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EAERE, T HEAK 541001)

[HZE] a6 .35 3K RNA circ ADAMTS-6 i@ iF 38 35 miR-1260b/IFNAR2 4 2+ 1% b 18 & M i & 55 2
1 #m & (acute exacerbation of chronic obstructive pulmonary disease, AECOPD) % JéL 4% & 4 % 2 B A % 92 B
B R 0 %o . ik - (1) A8 I8 548 B4 (cigarette smoke extract, CSE) F A £ 4% L & %9 Je (BEAS-
2B) 3 5 COPD #m AL &, 52 i % 56 2 & PCR(qRT-PCR)#& @ circADAMTS-6 ,miR-1260b IFNAR2 %A ,
Je 95 ¥7 3% (Western blot, WB) # it IFNAR2 & & & 14 ; (2) it & & cirt ADAMTS6 # BEAS-2B % CSE+poly
(dA:dT) T & = AECOPD % fe £ & |, # 42 % & B A % %% 8 % ISG15 A= CXCL10 mRNA & ik &
STATI.STAT2BFER ALK F ;(3) W 5 K F Bk 45 K B AN circADAMTS-6 .miR-1260b IFNAR2 Z 8] # %
% ;(4)BEAS-2B @ Je % %) 4% 4 miR-1260b % #& #) + it & 5 IFNAR2 R 4 K 4% 4 a3 & 38 IFNAR2 fok + /s
F 3 circe ADAMTS-6, & 2 CSE+poly(dA:dT)F 1, WB #m STAT1 . STAT2 88 LK-F ., £ %.(1)
COPD % B #£ & circADAMTS - 6, IFNAR2 % 5 B A&k , miR - 12606 % ik Jt & (P<C0.05) ; (2) i& & &
circ ADAMTS-6 42 # AECOPD 4 42 A [SG15 ## CXCL10 mRNA & ix & STAT1.STAT2 &% 8 4t (P<<
0.05); (3)miR-1260b % #1 5 circADAMTS-6 % IFNAR2 #5 & (P<0.05) ; (4) it & X IFNAR24%# STAT1.
STAT2 BB A , B4 A it & ik miR-1260b &, 3T 2 circt ADAMTS-6 i# 45 IFNAR2 it & ik 49 4% # 48 A (P<<0.05) .
2 4 :circ ADAMTS-6 7 4k 38 it 47 %) miR-1260b 4% it IFNAR2 & ik ,# 7 STAT1/2 /0 F 8 3 0m & % % 18 %,
¥ 3% AECOPD 4m A8 ) 89 30 % 25 Je 8 5 #7

[E82IR ] 12 MR PR 72 5 S A & ZK RNA ADAMTS-6; 40 RNA 1260b; 18 F# &2 KLk 2;
WmEE A STk
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[ Abstract] Objective: To explore the effect of circADAMTS-6 on antiviral innate immune response in cell model of acute ex-
acerbation of chronic obstructive pulmonary disease (AECOPD) wvia regulating miR-1260b/IFNAR2 axis. Methods: (1) Ciga-

rette smoke extract (CSE) was used to intervene in BEAS-2B cells to conduct a COPD cell model. The expressions of circAD-
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AMTS-6, miR-1260b and IFNARZ were detected by real-time fluorescence quantitative PCR (qRT-PCR), and the IFNAR2 pro-
tein expression was detected by Western blot (WB). (2) After overexpression of circt ADAMTS-6, BEAS-2B cells were treated
with CSE combined with viral analogue poly (dA:dT) to establish an AECOPD cell model. The antiviral innate immune pathway
molecules ISG15 and CXCL 10 mRNA, as well as STAT1 and STAT2 proteins phosphorylation levels were detected; (3) The
relationships among circADAMTS-6, miR-1260b and IFNARZ2 were verified via dual-luciferase reporter gene; (4) After overex-
pression of IFNAR2 combined with overexpression of miR-1260b or silencing of circtADAMTS-6, BEAS-2B cells were inter-
vened by CSE plus poly (dA:dT). Western blots were used to detected the phosphorylation levels of STAT1 and STAT2 pro-
teins. Results: (1) The expressions of circADAMTS-6 and IFNARZ2 in COPD cell models were decreased, while miR-12600 ex-
pression was increased (P<C0.05). (2) circtADAMTS-6 overexpression promoted ISG 15 and CXCL 10 mRNA expressions and the
STATI and STAT?2 proteins phosphorylation in AECOPD cell models(P<20.05).(3) miR-1260b interacted with circADAMTS-
6 and IFNAR2(P<C0.05). (4) IFNAR2 overexpression promoted the STAT1 and STAT?2 proteins phosphorylation. Combined
overexpression of miR-1260b or silencing circtADAMTS-6 reversed the promoting effect of IFNAR2 overexpression ( P<<
0.05). Conclusion: circtADAMTS-6 may play a protective role in AECOPD cell model via increasing the IFNARZ2 expression by
inhibiting miR-1260b, promoting the activation of STAT1/2-mediated antiviral immune pathway.

