mRNA RIELLE (xts,n=57)
Table 1 Comparison of circSETDB1 and miR-345-5p
mRNA expressions between hepatic cancerous tissue

group and paracancerous tissue group (xxs, n=57)

vzl cireSETDB1 miR-345-5p
PRt 0.31+0.04" 0.75+0.09"
Rt 0.92+0.11 0.27+0.04

1 SRS L, "P<0.05,

32 EESSEEGATEARE HepG2 HEIEANET- RIS

55008 RZH A, 0 ) 3 3% 4% R A 2 T 40 i
HepG2 Y 48 Jifa 15 5 A v 2 B AR (P<0.05) , 4
TR Cleaved—Caspase=3 FEFAZGATHE (P0.05)
WeSL R LM H 4R 40 HepG2 #2036 Pk |
ERVE U LB [ AT LA B 4 B 240 L 0 12 %% Cleaved -

BELRR L4

Xof B4

10°
"

o (N LL| 2?%; e Q1-LR(11.22%)

Q1-LR(7.19%)

2 " i T T T T

10? 103 104 10° 108 10? 10° 104 10* 108
Annexin V FITC-A Annexin V FITC-A

B AL WESLSERLAL S SEEMAL Wb SRR

Cleaved-Caspase-3 ” , - .

GAPDH | WP w— — —

1 BEAFEMR HepG2 EFBETRIER
Fig.1 Proliferation and apoptosis rates of HepG2 cells

in each group
TE A4S HepG2 AT TRIE DL ; B.452H HepG2 4 ifi Cleaved—
Caspase—3 & [ RIATH AL,

3.3 S SERXT AR HepG2 TR EE RIF T
50T BRZH PUA, B S| 238 28 45 71 £ 20 ) 1 7% 40 i
BARNIE AT SRR (P<0.05), #3138 LM H 241
JH-Ji 240 B HepG2 BT % 41 M AR QIR A& 32 RE AR
SRR (P<0.05), FEULE 3.3,
3.4 EENFERITAFEAM HepG2 H circSETDB1 #A
miR-345-5p B mRNA &K IS0
50 RRZH LR, W) S R AR i 4 cireSETDBI

Yesl R M A

2 & HepG2 BRETERHOK T H B (x200)
Fig.2 Comparison of colony formation levels of HepG2 cells among different groups (x200)

Yl R HA
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R2 BANIFEMA HepG2 HEHEFLET-Z L (ks ,n=3)

Table 2 Comparison of the proliferation and apoptosis rates of HepG2 cells among different groups (x+s, n=3)

il oD fi LI U AT % Cleaved—caspase-3
Xt HE 2 1.14+0.05 126.33+3.68 7.12+0.22 0.17+0.02
Wl R E LA 0.97+0.04* 103.00+2.16% 12.33+0.34% 0.28+0.02%
W3R M A 0.70+0.02+ 80.33+1.89+ 17.03+0.36%* 0.43£0.04%*
el E HA 0.49+0.03 %" 59.33+1.25%# 23.54+0.71%% 0.68+0.04%*
T SXIRAL LR, #P<0.05; 5843120 3K LA EL ,*P<0.05; 5330 R M 41 H#k, 4P<0.05,
eSS E LAl

Xof 4] Wl RE M A W3R H 4

Oh §

24 h §

B3 HRAMEIRDE

F 3 MEEERMEAEM HepG2 THRHMIRAEE
RIS (x+s ,n=3)
Table 3 Effects of petasin on the number of migrated

cells and wound healing rate of HepG2 cells (xs, n=3)

7KFEEE (x100)
Fig.3 Comparison of cell wound healing levels among different groups (x100)

R4 HEAFEEITAFEMAM HepG2 A cireSETDB1 FlmiR-
345-5p B mRNA FTiEKFHIZIE (v+s ,n=3)

Table 4 Effects of petasin on the mRNA expressions of

circSETDB1 and miR-345-5p in HepG2 cells (x+s, n=3)

415 RSN QAL 1% 415 circSETDBI miR-345-5p
Xt R 151.00+4.55 68.02+2.31 Xt e 1.00+0.00 1.00£0.00
eS| 32T L4 128.3342. 875 56.0411.21% Wb ER LA 0.79+0.04* 1.39+0.04*
333 M AL 98.33+2.05%" 44.09£1.07+ sl M4 0.460.03*" 1.91x0.07+
eS| 32 H 4l 67.33£1.70%% 34.53£0.95%* e 3ER H A 0.24x0.02+* 3.25£0.09+
T S0 IR LA, *P<0.05 5 53128 R L ALAA LG, *P<0.05; 5 1% T SXF IR A, *P<0.05; 583 36 &K L AHAH L, P<0.05; 5

S3EE M 4 A, 4P<0.05,

B mRNA 1k /K A (P<0.05) ,miR-345-5p ik
THE (P<0.05), 51352 LM H 4 cireSETDB1
FEIRFEAEFN miR-345-5p mRNA 23k 1 5 K
HPE(P<0.05), T 4,
3.5 T circSETDB1 FRiAXT HepG2 18458 | A T-FA
ER KT

5 §i-NC 2H H#% , si—cireSETDB1 4 cireSETDB1

mRNA K35 AHMLIG P AR P& T2 AR L0 4t i 25OFn

SEEM A tté?‘,&P<o.050

KR A& R EAK(P0.05) ,miR-345-5p mRNAZFIA
HMLIHT- %  Cleaved—Caspase—3 & 2635 1 (P<
0.05), PEILEl 4—5 35,
3.6 i cireSETDBl RiEX S} X EZLEH
HepG2 38 AT FERKFHIZMm

