- 944 . BMBEHMKFF® Acta Universitatis Medicinalis Anhui 2022 Jun;57(6)

W % j BT ) 2022 - 05 - 28 1733

] 25 B HLBE ; hitps ://kns. enki. net/kems/ detail/34. 1065. R. 20220526. 1017. 018. html

BRE N S/ SPARC EE B ARIREE
BT 4 A RS sE A T R 22 M

P, O, AN, RIETE, T LR

WE HM WEEREEN 20 SPARC ZERUUBXT AR
I TE AT 2 AN MR R T S AN AT 5 i S A R
PLE, B3k KB SPARC shRNA fY 18 95 5 21 1K
(LV2N-shRNA-SPARC,sh-SPARC #1) K Z8 # 44 ( LV2-NC, sh-
NC 2H) 5 e N\ Ji IR 95 98 2T 24 40 Jfd ( HKF) | DL SR AR AR ] 4b
T A BT 2 20 M A 25 1 % R 4], R S 9k 2 B PCR
(qRT-PCR) F1 Western blot 435l # Il SPARC mRNA F1ZE H
TR, I FH 35 G s 0 R 7 ( MUT'T) ARG 000 45 24 40 i )
FEBEE L 5 U 2 A0 AN I S HKE 40 6 1 300 R 4 J o 7
Western blot /&l % ¢H AN MEH TGF-p1 & TRR I MKk, 4
£ (© SPARC-shRNA 125 8 # /& /& Yt HKF )5, sh-SPARC
AN SPARC mRNA I8 ik i B BAK T sh-NC 41
25X IR, 2 R A G2 (P <0.05) ;@ MTT Z5 1 i
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1.1 FEHMB HEHEHEE LV2N-NC Al LV2N-
shRNA-SPARC Tzl f4 iy I 15 3 39 35 A= M 4 R
ABRAFIA RO E , 7F 293 T 4 i b k17 (3% &
RSN SE . DMEM R a2 17E (31 Gibeo 22
A]), TRIzol 1205 | 300 % 5 7] & ( H A TaKaRa 24
7)) ,MTT 5] , AnnexinV-FITC/PT il fifg I 148 1 3
A& ( EE S REYHARARATR) b N TGF-
B1. TGF-B Receptor | A HZH A SPARC H (3£
E R&D A F]) , 5 BIHL AR A ZRIERFR S5
— i) B BE HE T AR, TR D) Bk A B R i R 92 T
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1.2.1 e HRIRIZIE R A BY L3k g
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FERE AR
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e FE 2R R UKL ) HKE 4 M A sh-SPARC 41, 5 4e
TR AR S R B e Y VT, e G I i kORI AR
FRoERE YLy HKE 4

1.2.3 gRT-PCR # | SPARC % B & & £ H
HKF 4 Jfd /&L RNA, i#0 5% 5% 1% ¢DNA, LA GAPDH
AN TEYES BB L SYBR Green Yk} 15 F| FH qRT-
PCR #1245, #47 PCR $"34, JH 2 %yt
SPARC mRNA fAHXf ik &, SPARC LiiF5 |97
¥ & 5'-TGAGGTATCTGTGGGAGCTAATC-3", T Uit
S F 451K 5'-CCTTGCCGTGTTTGCAGTG-3' , 7= ¥y
K& 128 bp ;GAPDH _Li#5 14751 5'-AATCCCAT-
CACCATCTTC-3", FiiF 51 ¥ ¥ 51 5'-AGGCTGTTGT-
CATACTTC-3', ¥ J& 218 bp,
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R 5 MRS, LR ES 3 IR,
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A BIREFE 24 48 72 .96 h J5 WK, AT W% Ye SPARC
TR NI IZ 55 2T A4 ., GG R0 0 4 s
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WY He A BF s 20 (n =3, F =105.00, P <0.05),
Go/G, HHANM A 43 b & 25 X HRAL S sh-NC 4 (n
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25 %) IR 64.20 £1.73 18.06 £1.33 15.03 £0.85
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JET R R Ak, T SO LS D R 5 1) 5 B 55 e A S A, 45
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RS TCF-BL M7= s e N IE B2 AR AT 2
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LR BEAERRAC 1 78 Ji 1) e 3K, Ul /0 40 Jf A1 366 T 0t
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[FRE 3 TGF-B1/Smads 15 558 B K HAEM, I T
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THAE T SPARC 5 205 2 T PR 8k I e = A
TRIRIZ 5 LA 4 40 M, B ) N 8 T A 4 4 i b
SPARC mRNA FIEE FIAYERIA i MTT A
N ARSI R 2 55 2T 2 40 16 5 9 T L B 4
Jia R B 28 Ak | 45 5 7% SPARC 3 R AR 635 7T LA
P S IRV 2T 2 200 0 1% 185 %0 358, L VT 200 i ) 9
FEIE IR 2 58 AT e Aan i ) TR, [W]Hz
Western blot SZ 56 J5 7 46 I 7F 4 fe ¥4 s o F rpr, 5
SPARC 2 H DL IR 415 B M X HEE R B
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MR A AT WA RN E X R, SR ER
SPARC & [H T It 41 A £F 4 20 8+ i TGF-B1 J%
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Effect of lentivirus-mediated SPARC gene silencing on proliferation and

apoptosis of human keloid fibroblasts
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Abstract Objective

230022)

To investigate the effect of secreted protien acidic and rich in cysteine (SPARC) gene on
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WA ] — LB AR T AB R MEMEBE T 0 160 EBAE N LR 4,
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the proliferation and apoptosis of human keloid fibroblasts and its mechanism in vitro. Methods The lentiviral vec-
tor carrying SPARC shRNA (LV2N-shRNA-SPARC, sh-SPARC group) and empty plasmid ( LV2-NC,sh-NC group)
were transfected into human keloid fibroblasts (HKF) respectively. Real-time PCR( qRT-PCR) and Western blot
were performed to examine the expression of SPARC mRNA and protein in HKF. MTT assay was used to estimate
the cell proliferation. The cell cycle and apoptosis of HKF were detected by flow cytometry. The expression of TGF-
B1 and TBR I proteins in HKF were detected by Western blot. Results (D After transfection of SPARC shRNA
lentiviral vector, the expression of SPARC mRNA and protein in HKF were significantly down-regulated compared
with those in the control groups(P <0.05). @ MTT assay showed that the proliferation of sh-SPARC groups de-
creased compared with the control groups (P <0.05). @ Flow cytomelry results showed that the S phase cell ratios
of sh-SPARC groups were reduced while the apoptosis rates increased compared with the control groups( P <0.05).
(@) Western blot showed that the protein expression levels of TGF-B1 and TBR I significantly decreased in sh-
SPARC groups. Conclusion SPARC gene silencing inhibits the proliferation blocks cell cycle progression and pro-
motes cell apoptosis in HKF, which may be related to the down-regulation of the TGF-B signaling pathway.
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