[ Key words ] Acute exacerbation of chronic obstructive pulmonary disease; CircADAMTS-6; MiR-1260b; IFNAR2; Antivi-

ral innate immune response

18 1 BH 2 % it % 9% (chronic obstructive pulmo-
nary disease, COPD) & 4Bk A D FET- 1Y = B R H 2
— 18 BH Jidi 2 44 il 8 (acute exacerbation of COPD,
AECOPD ) fiff £ 3% fili Dy 68 bz 25 1% Bt & T B, 88 o 4%
Bt 5 FUR AR, 1 R R B Ak S5 4t e
I L 2 AECOPD Y 2 [ o A<l B 2 i
L 2 A1 A I R U e Y B — 3l B £k IR R L
A 1 B E (type | interferons, IFN-1 ), IFN- [
552 K (IFN- I receptor, IFNAR, f1 IFNAR1 il IF -
NAR2 21 1) &5 4 I 45 5 e 5 B e st dfions Y 1
1/2(signal transducer and activator of transcriptionl/
2,STATI/2) 8 i Ak K TFN #il i# & P (IFN-stimu-
lated genes, ISGs) & ik LA HRAH G 727 0 7 M0 00 25
(cigarette smoke, CS) j& COPD Ay F= %2 & 5 K &, 30
] 10 B [ AT G BN A HE X o B B SRR B
HARBLS] 0 A B

R RNA (Circular RNAs, circRNAs) /Al {4
mRNA S 6] 85 H 8 1, Jo 57 H 4544 A1 3" poly (A) 45
4, ¥& 43 cireRNA 5 COPD & i #LiH A, #F 58
K B AECOPD £ # ML iif circRNA0001859 7= JE F
I, 7T R AE S TS b 0 L AE R 9 BB B 5
cireRNA 8§ 55 470955 25 B 40 S B, 2 5 7 284 5 IR
T S R SRR AR I S R RS B
A B L SN AR Y -6 Y A R R ORN 4 R AR e
[A (a disintegrin and metalloprotease with thrombos-
pondin motif-6 ADAMTS-6) ;=4 i) -tk RNA circ-
ADAMTS-6(hsa_circ_0008667) i i miR-324-5p/
PIK3R3 X 1110 50 8 ) 1 4 B 45 A 4 e
{H hsa_circ_0008667 (Bl circtADAMTS-6)7F AECO-
PD /B AN BB . A 5 38 2o 0 0 25 B O

(cigarette smoke extract, CSE) B4 poly(dA:dT)+
it BEAS-2B 4il i #4 4t AECOPD £ Jig #5550 | 8 &K
circADAMTS-6 . miR-1260b . IFNAR2 7£ AECOPD
P 7 A s P R AE L S AECOPD B if 42 it
WRTE A S .

