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EE:S 1% AR 3T circCALN I (circular RNA calneuron 1)7£ 3" J& 64 & A BT Huk], 2 A
& A5 &R AF TR M circCALN 17842 69 miRNA A miRNA A 35 #9 32 2 B ; 15 A RT-PCRAS ) 5 7H 5 28 47 &
R T 6 K R EGA KT LR A BB & 40 IEAR(CNEL. HNEL. SUNE-1. 5-8F. 6-10B), #"HAKA
LR ERRNPGY, ALK B K 40 iEAR293T; X 4T % circRCALN142 3k &b 49 A BCL-249siRNA A
3\, 12 ) g JRAREE 4 bm AR, Transwel Wi 4m 42 22 A% 77 MTTAR ) 4m iR, 38 54,474 % Western blotiei) &
B G AE s F A KT AR AR AR R BRI IE AL R Z 18] 4945 64 A . circCALN1. BCL-27 #°H
5 4B AR B AR RT R A KR ER, fmiR-143-3p& A K-F Fifl; %, £CNEl. HNEl. SUNE-I.
5-8F#mfiAk T, circCALNT. BCL-2ZCNE] Btk e Z A KPR 5, mmiR-143-3pf£CNE] fa itk il & ik
K- AR A 2 Ak cirecCALNL. BCL-2/2 7K J% 28 JOARCNEL 69 & A K-F24. 48. 72 WX )5, 374 F 5
FU A (163£1.65)%. (29.6£2.6)%- (63%£3.6)%; (26.3£2.9)%. (32.6+3.8)%- (59.6+3.9)%; it & X miR-143-3p
24, 48. T2 hZ &, 77| E 4 (9.653.6)%. (13.6£5.6)%. (36.8+2.3)%; iT &K ZAmiR-143-3p& 4 fikcircCALNI .
BCL-289 &3k, HAZ 2 a0/ N0 5) 4 185513, 20015, 183+18; A 4413 & 5 45 K 4% 7 miR-143-3p 5 circ-
CALNLA 456 %, miR-143-3p 5 BCL2 A £ 4562 %, circCALNI, BCL-2-3'UTRAM K K AR HLF £,
PR ¥ 5 miR-143-3p mimics3k 4% 293 T4m i, 3¢ HiE K. FEAkcircCALN1 9 & A AT #miR-143-3p#Y
&Gk Fif), MBCL-2694&3A T, circCALN1/miR-143-3p/BCL-2iA45 40 %70 T S8 ity ii 512 .
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Abstract
pharyngeal carcinoma). The miRNA regulated by circCALN1 and the target gene regulated by miRNA were predicted

This sudy was to investigate the molecular mechanism of circCALNI expression in NPC (naso-

by the bioinformatics software and the relative gene expression levels in NPC tissues and cell lines were detected
by RT-PCR; CNE1, HNE1, SUNE-1, 5-8F, 6-10B, NP69, 293T cell lines were cultured in conventional culture; the
siRNA sequences for the junction of circCALNI1 and BCL-2 were designed and transfected with liposome; Transwell
assay was used to detect cell invasion ability, MTT assay was used to detect cell proliferation inhibition rate, Western
blot was used to detect the relative expression of protein, and double fluorescent reporter gene vector was constructed
to verify the binding site between genes; the expression of circCALN1, BCL-2 were up-regulated in NPC tissues and
cell lines; after 24, 48 and 72 h when knock down the expression of circCALN1 and BCL-2, the inhibition rates were
(16.3+1.65)%, (29.6£2.6)%, (63+3.6)%, (26.3+£2.9)%, (32.6+£3.8)% and (59.6£3.9)%, respectively; after overexpres-
sion of miR-143-3p for 24, 48 and 72 h, the inhibition rates were (9.6+3.6)%, (13.6+5.6)%, (36.842.3)%; Overexpres-
sion of miR-143-3p and decreased expression of circCALN1land BCL-2, the number of invasive cells were 185+13,
200+15, 183+18; bioinformatics results showed that there were binding sites between miR-143-3p and circCALNI,
and between miR-143-3p and BCL-2. The plasmid of circCALN1, BCL-2-3'UTR double fluorescent reporter gene
vector and miR-143-3p mimics were co-transfected into 293T cells, and the fluorescent activity was decreased. The
knock down expression of circCALN1 promoted the up-regulation of miR-143-3p, while down regulated expression
level of BCL-2. The regulatory axis of circCALN1/miR-143-3p/BCL-2 affects the proliferation and invasion of NPC.

