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[HBE] B HitBel-244H AT EFE (BAG-1) MEE /B E SR 6 /5 A5 25 41 M 41 f
(SH-SY5Y) I RER, DL ST HRTEE 1 70 (HSP70) RIA MM, ik BOTEUA:KIHE SH-SY5Y 40,
F BT/ S1Y RNA T8 (RNAD BARME] BAG-1 3835, Bk i 45 R 4R v IR 18t B
(X ERNAEAIZRTRGA ). BAG-1 /NIl RNA (siRNA) 41 (Bl BAG-1 ZEFUTEA, B S BAG-1 &£H
TR K e [ AIBRE ), BRI P P AR 434 BAG-1 siRNA-a 40, BAG-1 siRNA-B 4, L&
HIBRREFE 72 h RRE ARG iR % (Western Blot) ¥l SH-SYSY 4+ BAG-1 F1 HSP70 B F3k :
A AN SR F CCK-8 e &AL AN s 44 5 AR ARG AR T 18 00 ; FSER R E R R EF - B &
5 IR (RT-qPCR) Kzl 4520 AN HSP70 #:5R Ko 85 R 12HFEEYLST 72 h, Western Blot 45 R &8
BAG-1 siRNA- B ZHFIALRM T BAG-1 siRNA-« 20, 440 40AETE M2 Il B A e i) ZE 4 T 22 ST 1098 J5 1 58
ke, HT 8 h FHAME, 2504405 8 h /5, BAG-1 siRNA- B A0S ( BILE (4) 8 ) A BALF41H
ST RRLH 18R %t BBZH J BAG-1 siRNA- o 2H (0.59+£0.09 Lt 0.94+0.12, 0.90+0.11. 0.91+0.14, 3] P<0.01) ;
BAG-1 siRNA- B HAT- 412 B & T 4 Xt R 18R ST IR 40 ) BAG-1 siRNA-a 41((34.63+3.46)%
b (14.83+3.75)%.(19.93+6.49) % .(16.40+ 1.18) %, 3 P<0.01], BAG-1siRNA~B # HSP70 & B X
mRNA #3577k -5 4 i %t BB 2H A8 35 %0 R4 & BAG-1 siRNA- o A HEZE R TLE T2 X (35 P>0.05),
it BAG-1 HHETEBEM A P e 2 A ER B g A T, AR PR LI F HSP70 A,
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[ Abstract] Objective To investigate the protective effects of Bcl-2 associated with athanogene-1 (BAG-1)
gene on human neuroblastoma cells (SH-SY5Y) injury induced by hypoxia/reoxygenation, and its influence on heat
shock protein 70 (HSP70) expression. Methods The SH-SYSY cells at logarithmic growth phase were collected.
Lenti virus mediated RNA interference (RNAi) technology was used to suppress the BAG-1 expression. The cells
screened out can be divided into four groups: the cell conirol group with no lentivirus infection, lentivirus control
group {(containing only fluorescein protein lentivirus infection), BAG-1 siRNA group (BAG-1 siRNA silencing group),
including BAG-1 siRNA —a group and BAG-1 siRNA- B group with lentivirus containing fluorescein protein (GFP)
but at different BAG—1 siRNA target sites of silencing. Western Blot was used to detect the protein expression of BAG-1
and HSP70 in target cells after infectious recombination lentivirus for 72 hours; the Cell Counting Kit—8 (CCK-8)
was used to detect the activity of four different group cells after hypoxia; the flow cytometry was used to detect the
cell apoptosis; the HSP70 mRNA transcription level were detected by real-time fluorescent quantitative reverse
transcription—polymerase chain reaction (RT-qPCR) respectively in each group. Results After lentiviral infection
for 72 hours, the Western Blot results showed that in the two BAG-1 siRNA silencing groups, the interference effect
of BAG-1 siRNA-B group was superior to that of BAG~1 siRNA—a group. The cell viability of each group showed
an increase followed by a decrease with the prolongation of hypoxia time, and reaching the peak at 8 hours. After
hypoxia for 8 hours being given, the cell viability in BAG-1 siRNA- group was significantly lower than that of
the cell control group, lentivirus control group and BAG-1 siRNA- o group (4 value: 0.59 £ 0.09 vs. 0.94 +0.12,
090+0.11, 0.91 £0.14, P < 0.01); the cell apoptosis rate was obviously higher in BAG-1 siRNA- than that
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in the above three groups [(34.63 +3.46)% vs. (14.83 £ 3.75)%, (19.93 +6.49)%, (16.40 = 1.18)%, all P < 0.01].
There were no statistically significant differences in the HSP70 protein level and mRNA transcription level between
BAG-1 siRNA-§ group, and the cell control group, lentivirus control group and BAG-1 siRNA- « group respectively
(all P > 0.05). Conclusion BAG-1 gene can play a role in protection of hypoxia nerve cells, reduce the apoptosis,

and its protective effect can be independent of HSP70 gene.