1 MR5R®

11 ME

111 4 ALARE LR (BEAS-2B, AW-
CNHO004) #1 A & & 48 g (HEK - 293T, AW -
CNHO086) 4 3& T b SR A RH A PR F o

112 FZRH DMEM K3 a4 1l e i
(Gibco, £ H) , 8 HH X RIPA WK (R¥E5, 1L
00) BV L IR VD) o BCA B 1k B2
KA & EmBRR (B K, PE), 5XEH L
2% b L E A 4> 7 & marker . HRP % 3¢ i %) . poly
(dA:dT) .Lipofectamine2000 fig i /& , TransZol , cir-
cRNA J mRNA ¥ # 5% fl PCRH] & (FE 2R K, £
E),PCREI¥ (T, W), microRNA i #% 5 &
PCRIRA | & (FedEtit 20 71958 ) o /T3 RNA Fl i
23K JBURL B Ot R JBRL circ ADAMTS-6-
3UTR-WT.circADAMTS-6-3UTR-MUT & #; il
K & . miR-1260b mimic . miR-NC (7 ¥ H K , I
7). IFNAR2-3UTR-WT .IFNAR2-3UTR-MUT
X9 2 AR S TR (DUE AR, 1) o cireRNA
B Z% A8 BT KAk ) & (Ine1100621, Bt , M) .
#it & GAPDH., STAT1, pSTATI1, STAT2, IF-
NAR2(abcam, % [& ) , Hi & p-STAT2(CST, £ H)
KB IgG(HAL) —9i (=8, 500 .

113 FEUH HOLEMN EEHTIESG £
fiE B A AL (FE 3R €, 2 E ) , PVDF i (Minipore, 3
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B R R VKR R A (R AR, ) OGS
R DB RS (BRR L FERE ), PCRAX K BE A5
ST RS (B R IE ) .

1.2 ik

121 il # CSE  suor#kbe — 32 LB i i s 19 5
J I me b 0 T A BR SR 2 | T A I R
g3 ARV 10 mg, AR B & 0.8 mg, MR — A fk
ik & & 12 mg) 7= A B9 4 55 38 o 17 R %6 B (LeyNow,
JUHD T 5 mL PBS. #IKRZ0.22 pm i €M (Li-
da, &) 2L g, # & BTG I CSE 28 43 9606 B AR
320 nm A1 540 nm ¥ K B9 WOGETE 0.9~1.2, & N
100% CSE. #1730 min il £ B fF (1) 100 % CSE %
VO, o D T R T R

122 k3 BEAS-2BHI203T 4iffl 355 T

o 10% R4 g A 100 7 R R -HERE R I DMEM K
FEP B IR N 37 C 5% CO0 FEIRSLE H Y
1 BEAS-2B .293T 4 Jfl 4% Fh T 35 72 ML 5 15 72 Al
M AE K 2 70%0~80%0 , He 2 AN TR A Al Ab B L JE Bk
f# F 3% CSE K 2 pg/mL poly (dA:dT)F i 24 h ik
7 AECOPD 4l i A 4h 52 56 .

1.2.3 455 H Lipofectamine 2000 ¥ X HE /)y
T 4 RNA si-NC. si-circtADAMTS -6, %} 18 i 4
Vector, i 3 ik it #7 pcDNA3.1IFNAR2 (OE - IF-
NAR2) . pcDNA3.1circADAMTS -6 (OE - circAD-
AMTS-6) .miR-NC . miR-1260b mimic % % 4§t 9]
4t = BEAS-2B 4, 24 h Jm K6 00 5% e 0%, i
i FEOR R S 56 5 A T LAASTRL T 9, 24 hJs W58 40 i
HEATREIN . SERTERIT A L3R 1,

#£1 RNAEZEBFT
Tab 1 Sequences of oligo RNA

I [ 4

K 7 91

st-circADAMTS-6

si-NC

miR-1260b mimic

miR-NC

sense:5-UUCUAAUACUGAAGGUGUCTT-3'
antisense:5-GACACCUUCAGUAUUAGAATT-3'
sense:5-UUCUCCGAACGUGUCACGUTT-3'
antisense:5"ACGUGACACGUUCGGAGAATT-3'
sense:5"AUCCCACCACUGCCACCAU-3'
antisense: 5’ " AUGGUGGCAGUGGUGGGAU-3’
sense:5"UCACAACCUCCUAGAAAGAGUAGA-3'
antisense:5-UCUACUCUUUCU AGGAGGUUGUGA-3'

1.2.4 FEIFNI AL BEAS-2BHE: P & 1241
W€ f, 28 4% Z2 R WP R E .0.1% TritonX-100 &
7 Y PBS PR o 4% BRI R AT 44 5C
& T Al A Cy3 451 1 circe ADAMTS-6 £
BFAN 18S AT 2422, 37 CHEOL M HE S . W HT
DAPIAT R e 8, Al FH OGR4 0 U R S k17
EIGRAE