Keywords

B4 ¥ (nasopharyngeal carcinoma, NPC) A& —Ff
FEC Y T Sk TR 60 1 S M bR . G Rk S
PERE L e, 7 B R I B O g RN BB RO
YBIT VO AN TRUT HOR AN Wt s, DL BAR ST 9
F W2 MG IT FBAE R WS P R G i8 H, 1697
ROR A W 42 =, SR S MR (1) SAF AR A7 AR R A
60%~70%. J& #8 X 1 A R RTIZE Ak 3 7% 475 28 2 38 1l
RSV T RO AN 2 R ) 2 B R, A,
BER N TR S R AR R G 78 A e 7% R AL
il, ST E bR S, I AL, AT RE
22N BRI R T K SR BB A8

IR RNA(circular RNA, circRNA)SE i 7] B %
(back-splicing) i F2 /= A= 3L 40 PG IR RNA . cir-
cRNATE A h KB+ 8, b BIRsE, IERAE
H LUKy S 1 R IE S e JE AR E BRI, cireRNATE
NARGIH A T2 2k, FRAE IR R A R b s
8 B B /E P, cireRNATE 41 i 2 FlmiRNA
g3 T I 2R L AT A BRmiRIN A 2 25 PR F) 4100
HE R R NHIE FTcireRNA R ik K 42 AL a4
e A R A TR A2 W Ko cireCALNISR Y
BEEER CALNI (calneuron 1), 47T chr7:71.571,135-
71,571,279(http://www.circbase.org/). CALNI&—" &
B g AL R, CALNIZ 5 8B R B 5 KRS, A

circular RNA; circCALN1; NPC; proliferation; invasion; miR-143-3p; BCL-2

T W circCALN I 7E 1 M 2 AL, iz FHAYE R
ST # circCALN1 5 miR-143-3p. miR-143-
3p5 BCL-2 2 [ A L5 G E F L FRATIHEM, cire-
CALN1/miR-143-3p/BCL-2 42 i % £ 5 Wi £ W Jo
122818, AW Fiic AL RE 5 W RIA S 7%, 56
UEIX — W, B 7F 1) B circ CALN 12 32F 55 W Jeg 5 7%
(53 T WL, 359 PLeircCALNT g #E 5, Wit 410 1) i
T I HE S SR L RL 224K

1 MRS
1.1 mAER

AR FRBE20194E 1 H ~20204F 1 H 4 B frs 4 1H 16 21
A REAEFRYT S0T7, LI BE &2 G 2 44k
BF 12 W7 ) S MR e 4 2SO (T3 134481, Lotk 16491],
W R AR R F A SRR AS B, 4340 B Al £ Ak 1 Jes 4491,
A S DR 200 P 14810) 2 A P R 4 8 R4 2120451 (53
PEL0%, ZPE1061). BT A N3 % 8 i A =15, B
KWL AR ML 5 = N R PRG54
At
1.2 X7

TRIzolif 77| RIPAZH iy 2 ff i 1 1 b 3¢ ZE BR
RAEYIRF A TR F] ; miRcute miRNAFEEL/> 24
£+ miRcute miRNA cDNA S —5E & k7l &
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miRcute miRNA %2 sl a7 &350 3 b R
WAWEH A PR A A ; DMEM/F125: 77 26 H Hy-
clone’s ] ; RIPAZH AU H AL o ZE B AW RL
FABRA T ; BCA HWR LM & a5 & 5 At
BBRAEMBARAG IR A 7] 5 S E & PCRAUE B 3£ [H
ABIAH].
1.3 #AELE 7 K siRNAF SIS 3

