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P01019163 regulates B2 crystallin gene expression in ovarian granulosa cells and its effects on cell proliferation and apoptosis
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[(FE] & 455] IncRNA A-30-P01019163 Xt 5 SL50R 41 il BB2 A 1 (B2 crystallin, CryBB2) ik AR . LA
S HAT O SR AN AT I TR . 2 ok AN SR SR AT AL K IncRNA A-30-P01019163 {4 YA , [R] i 34 F A
P SRR 40 i R KGN A4 @ 2o R 3K 8 T4 IncRNA A-30-P01019163 Fo & A bk . R oRT-PCR Fl Western B[}k 1 46 il
IncRNA A-30-P01019163 1 iR 5 T J5 Ahr 4 it CryBB2 192238 7K -, >R F EAU iAW 4 i3 78 , 5k ] TUNEL 35 Az =
MMARKIMAIMIIAT ., 4 R BEE /N BRI B IS, 09 SL50R 40 IncRNA A-30-P01019163 Rk #i 34 Jin (P<C0. 05), 3Rk
IncRNA A-30-P01019163 J5 , /N BN S 50R 4 o CryBB2 mRNA FI8E [ 3255380 (P<<0. 01) , X B 50k 4 i 2 KGN 3
3k IncRNA A-30-P01019163 J& » H: CryBB2 mRNA FIZE [ 338381 (P<C0. 05) 5 $kr 40 i 34 7 b, 20 i R AR 56 26 1 D1
Je 38 FE AN A B R AR 1 2238 3G i (P<0. O1) s JURr 40 AR T34 10, 98 T 4H 56 25 13 21 e &2 28 Al 3 (caspase-3) VI 1A J 2 5
ADP-E 4R & i (poly ADP-ribose polymerase, PARP) )| & & ik ¥4 i (P<C0. 05), T T3 U9 5 Ok 40 i 2 KGN H
IncRNA A-30-P01019163 J5 , CryBB2 mRNA FIE 4263534 F I8 (P<<0. 01) ; FURLZM s 72 9 A8 , 40 A S A G B 1 D1 R s g
MR R (1 FA I BEAR(P<C0. 01) ; URLAN ML 1208120, caspase-3 ]2 PARP YJHI R R B B FEAR(P<C0. 05), 24k : /NELOP
HURL S IncRNA A-30-P01019163 FeiAKEIN S & F BHHE, Z 5845 CryBB2 ik, 55 BRI A RS 5 L JH T DA DG
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LncRNA A-30-P01019163 regulates pB2 crystallin gene expression in ovarian granulosa cells and its effects on

cell proliferation and apoptosis

LIU Sheng-nan, LI Mei-hui, LI Li, HUANG Wei, ZHANG Jun-jie”
Department of Obstetrics and Gynecology, the First Affiliated Hospital of Naval Medical University, Shanghai 200433, China
[Abstract |  Objective: To explore the regulatory effect of IncRNA A-30-P01019163 on the expression of ovarian
granulocytes B2 crystallin (CryBB2) and its effects on ovarian granulocyte proliferation and apoptosis. Methods: The model of
over-expression IncRNA A-30-P01019163 was constructed, and a stable cell line based on human ovarian granulosa cell line
KGN with of overexpression or interference IncRNA A-30-P01019163 was established. The expression level of CryBB2 in after
expression or interference was detected by gqRT-PCR and protein blotting method, and the cell proliferation was detected by
EdU, and apoptosis was detected by TUNEL and flow cytometric analysis. Results: As the mice age increasesd, the expression
of IncRNA A-30-P01019163 in the granulocytes gradually increasesd (P <C0. 05). After overexpression of IncRNA A-30-
P01019163 in KGN cells, the CryBB2 mRNA and protein expressions increased (P <C0. 05); granulocyte proliferation
accelerated, cell cycle-related protein D1 and proliferating cell nuclear antigen expressions increased (P<Z0. 01); the apoptosis

of granulocytes increased, and cleaved caspase-3 and poly ADP-ribose polymerase (PARP) expressions were all increased (P<C
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0. 05). After interfering IncRNA A-30-P01019163 in KGN cells, CryBB2 mRNA and protein expressions were reduced (P<C

0.01); cell proliferation slowed down, cell cycle-related protein D1 and proliferating cell nuclear antigen expressions decreased