125 XK EEFM A LR KM A Lipo-
fectamine 2000 ¥ X 2¢ G 25 i 412 15 35 PR o s By A 7Y
a2 78 #4391 5 miR-1260bmimic 2% miR-NC 3 4%
e 2 293 T A M55 5% 48 h, 434140 F : miR-NC +cire-
ADAMTS-6-3UTR-WT, miR-1260bmimic—+ circ-
ADAMTS-6-3UTR-WT,miR-NC+circADAMTS
-6-3UTR-MUT,miR-1260bmimic+circ ADAMTS-
6-3UTR-MUT, miR-NC+IFNAR2-3UTR-WT,
miR - 1260bmimic+IFNAR2 - 3UTR - WT, miR -
NC+IFNAR2-3UTR-MUT, miR - 1260bmimic+
IFNAR2-3UTR-MUT. 48 hJ& vk I Z4 i 40 i L &5
W FTE AU O 3R Tl A 5 DRI ) 6 A % 2
# K AU Firefly g ¥ 9% % Renilla 3% 7% |, JF

T A .

1.2.6  JE 1 S0 R G MEEE RV (QRT-PCR)  BE-
AS-2B #% B8 N [6) 52 56 4y 241 T 71, TransZol 32 B &
RNA Jf- 0 ¥ FZ , 4% B33 B 45 300 5% 5 cireRNA  miR-
NA M mRNA & B cDNA, circRNA ., mRNA H
GAPDHEZ & miRNA [l U6 {E 3 88, #i B8 qPCR
K & R cDNA BEAT 9 6 1Y, R 2 5]
Yy 50 o LA 22 G 11 43 BT A G 43 F A X 3R ik
K-

1.2.7 Western Blot BEAS-2B ## T 6 Lk , 3%
WEOR ) 43 4l 1 90, vk b 24 f 40 i 30 min, I5 4R F
4°C,12 000X g & .L» 20 min B F 3% , BCA ¥ il & 1
W, EAS EREZ MR A TIRA 25,95 °C
& 8% 10 min {85 1 78 40 A8 . i SDS-PAGE
HEAT LUK o B AR, TR R K 4R 1 5% & PYDF
FEE, 1 PR AR 3B 30 min, 55 AH B BT A TF-
NAR2(1:1000) . STAT1(1:1000) .p-STATI1(1:
1000) \STAT2(1:1000) ,p-STAT2(1:1 000) .
GAPDH(1:1000)fE 4 CHE &% . W H, TBST
VW FE AT IR 3, —Ht(1:5000) F I H 2 h,
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®2 EEPCR3I#F7F

Tab 2 Primers sequences of gene for PCR

e SR

GiE7gdl

circ_0008667(circADAMTS-6)
miR-1260b

GAPDH

IFNAR2

CXCL10
ISG15

IF:5-CCTGAGTGGTTCATTGGGGA-3
K :5-GTCACTAGATGCCTGTCCGG-3
1E:5"AACACGTGATCCCACCACTGC-3:5“"ATCCAGTGCAGGGTCCGAGG-3
E:5-ATTTGGTCGTATTGGGCGC-3
:5-GGGTCATTATGGCAACAATATCCA-3
IE:5"GGTCTCGCTAAGGGCTGGAATG -3
JZ: 5-CACAGGGATGCACGCTTGTAATC-3

IE:5-ACTGTACGCTGTACCTGCATCAG-3Z:5-ACGTGGACAAAATTGGCTTGCAG-3

IE:5-CTGCTGGTGGTGGACAAATGC-3'X:5-CCGCTCACTTGCTGCTTCAG-3

TBST ¥ 3K . 38 o B R & 48 #1711k
K.
1.3 Giils#hba

fili FH TmageJ & 9l WB 2% 4 JK J& i . GraphPad
Prism 9 8% 47 8008 e 1143 Hr o A58 1 2 B R
FFAIES A, L x4 s £ox, W 4118 e R 1 ik S7
FEA ek 30, 22 21 ) LBk B0 TR 3R T 28 43 i, 4 )
W3 9 L %5 R ) Bonferroni's 2 & 8K 36 . P<<0.05
NESEARIFEXL.