LR JE 40 i (CNE1, HNEI, SUNE-1, 5-8F,
6-10B). &M 7k A= 4k b K7 40 FE(NP69) 293 T4H fid I
TN R A A w90 7% 2 s i
FRAERIFRAEAR, 7537 °Cy 5% COLZMF FHEFR. L
SR ACKE FR A M SR K AR AL b B 40 P FHHKSFM
B gw B B IR, LR 40 L 5% FBS. RPMI-1640
B IR B IR, B3 RARARKT IR S ge ik FH X HE
KA R AR G R >95% I 4l iid. Si-circCALN]
741 (5'-GGA CAT GGA CGA AAT CCG AGA-3');
[ 14 %5} HE 7 4] (negative control, NC)(5'-CGG GAA
TTG GCG GAT TAA GCC-3), si-BCL-2/F7%1/(5'-GAT
TGT GGC CTT CTT TGA GTT-3"). siRNAF4I%%
YL 7 1% 12 B8 Lipofectamine ™2000%% Y438 711 & 1 B 1
BRAEREAT . SEES oy 4 7 O HEAH NC(FH 1450 #E
J¥ %1 +Lipofectamine™2000); si-circCALN1(siRNA
circCALN1+Lipofectamine™2000); si-BCL-2(siRNA
BCL-2+Lipofectamine™2000); miR-143-3p(miR-143-
3p mimics+Lipofectamine™2000).
14 =MEEZESH

i1z FHAE 230 A (http://www.circbase.org/) 73 HT cir-
cRCALNI1P)5E fr S HE R 7 31 5 da FAE S 1A (hitp://
www.circbank.cn/searchCirc.html) 7l 5 circCAN 145 &
) miRNAs. iz FH1ELEHAE (hitp:/www.targetscan.org/)
T 5 miRNAsZE A ORI .
1.5 RT-PCR

K HUTRIzoIA 77| # HURNA, R FIM-MLV ¥ % 5%
B RNAY % 5 9ecDNA, 1Ey PCRIR BLIRIREIR .

MAAZ : 5.0 uL cDNA, 0.5 uL B354, 0.5 uL R
5197, 10 uL 2x SYBR Green qPCR SuperMix, 4.0 uL
ddH,O, SAAF20 uL. [ B2 A 55 °C 2 min; 93 °C 2 min,
93 °C 15's, 60 °C 32 iR, 35MIEIR; F ik i 28 04T J
%60 °C, 94 °C, TAMEAEKE3IK. LAGAPDH NN Z,
P2 MRS R AR N ek &, 5107 51 LR

1.6 MTT:%

HO0) i A= K HA 4 i, FH G IfL 3 RPMI-1640%%
TRV A0 MR B 1034 /mL,  $E R T96 7L, 4 FL
100 pL, 73 %7524, 48, 72 hig, FEFLIMTTIE R
(5 mg/mLTIPBSHC ) 20 L. 4kS:0F H4 h, & b8
75, IO FEFLA B TR BB, X T B A R
O 5 PR AL ER TR BIEW . ®FLIN150 uL DMSO,
PR35 10 min, 45 SV TR0V R 1 H490 nmi K,
FEBEHRAX L2 % ALBOGEE(D)YE -

1.7 Transwell 323G

FA T4 BT & K5 7758 LA 3 AR AR LLAR BE Matri-
gel, HX40 uLn A 2 71 ¥ ¥ Transwell/)» % H1, 37 °CHiF
H2 hffiMatrigeldt [H . W E /N = o 2 4 0, IF
e EE L FESHIIMAL00 pL. 600 pLJG I 5 77
5, 37 CCPATE R . AL YL EE 2R, THE < 10°N
Jitg, F1100 pLIE MM EDMEM-F1255 77 3 # &, i A F
Transwell/NE F =, /£ FZ 600 pL5e 755k,
7E37 °C. 5% CO, 5-F TiFH24. 48 hfm, MU /=,
PRS2 B M an i, (38 2 s ™ g2/
YHM RO RE . R R B N R T4, H
33% M BRI, BRI 38 TR BE (Dsro) H o
1.8 Western blot4&;