50 BRZH LA, 3 3SR A cireSETDBI FYmR-
NA ik 20 RETE R VR TP OB T % 4 B£8R o)
JRALA R IEK (P<0.05) ,miR-345-5p mRNA ik i
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A si-NCH# si—circSETDBI4 B

21:P1 2-2:P1 B
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—

e ™ 2 T T
10? 10° 104 10% 10° 102 10% 10* 108 108
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Fig.4 Apoptosis and Cleaved—Caspase—3 protein expression of HepG2 cells after silencing
cireSETDB1
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Fig.5 Comparison of colony formation (x200), migration(x100), and wound healing
(x100) levels of HepG2 cells after silencing circSETDBI
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Table 5 Comparison of proliferation, apoptosis, and migration levels of HepG2 cells after downregulating

circSETDB1 expression (x+s, n=3)

251 cirecSETDB1  miR-345-5p OD{H IR REUA AWM TR% ERRAREU RIRAE2/% Cleaved-Caspase—3
si-NC 4 1.00+0.00 1.00+£0.00  1.14+0.06 127.00+3.56 7.12+0.30 151.00+3.27 67.71+2.88 0.16+0.02
si—cireSETDB1 2 0.30+0.034  2.67+0.08% 0.57+£0.03“  65.00+1.63*  20.69+0.67“ 74.67+£2.054  37.34+0.96“ 0.57+0.034

.5 si-NC 41 Heds, 2P<0.05,

JRJHT R Cleaved—Caspase-3 T HFIATHRE (P0.05) . AR ECFI QIR A1 & R IH & (P<0.05) ,miR-345-5p
i LS R A AL 18 SF S E +peDNA—cireSETDB1  ImRNA 3k 4 T2  Cleaved —Caspase—3 &
4 cireSETDB1 mRNA ik G EHEE R AFRIKFREK(P<0.05), TEILK6—T 3% 6,

B AT RS A0 A RIR A A R TR (P<0.05) ,miR— 3.7 ¢ireSETDB1 5 miR-345-5p H$BEIEIEX &
345-5p mRNA £ ik ALY T4  Cleaved-Cas- JFE YL WT—cireSETDB1 5 miR-345-5p mim-
pase—3 A FIAREML(P<0.05) , 58831 FE+peDNA-  ics (40 ' 22 15 PR T J6 45 4 WT—cireSET-
circSETDB1 41 % , pcDNA —circSETDB1 £H ¥ circ- DB1 5 miR-NC ) HepG2 4iififd (P<0.05) , 1My M4y
SETDB1 mRNA ik it 4EVEE B 2% MUT—circSETDB1 .miR -345-5p mimics 5 3 4% ¢
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F 6 LIl cireSETDBI ik 58 S} SEZ A BB HepG2 185 AT TR K FERILLE (x25,n=3)

Table 6 Comparison of proliferation, apoptosis, and migration levels of HepG2 cells treated with

petasin after upregulating circSETDBI1 expression (v+s, n=3)

5 cireSETDBl  miR-345-5p oD fi R RBUA MR A% IRAREUA RIREHRH% Cleaved-Caspase-3
POpH| 1.00+0.00 1.00+0.00 1.14+0.05 126.67+4.50 7.13+0.26 152.00+4.55 68.14+3.16 0.16+0.02
AP Eil 0.24+0.01*  3.25+0.07*  0.49+0.04* 59.67+2.05* 23.59+0.77* 67.33+£1.25% 34.56+0.69* 0.69+0.04*
W3 3E £ 4pcDNA-  0.8240.074 1.35£0.05%4  1.03+£0.04* 105.674£3.30%%  11.18£0.35%%  132.67+3.86%*  57.89+1.23*%  (.25+0.02%*
cireSETDB1 41
pcDNA—circSETDB1 4 1.4320.09%44  0.72£0.08%4%  1.28+0.05%4% 142.25+5.11%4%  531x0.474%  161.84£5214%  71.25£3.18*4  0.12+0.01*4

1 SRR L EE, #P<0.05 ; 58 3| SRR AL, 4P<0.05 ; 58 3] 38 K +peDNA-cireSETDB1ZHAH L, 2P<0.05

MUT-circSETDB1 .miR-NC 4 i 32 5 2 il 1% Pk 22 55
TG FE L (P>0.05), TERE T,

KT BEXREEHTERNER (x25,n=3)

Table 7 Luciferase activity assay results (vts, n=3)

211 51) WT-circSETDB1 MUT—circSETDB1
miR-NC 2 1.03+0.09 1.02+0.09
miR-345-5p 4 0.36+0.04¢ 0.98+0.08

.5 miR-NC 4 Fb%, ©P<0.05,

4 +tig
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PRI (AR URL | 0 =1 S 2R AR IV 26, A B T
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R, 240 B 08 T 5 22 A 3 DR A 4 8 U AH 56 cire-
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Caspase~3, J% T I #ESE R i = AR 4R T, AR
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SR 98 (papillary thyroid carcinoma, PTC)2H 2 1 ()
miR-345-5p FIEFEAR, §4 Y miR-345-5p H W)
(1) PTC AT ) K SR TETE URE 1 AR Tl T i
X5 miR-345-5p # i PTC 4ffdrh & SET s
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