A DAPI 18S

20 um 20 pum

20 pwm
—

DAPI circADAMTS-6

2 B
2.1 circtADAMTS-6.miR-1260b . IFNAR2 1£ CSE
TN SR B A P 2R R

e A 4 22 SE B FISH 7R circ ADAMTS-6
8 LT 4 B BT A A% (181 1A) . PCR B 525 1
H(NC)#H I, CSE 4 circADAMTS-6 . IFNAR2 3
IR A, T miR- 12606 3535 N (P<<0.05) , WL 2 3,
WB %5 [ % W] CSE ) #il IFNAR2 & H % i5 (A
1B.C).

Merge B

NC NC CSE CSE

IFNAR2 -.;_ 57 kDa

GAPDH [ |,

20'um

0.8

0.6

0.4 1

IFNAR2/GAPDH

0.2

0.0 . .
Merge NC CSE

n=3,""P<C0.001
A:FISHAM circe ADAMTS -6 4l N %E 47 5B, C: CSEAMH| IFNAR2 & H & ik
B 1 circADAMTS-6 BJE ALK CSE X IFNAR2 3R 1% i %
Fig1 The location of circADAMTS-6 and the effect of CSE on the expression of IFNAR2

2.2 gk circtADAMTS-6 Hi| 55 CSE % BEAS-2B
2 e o 1 i 92 I 2 A A oA

fdi JH poly (dA:dT) B4R B Sk e , 5 Vector 4
HEE , poly (dA:dT) BE M 5 T ISG15 Fl CXCL10
mRNA ik & STAT1.STAT2 B2 1k , CSE B i
il poly (dA:dT) BY i T RN ; 1M 4 £ 3K circAD-

AMTS-6 W] i 3 5% poly (dA:dT) ¥ 5 ) ISG15 Fil
CXCL10 mRNA % ik b STAT1.STAT2 # i 1k ,
H W &l 85 CSE X} poly (dA . dT) 9 31 1 /E
(P<<0.05), L% 4.5 &K 2.

2.3 circADAMTS-6.IFNAR2 fll miR-1260b = %
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%3 CSEZXI circADAMTS-6.miR-1260b.IFNAR23 % i %20
(n=8,x+5)
Tab 3 The effect of CSE on the expression of circADAMTS-
6,miR-1260b,IFNAR2(n=3,7 =+ s)

i) circADAMTS-6 miR-1260b IFNAR2
NC 41 1.0364-0.074 0.968+0.026 1.03840.121
CSE# 0.623+0.029° 1.3914+0.105" 0.68240.031"

t 10.430 6.771 4.949
P <20.05 <20.05 <20.05

5 NC4 i, P<<0.05,

F4 TRIE circADAMTS-63¢ CSE FHi i BEAS-2B 4 Hf
CXCL10.ISG15mRNA K &M (n=3,7 + )
Tab4 circADAMTS-6overexpression affected the levels of
CXCL10,/SG15mRNAin CSE-treated BEAS-2B cells(n=3,7 + s)

I3 CXCL10 ISG15
Vector 0.96540.067 0.92940.030
Vector+DAT 2.783+0.124"  4.52340.034°
Vector+DAT+CSE 1.95540.084"  2.517+0.336"
OE-circADAMTS-6+DAT  4.594+0.353"  5.636+0.157

OE-circtADAMTS-6+

2.7024+0.134"  3.595+0.275"

DATH+CSE
F 157.1 229.6
P <20.05 <20.05

5 Vector lL#%, " P<C0.05; 55 Vector+DAT H#,"P<<0.05;
5 Vector+DAT+CSE k4, “P<<0.05; DAT 8% poly(dA:dT).

#5 1HRiA circADAMTS-63t AECOPD 4l #% 8§ STAT1/2
BEER L B0 (=3, 7+ 5)
Tab5 Overexpression of circADAMTS-6 affected phosphory-
lation levels of STAT1/2 in AECOPD cellmodel(n=3,7 + s)

o p-STAT1/ p-STAT2/
STATI STATZ

Vector 0.99340.007  0.094+0.048

Vector+CSE 0.93840.084  1.096-+0.043
Vector-DAT+CSE 0.942-£0.067"  1.321+0.045"
Vector+DAT 1.95140.057°  1.460-0.036"

OE-circe ADAMTS-6 0.91540.058  1.04140.039

OE-cireADAMTS-6+CSE  0.853--0.100  1.126+0.052

OE-circADAMTS-6+DAT  2.186+0.011° 1.65340.041"