WA [F] 5256 2H CNE 140 i1, F Nuclear Extrac-
tion Kit4) & il 2 40 e 25 F1, FIBCAVE NI € & H Kk
FE. 100 pgiE A _FFE, 10%ISDS-3 75 475 Bk 1l i Jie
Bk, B EPVDFE . PVDFE T2 5%t s 0
¥ EIPBSIA T S IRME B2 h, 4 °CiL 1 LA A AR 7
GEANLR . WA ST A3 h, LAPBSTHER3IX,

*1 EES|MFYIE

Table 1 Primer sequence for gene

[ IEf(5'—3") S (53"

Gene Forward (5'—3") Reverse (5'—3")

GAPDH GTT GGT GGT GCA GGA GGC A CTC GCT TCG GCA GCACA
circCALN1 ATGC GCT CTTTGG GGTACAT AGC TCC TGC TTG GAG ATG AA
miR-143-3p TGA GAT GAA GCA CTG TAG CTC GGT GTC GTG GAG TCG

BCL-2 GAT GTG ATG CCT CTG CGAAG

CAT GCT GAT GTC TCT GGAATCT
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BAR 1o 40 AL ¥ B (horseradish peroxidase, HRP)F5 it
IR —PUERIF A 1 h, (2G5 R A 25, Alpha-
EaseFCHU 73t i 1 25T IKFE AR AL
1.9 MRAREEETAFRIE

M 2 A XREZ ; miR-143-3p2 (miR-143-
3p mimics+psiCHECK-2-circCALN1/psiCHECK-
2-circCALNI1-mut). (miR-143-3p mimics+psiCHECK-
2-BCL-2-3'UTR/psiCHECK-2-BCL-2-3'UTR-mut);
miR-143-3p 07 4H (miR-143-3p 1] 571 +psiCHECK -
2-circCALN1/psiCHECK-2-circCALN1-mut). (miR-
143-3p3|7)-+psiCHECK -2-BCL-2-3'UTR/psiCHECK -
2-BCL-2-3'UTR-mut+miR-143-3p#i 71 ); BH %t
FRZH (NC, BH % B8 T 51 +psiCHECK-2-circCALN1/
psiCHECK-2-circCALN 1-mut). (¥ 14 %+ 18 ¢ %71
+psiCHECK-2-BCL-2-3'UTR/psiCHECK-2-BCL-2-
3'UTR-mut); X REAIHIFIZENCI, B X6 JE 0 5]
7] +psiCHECK-2-circCALN1/psiCHECK-2-circCALN 1 -
mut), (B P %5 BE 4031 751)+psiCHECK -2-BCL-2-3'UTR/
psiCHECK-2-BCL-2-3'UTR -mut).

DA PR 2 DNA AR 1 circCALNT ) 4K
FF 3 J¢ BCL-2f/ 3'UTRFF 41, 51 A\ Xho 1. Not 1
UL 8 R AR B 2 . PCR™ W) 1 (91 Wi J T e B 3]
psiCHECK-2J5 K ¥ ' 5 't 38 B IR 1) 1 Ve, 7 4H %k
1445 % N psiCHECK-2-circCALN 1. % _F ik 5 4 i

R X IR AT 58 i R, AR5 I RN
psiCHECK-2-circCALN1-mut, #J & i) 3 ik i ki &
B TR s 465 5, 8l FH B ' 2= Bl o 2R 40 1A
i (Promega, Madison, W #l] %¢ Y% 7% 14, 7 Tecan
M200& 6 R A, BARSLES Tk, S
BR[7]-
1.10 ZeitZEatid

Guit 207 15 LA BUEARAE 22 (eks) KR, SPSS 20.0
Gt AT A FEERE, K e e BENL BT BRI ER T
Z£ 57 HT(One-Way ANOVA )73 H7 20 [1] 22 57 (1) 2 35 M