(P<0. 01); cell apoptosis decreased, cleaved caspase-3 and PARP expressions decreased (P < 0. 05). Conclusions: The

expression of IncRNA A-30-P01019163 increased along with ovarian granulosa cell development and is involved in the regulation

of CryBB2 protein expression. LncRNA A-30-P01019163 is closely related to proliferation and apoptosis of ovarian granulosa

cells.
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L5 k& ATk Inc9163 A LB Amiesk  time PCR,qRT-PCR) 4 M mRNA &z K-F RH
KGN #1884 pLenR Inc-9163 THL74  TRIzol A7 48 B/ BLOP 5 2H 216 RNA, R [ #%
T H TN A E L R R O O R A Lt SRR (TaKaRa 24 5D OFE 3k AF cDNA, DLt
Z A SE R KGNL293T 4 i EE R K2E400 cDNA SHRIMREFT qRT-PCR., SR H ¢ & PCR
VBRI, IR S SREM T AU (Rechoe 247D I &2 SYBR-Green PCR Kit
Inc-9163 ¥k B LA K XF BRI 75 B B A KGN 4 (TaKaRa A®D . W 4F:95°C 2 min, 95°C 15 s,
Harb, 35 5% 7 d e AR B A b i BB G A 60°C 30 s fEH 40 K. >R GADPH Jy N2 M, R
1.6 R % F & 5% 8 € % PCR (quantitative real- H 22 thgidis . 519F sk 1,

%1 qRT-PCR 3|¥1F 7!

R E 4 3 /50 S I ¥4 (3" /5"
Inc-9163 CGT GGG TGA GAT GGC TCA AT ACA CGT CAG AGG ACA GCT TG
GADPH GGC TGT ATT CCC CTC CAT CG CCA GTT GGT AAC AAT GCC ATG T
CryBB2 GGC TGG TGT CAC TGG TCA TT TCT CCA CGC CAG TTT CCT TC

GADPH.: HilEs-3-BEM i 285 CryBB2: B2 fikHE .

1.7 Western ¥t ik 4b M & G &k K-F  $2EBUN  FLIEE 2 by FHH EE- DI ERRE [ @ 410 10 min, PBS ¥
FOP AL EE N, R BCA B E EEHWE ] PE3~4 WK 5 min, AIIA 500 pl 2 g/L H &R,
#R 2.5 g/L BT e IR EAESE W E 5 min, PBS JF ¥E 2 K B IK 5 min, fI A
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20 uLi#17 SDS-PAGE HiJk . 555, B A SRPL  PBSTHVGE 2 K, BRI 5 min, 4% 8GR & Ul ] ic i
Inc-9163 £ 5P (Abcam 24 7], ab121884, i B¢ Apollo BT . AINA 500 pL. BEEHFE 30 min, PBS i
Fefil = 500) .4 CHEF LR/ A 1 10 000 F B PE 2 KBRS min; LA PBS # B 1) DAPI(47, 6~
1) P AR AL B IC A bt I E 2 et T REE-2- 2R JE 5[ g, 47, 6-diamidino-2-phenylindole)
&, KPL ARDZERMFE 1 h, TBST %% 3 I, ECL e (1 : 1 000FF B E 1 min, PBS {3k 1 IR, ik
RS = NI . S ERE 3K, & JGIRAFE. WA TSRO gL,

TG LR A B A A C T A R WA E B L9 Annexin V-PI AU 4 e =4 M Annexin
DI1(cyclin D1,1 : 1 000, ab16663, Abcam 2y #]), V-PLi&55) &0 3 Thermo /A7) (V13242) , Wik
OTE A A% PLIR (proliferating cell nuclear antigen, AN BT, PBS it 3 L A A& EDTA 11
PCNA, 1:1 000, ab92552, Abcam AwD JHT-AH  BREEEABHALT 5 min, 5832 0HT 2 40 M 50 42 0 25 45
FE M E R E O 3 (caspase-3) P A& (1 ¢ FEIML 58 %2 EP 4,900 X g B0 3 min, 7 FiE,
1 000, ab13847, Abcam A F]). £ % ADP Z#EE  JnA PBSIEUE 3 K. MIRIE VLS 2 000 X g B .0
41 1(poly ADP-ribose polymerase 1, PARP1) Y]] 3 min, JIA 500 pl 856 2% 0l 5 2 W4T, iR
FIK(1 2 1000, ab32064, Abcam A H]), A5 A 5 pl. Annexin V-FITC Wk 4T I8 49, # &
1.8 5-T M -2 -BL R Sk 3 (5-ethynyl-2 ’- 1 mins A 5 pL PLIRFTIR A G, FEIR . GEEKM
deoxyuridine, EdU) 4@ fe 3% i # il K441 B0k TR0 15 min, 40 A ARG 45 38 i Y (6 40 i
M AR 110" AP /MR 3R 4 . 48R Fn At

1:1 000 FHKEFR I F B EAU 20 it 38 7 46 0032850 & 1.10 TUNEL %4 488 = TUNEL §8§125
(C10310-1, ) MBI A BR A wD o EdU B0 78 W B BEA A BR A E] (C11012-1) #4545 2 B0kL
—20 CLRAF BA/NILINA 100 pL FBERY EAU 8 4HM0F IR 1< 10" 25 BE RS T/ NI 85 5 45 .
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