OE-—ircADAMTS-6+DAT+

2.069+0.075"  1.588+0.016"
CSE
F 249.000 121.100
P <20.05 <20.05

5 Vector L%, "P<<0.05; 55 Vector+DAT+CSE L% ,"P
<<0.05; 5 Vector+DAT [L#:,“P<C0.05; DAT {83 poly(dA :dT).,

Z I8 A H.AE H
AW (E B T I miR - 1260b 43 1 5 circAD-
AMTS-6.IFNAR2-3UTRAFFEHEM KL R (E 3), W

Vector OE-circADAMTS-6
CSE - + + - - + - +
poly(dA:dT) - - + + - - + +
e — P

DSTAT] e — — — S s S S 37 (D

- . -
STATI “ “! - .9; S 57 (Da
- - — r—— s - - Q.» PRI

p-STAT2 " - —— v — — w— 9 kDa

STAT2 S .. .--——‘ W= 113 kDa

GAPDH 3 37 kDa
- N s
2 circtADAMTS-6% AECOPD 4R8I STAT1/2
EOBRAMIm

Fig2 circADAMTS-6 affected the phosphorylation levels
of STAT1/2 in AECOPD cell models

WML 45 R B, 5 miR-NC A, miR-
1260b mimc B & U 55 circADAMTS-6-WT . IF-
NAR2-3UTR-W T 21 2% 5 % fiff 1 % , 1 %) circAD-
AMTS-6-MUT . IFNAR2-3UTR-MUT % %% ¢ %
fif 5 MR I W] W 5 (3R 6.7) o i — 2P B0 W] circAD-
AMTS-6 5 miR-1260b # B /EH , miR-1260b 55 1F-
NAR2HHEAEH .

A §v40 Promoter poly A

_I Luciferase H hsa_circ_0008667 I—‘

3’.... UACCACCGUCACCACCCUA...5”

hsa-miR-1260b

I
5’.... AGACUUGUGAUGGUGGGAU... 3’
5’.... AGACUUGUGAUCGAGCGUU... 3’

hsa_circ_0008667-wt
hsa_circ_0008667-mut

B SV40 Promoter poly A

_I Luciferase I_l IFNAR2 I_.

hsa-miR-1260b 3’.... UACCACCGUCACCACCCUA...5*

LT
IFNAR2 3 UTR-wt  5".... AAUAAAUUGGGCCAGGGUGGGAG... 3’
IFNAR2 3' UTR-mut  5’.... AAUAAAUUGGGCCAGCGAGCGUG... 3’

A circADAMTS-6 . miR-1260b H.{E i # ; B: miR-1260b,IFNAR2
HARRLA
B3 circtADAMTS-6,IFNAR2.miR-1260b B £ {if g
Fig 3 Interaction sites of circADAMTS-6, IFNAR2, miR
-1260b

2.4  circADAMTS-6/miR-1260b ¥ [ IFNAR2 ¥4
¥ CSE X BEAS-2B 41 g (4 47095 75 He 58 1 &5

1t K3k IFNAR2 B 1 98 5% CSE %f poly(dA:dT)
%S M STATL/STAT2 # e 1k 19 4 1 ( | 4,
%8.9) ; L% Yt miR-1260b mimic &2 OE-TFNAR2,
H] i 1 55 OE-IFNAR2 %} STAT1/STAT?2 B 2
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®6 W HEFMIKEEREKN mMIR-1260b 5 circADAMTS-6
WX R (n=3,7+5)
Tab 6 Dual-luciferase reporter gene assays of the relation -
ship between miR-1260b and circADAMTS-6(7=3,7+s)

R7 WRAEBWHREEERNMIR-1260b 5 IFNAR2HIX &
(n=3,7+t5)
Tab 7 Dual-luciferase reporter gene assay of the relation-
ship between miR-1260b and IFNAR2(»=3,7 + s)

il AR X 5 2

miR-NC+circADAMTS-6-WT 1.01340.045
mimic+circ ADAMTS-6-WT 0.570+0.061"
miR-NC+circADAMTS-6-MUT 1.09740.063
mimic+circtADAMTS-6-MUT 0.999+0.0847
F 66.900
P <0.05

miR-NC+IFNAR2-WT 1.02240.017
mimic+IFNAR2-WT 0.310+0.038"

miR-NC+IFNAR2-MUT 1.0484+0.118
mimic+IFNAR2-MUT 1.158+0.025"
F 167.000
P <<0.05

5 miR-NCHcircADAMTS-6-WT %, " P<<0.05; 5 miR-
NC+circtADAMTS-6-MUT [L#,"P>>0.05.
LR PE HEVE (B 4A, 32 8) . [RIAE, JL Rl 4% 4t si-cire-
ADAMTS-6 & OE-IFNAR2, 45 % B 7~ si-circAD-