2 FR
2.1 15 B F FMcircCALN1 5 miR-143-3p.,
miR-143-3p 5BCL-2Z BB EE & 1ER

i I AE 28 A T Bl cirec CALN1 5 miR-143-3p
TEAE 45 & ), BCL-2/2miR-143-3piff 12 ) 4 3L
(R2HF173).
2.2 circCALN1, BCL-27E 20 f2H 20 & 40tk
i 2 5 3R1A, miR-143-3p7E 2 1A 2 20 20 & 4R Rk
P E2RRIE

WSCEE I PR 141 % 1A 2205 B 12 11 S MR 8 20 4 1
1ok SR B, R, 15 9% S 40 B PRCNEL
HNEI. SUNE-1. 5-8F. 6-10B. NP69, RT-PCR¥ ] %]
circCALN 15 BCL-24 SR 2H 23 J ZH ok b 2635 7K

R2 EYMEBFE M circCALN1Z5 4 BImiRNAs
Table 2 Bioinformatics predicts miRNAs binding with circCALN1

MARRNAE 5 1y IRIRRNAZLHE 2 & 1y K% /bp T/NRNA & 1y ZEE AL Targetscant &3 1o,
circBank ID circbase ID Length /bp miRNA ID (miR Binding site (posi- Targetscan binding
1D) tions) site (positions)
hsa_circCALN1_008 hsa_circ0080433 144 hsa-miR-1272 99 116 118; 121 124
hsa_circCALN1_008 hsa_circ0080433 144 hsa-miR-143-3p 33 46 52
hsa_circCALN1_008 hsa_circ0080433 144 hsa-miR-432-5p 33 50 56
hsa_circCALN1_008 hsa_circ0080433 144 hsa-miR-4770 36 46 52
hsa_circCALN1_008 hsa_circ0080433 144 hsa-miR-6088 34 46 52
hsa_circCALN1_008 hsa_circ0080433 144 hsa-miR-7843-3p 27 42 48

R3 EYERFEMMmIR-143-3p 5BCL-2Z ERHELE S 1ER
Table 3 Bioinformatics predicts the interaction between miR-143-3p and BCL-2

BLIA RS AR RLd2f fE PIXIRER
Gene Binding site Site type Context score Context score percentage
BCL-2-3'UTR 5-CAAUCAUGAAAUAUGCAUCUCAC Mer-Al -0.08 70%
AR
MiR-143-3p 3'-CUCGAUGUCACGAAGUAGAGU
INCHLAR R BE X i 3

Bold indicates paired bases
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i, MmiR-143-3pFRiEKF T (El1). HH, cire-
CALN1.BCL-2/ECNE Ik 1) I8 7K ~F £ 151, miR-
143-3pfECNE 141 il bk (1) 238 7K P e A%, R, 72
CNE14H kit — 25 R circ CALNT 1) 4 T AL -
2.3 [#{KcircCALN1, BCL-2MIFRIA, XA
miR-143-3pJHIHICNE1 4 patkE5E

12 A si-circCALN1. si-BCL-2. miR-143-3p
mimics#£ 4t CNE1Z1fitd 24, 48. 72 hji, MTTiEH:

(A) 1001 (B)
9.0-
8.0-
7.0
6.0
5.0
4.0
3.0
2.0
1.01

0-

Relative expression level

Cancer Normal CNE1 HNE1SUNE-1 5-8F 6-10B NP69

© 6o,
5.0
40
3.0
2.0

1.0

Relative expression level

0

Relative expression level

M0 G FE AN ) 2 . 25 IR si-circCALNI . si-
BCL-2. miR-143-3p4H 4] % 45 NCH bh 45 i i 4
n, Z5BA S5 L (P<0.05). 45 5RFRW]: P
circCALN1. BCL-2[J3ik, 1d5R1% miR-143-3pF54fl
HiI|CNE 140 otk TE (512) o
2.4 P&{KcircCALN1. BCL-280%K%, B RIiA
miR-143-3p¥JiHICNE1 AR IR ZE