CSE = = + + +
poly(dA:dT) - + + + +
mimic = = o = i
OE-IFNAR2 - - - ks s
R
p-STATI L S e e e 87 kDa

STATT s —— e — 37 kDa

p-STAT2 97 kDa

— — — —
STAT2 WS G S S — 113 kDa

GAPDH — —— — . 37 kDa

.5 miR-NCHIFNAR2-WT H %, "P<<0.05; 5 miR-NC+
IENAR2-MUT [e#,“P>0.05,
AMTS -6 B] I % it OE-IFNAR2 %} STATIL,
STAT2 B 1L i i i 4E H (K 4B, % 9) .

CSE - - + + +
poly(dA:dT) 2 + + + +
OE-TIFNAR2 - - - * &

Si-circADAMTS-6  ~ - - - +
D-STAT] . S S S s 27 kDa

STAT] WS S a— S—— e 27 kDa

p-STAT2 ——— e 97 kDa

STATZ-- -- . 113ikDa
| —

W 37 kDa
GAPDH

Al F K TFNAR2 A1 miR-1260b mimic; B: i 35 IFNAR2 FIYLER circ ADAMTST-6 %F STAT 1/2 i fR 1k 19 52 1
B 4 circADAMTS-6/miR-1260b #B 8 IFNAR2 8 #% CSE 3t BEAS-2B 4 B % &5 R B M
Fig4 circADAMTS-6/miR-1260b regulated antiviral innate immunity in CSE-treated BEAS-2B cell via targeting IFNAR2

*8 BAAIERIEIFNAR2FI miR-1260b mimic 33 STAT1.STAT1 BEER L IS M0 (n=3,7 +5)
Tab8 The effectof combined overexpression of IFNAR2 and miR-1260b mimic on the phosphorylation of STAT1,STAT1(n=3,7 + s)

53

p-STATI1/STATI1 p-STAT2/STAT2

Vector+miR-NC
Vector+miR-NC+DAT
Vector+miR-NC+DAT+ CSE
OE-TIFNAR2+miR-NC+DAT-+CSE
OE-IFNAR2-+mimic+DAT-+CSE
F
P

0.996£0.013 0.947+0.048
2.044+0.020" 2.330+0.068"
1.176+0.046" 1.927+0.0377

1.75240.064> 3.32940.079>

1.35240.0694

238.500
<20.05

2.982+0.1534
341.700
<0.05

¥ : 5 Vector+miR-NC [L %, "P<C0.05; 5 Vector+miR-NC+DAT [, "P<C0.05; 5 Vector+miR-NC+DAT+CSE [, 2 P<<0.05;

5 OE-TFNAR2+miR-NC+DAT+CSE 4 ,4P<<0.05.

#9 BEEERIXIFNAR2 R E circADAMTST-6 % STAT1 . STAT1 BEER L B9 B2 M (2=3,% + 5)
Tab9 The effect of combined overexpression of IFNAR2 and silencing of circADAMTST-6 on STAT1,STAT1 phosphorylation(»=3,

Tts)

o34l

p-STAT1/STATI

pSTAT2/STAT2

Vector+siNC
Vector+siNC+DAT
Vector+siNC+DAT+CSE
DAT+CSE+OE-IFNAR2-+siNC
DAT+CSE+OE-IFNAR2+si-citct ADAMTST-6
F
P

1.09840.101
5.41940.126"
4.839+0.1177
5.59940.167"
3.199+0.1554
585.800
<0.05

1.02640.108
6.374+0.083"
6.036£0.067
6.5504+0.115"
5.483+0.1474
1381.000
<0.05

IE : 15 Vector+siNC I8, "P<C0.05; 5 Vector+siNC+DAT 42 ,“P<C0.05; 5 Vector+siNC+DAT+CSE 1% ,“P<0.05; 15 DAT+

CSE+OE-IFNAR2+siNC H. %, 4P<<0.05,
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