iz H si-circCALN1. si-BCL-2. miR-143-3p

1.2
1.0 1
0.8 1
0.6 1
0.4 1

0.2 1

Cancer Normal CNE1 HNEI SUNE-1 5-8F 6-10B NP69

Cancer Normal CNE1 HNEI SUNE-1 5-8F 6-10B NP69
A: circCALNIFE S MR s 41 2% A0 bk vh 52 32355 B: miR-143-3pfE S Wi AL 2L A0 bk v BARSR AL C: BCL-27E B 2L 23 [ i o ke b B v %

&

A: circCALN1 was highly expressed in NPC tissues and cell lines; B: miR-143-3p was lowly expressed in NPC tissues and cell lines; C: BCL-2 was

highly expressed in NPC tissues and cell lines.

Ell RT-PCRAZMNEE I HEX FIAE KT
Fig.1 RT-PCR assay detect the relative expression levels of genes

80 1 —=NC
70 ~
60 +
50 4 === 5i-BCL-2
40 -

30 A

Inhibition rate /%

20 A

—#—miR-143-3p

~{=si-circCALN1

*P<0.05, 5 MEXF IR L

*P<0.05 compared with negative control group.

E2 MTTHEN G TENHIZ
Fig.2 Inhibition rate of cell proliferation detected by MTT
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(A) Control

miR-143-3p

300 7

250

200

150

Invasion number

100

50

v
N
Q)Cz

‘:o\'

A: CNE140)3 {28411 18 /&]; B: CNELZIM R 22 M GE 1T B, *P<0.05, **P<0.01, 1575 (0 HEZH AN A 4 g R 20 B
A: picture of CNEI cell invasion; B: statistics of CNE1 cell invasion number, *P<0.05, **P<0.01 compared with blank control group and negative

control group.

[E3 Transwell#2 N RAIZZERE S
Fig.3 Detection of cell invasion by Transwell assay

mimics¥ ¢ CNE 1400 48 h/5 , Transwellyg Ao 21 ity
1RFR, 4R EIR: si-circCALNI. si-BCL-2. miR-
143-3p2H 210 g 172 28 A~ B BENC A bL 45 B 8 ok /b, 72
S B G 1T % L(P<0.05). 45 BRI BEKcire-
CALN1. BCL-2/J3R ik, i R IAmiR-143-3p5 4]
CNE14Hi ki 28(&3).
2.5 circCALN1 5 miR-143-3p. miR-143-3p 5
BCL2Z B FEHELAEIER

AT T circCALN A3 HLE], #2 2 cire-
CALN14: K J5 %1 JtBCL-2[1J3'UTR ¥ 4= % & 7% A%
B 5t 4 1% Jik DR #8044 5T K7 5 miR-143-3p mimics
LI 203 TH MY, HEke I T b iE . R EBIR,
circCALN14>K: /5 1] Jz BCL-2 1) 3"UTR B 4= 14 {1 %L
D¢t % 15 J IR A4 7 R 5 miR-143-3p mimics3t #%
JL293THIMI, 2 aid Vel Rk 5y, 2 7 BA St
B X (P<0.05). TfiicircCALN14: K 1) fx BCL-2

3'UTRIR AE HY ) B 5% ' 4 Ji DR #8044 5 K7 5 miR-
143-3p mimics 3L 5% YL293 Tl i, 5% 6 3% P 5 T4t
T B AR, RAH G iR L (P>0.05). 45%
W] circCALN15 miR-143-3p. miR-143-3p 5
BCL-2 2 [M 4775 AH FL45 & 1E FH (Kl4)
2.6 PE{KcircCALN1RIZRIZ, (€ #miR-143-3pAY
Fi&, AT RABCL-2HI3RIA

N T 3% iFcircCALN15miR-143-3p. miR-143-
3p5BCL-2Z [AAEAE B AE R R, 18— IR )
si-circCALN 1%, 4« CNE14 itk 2 J5 , RT-PCRA M
7 miR-143-3p5BCL-21) £ iE K. 45 R Eos: B
fi circCALN1 ¥ 3RIA 2 J5 , miR-143-3p 3Rk K
i, BCL2RE KR, 5= E4. XA
Lo BB ST 247 L(P<0.05). 45 BRI [HKcire-
CALNI1 ik, 12 #EmiR-143-3piI 1A, i T i
BCL-2[1) 2 H 5 8 AR X Rk K F(K5).
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A) 4,4 (B)

2 104 g 127 ’
£ 08 g 1o

S S 0.8

% 06— % 06-

= z Y

E 0.4 4 * E 0.4

& 02- - & 02

0 - : : i . 0- . , y .

N .S & @ N
S & & & O RO

& S S ¢S S »

& &S N S

R N o R
g oy o b
> Na S Y
& & e
© (D)
12- 1.005 1

Relative luciferase
Relative luciferase

1.0- 1.000 A

0.995 1 #
0.8 1 0.990 1
0.6 5 0.985 A
. 0.980
0.4+ ' 0.975 1
021 0.970
0.965

0 T T T T 0 - T T T

& & < A
$ & & v ¥ & & & & @
& &S & &S
3 .
"';‘)Q f”Q '*—)A’Q %Qx
Q}v RS R &

A: circCALN 1Y AR 28 30075 i 45 J5 5 2 44 JRE S5 miR-143-3p mimics 3L 4% 4293 T4H M, 28 PRI ELER, *P<0.05, 5NC. NCI. control. miR-
143-3p inhibitorfH LL; B: circCALN1ZRAR B¢ oA 5 4 BRI 244 TR 5 miR-143-3p mimics L% G293 T4H M, 98 63E 1 HL AL *P>0.05, 5NC.
NCI. control. miR-143-3p inhibitor# Hi#E; C: BCL-283 UTREF A B X 5% 4 5 = K 44 TR 5 miR-143-3p mimics L 4% Y293 TAI M, 28 k3%
PERIELEL, *P<0.05, 5NC. NCI. control. miR-143-3p inhibitorfH FL#5; D: BCL-23 UTR 5838 XU 5¢ 4R 15 5 R 4 446 5 6% 5 miR-143-3p mim-
ics MG JL293 T MY, D Gi% PE I EL L, *P>0.05, 5NC. NCI. control. miR-143-3p inhibitor4] LL#% .

A: wild-type double fluorescence reporter gene vector plasmid of circCALN1 and miR-143-3p mimics co-transfected 293T cells, comparison of fluo-
rescence activity, *P<0.05, compared with NC, NCI, control, miR-143-3p inhibitor groups; B: comparison of the fluorescence activity of 293T cells co-
transfected with miR-143-3p mimics and plasmid containing circCALN1 mutant double fluorescence reporter gene; “P>0.05, compared with NC, NCI,
control, miR-143-3p inhibitor groups; C: wild-type double fluorescence reporter gene vector plasmid of BCL-2-3'UTR and miR-143-3p mimics co-
transfected 293T cells, comparison of fluorescence activity, *P<0.05, compared with NC, NCI, control, miR-143-3p inhibitor groups; D: mutant double
fluorescence reporter gene vector plasmid of BCL-2-3'UTR and miR-143-3p mimics co-transfected 293T cells, comparison of fluorescence activity,
*P>0.05, compared with NC, NCI, control, miR-143-3p inhibitor groups.
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Fig.4 Comparison of double fluorescence activity
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A: miR-143-3p# X K IE K, #P<0.05, Hcontrol, NCHLLLHE; B: BCL-24H X} 1A K F, *P<0.05, Hcontrol. NCHLLLEE; C: Western blothé: ]
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A: the relative expression of miR-143-3p, *P<0.05 compared with control group and NC group; B: BCL-2 relative expression level, ¥*P<0.05 compared

with control group and NC group; C: Western blot was used to detect the relative expression level of BCL-2 protein.
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Fig.5 Relative expression levels of genes detected by RT-PCR
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