[Key words] Bcl-2 associated with athanogene—1; Heat—shock proteins; Neural cells; Hypoxia/reoxygenation;

Apoptosis; RNA interference
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FERIPIFE R o B BRI R b A S0
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I A e A F T i 2 ok I 9 0 B 0 B
RASBUNA LS M B A, FFITIESE, S spoo X
SR 25 DX BT H B 40 B SR AR A 3R B R 4 B
P, T2 X TR PR FE T e T &
FRBEAETAR ) PR, AT LR S 0 T SR AR
RS PRETTIAETE , AT B T4 AR S5R i $53 473

Bel-2 45 & ¥t M 1= 3 W (BAG-1) 7T DL &
B2 . R E A REE A 70/ KL EH 70
(HSC70/HSP70) FM E Z A S LR 4l 5 F 45
B, 2 5HBAT WENESES%, HSPT0 /E
A Bk S5 1 T 35 1) — e 2 ST AR P 0 R TR R 3
RE T BEFE, HMZEEERNTZLE,
BAG-1 & HSP70 0y3L4+ 2 19, 76 Mo 5 of B 200k
AT BAG-1 WYERAWLEI L& 5 HSP70 A H.AE
FMAET, B BAG-1 AU S50V B AL o fe
B, APFICELRT BAG-1 ZEEBEATITER, 5T
BAG-1 X ERECIRAE T MMM TER , LI BCHAE 3L 45
FEARBTEYM HSP70 MR T-1ER.

1 #REnA %

1.1 FESLEK KR DMEM. TRIzol 5 W 1 2 H
GIBco A H], R4 I E B H B B 32 [E Hyclone
25F) i BAG-1 K HSP70 SA i hiikia g HEF
#5 Abcam A H], BAG-1 T8 T M LG
HAFEARF R AR AR, B S /LYEs (HRP)
Frid M F P s/ R EERE H G (1g6), CCK-8
4t 3 78 K B ARG IR &l B o A
TRAERAF., HRN4HEsHEAfeanmTER
eBioscience 1 BD /4 &), RIPA 34k W H b 72 B
BRI AR AR ERPOER RS -
R A5 R (RT-qPCR) 177 & W T % 1 Roche
TSN

1.2 ZERTE

121 ERIEFF . w0 4B 40 i R 40 B (SH-SYSY)
HE D REEEAFERA, RAS 10% R4

H 2% WAL (100 mg/L FEE . 100 mg/L 85E X ) (1)
DMEM 58 &R 35 56, B T 37 C, W E N 95%, CO,
WIE R 5% WG FRAARE SR, A ANG BE A= K 3K 80% I
G, 025 o/L MR AR ALEI0. BB
AKHI HAK BT AR TF R,

1.2.2 1B EREYL AT % K A4 - BRYRT 1 d,
BRAb T3t 5eA K 1R SH-SYSY 2R LI 3 X 10° 4~ /4L
M EHEAN 2 24 FLAR, BT 37 CEFRE AR
o I H RGNS B2, AT IR A B o
3BTRS 48 h FN 72 h ML, L JE 72 h i
T RN 8 G (T SL B 8 B ALY R 7 mg/L),
B LRI >T5% . K T 35 3 1) 440 L 0 S 40 e
Xt B8 2H (B iE % SH-SYSY 40 B 4) ; 12 9% 35 X 1R
H LEF TR TIRYL ) ; BAG-1 siRNA
21 (BD BAG-1 ZE R DLER4H , B YL & BAG-1 AT
PP 5 Je 5 6B E W IR AR EE), AR 4R DU 2 31 A R
[E AT 434 BAG-1 /NT 4 RNA- o (siRNA- o ) £ F01
BAG-1siRNA-B 4,

1.2.3 BeE/ BHE SRR AR  BuE K
R R R 4 2H 4 M 3 4 1l V5 (5 DMEM 5 37
2B TR RERESRE N RN, B3 2R
T 37 CHFRFEEHR 4.8, 12. 24 h JFEH N IEHR I
FEE,HET 5% CO, HEFF NS TE 24 h, W3
B/ R A A,

1.3 KRR X Oh ik

1.3.1 CCK-8 JZ 4 pais vk - duissse Exvk Kk
WG el £ 96 LR, BB 6 T~ FATFL, BILAIM
R 5000 1>, YK H 4G EE IS BB 4. 8. 12,
24 h, FHEE 24 h GRG0 B TE MR, R R 3R
W, FALAIA 100 L 355 . 10 ul. CCK-8 %, B
37 CEEFRAEWN 1 he FABEAR G E 450 nm 40
BALBOEEE (A {8, A BESEHMREBURIE T, &
PR RAE AR/ MER TS, LR EE 3 K.
1.3.2  FRECHHMARRGIN 40 B U T O - 4 ZH AP ik
8 h RS 24 h, R HEFHAL G B an i, Ja e
MMM E N 1x10° 4> /mL, 4 100 uL 40 j-2 W
A BRER 8 A -V- 5% #5 % 5 (Annexin V-APC)
M 7- BB EE D(7-AAD) & 5 uL, T E
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BAG-1 Al H BAG Tfgsl 5 HSP70 & HSC70
() ATP B ES & R M35 118, /T 4
FAEBEHED ), BT X Sk Sk 2 ARG 3t
IR1BZE] T BAG B BAG-1/HSP70 M EAE R =4
gepg22) R SCHRIRE T BAG-1 & HSP70 Y
WRAT-ERA, BEA R EY BAG-1 5 HSP70 94
HAERX ISR AR fEEEREE,
{H BAG-1/HSP70 7& i & I 553 13 # 22 5T 08 1= P B9 /E
P RALE M RBRR ), APPSR BoR, BAG-1
EEERTLBRG, 54 8 h &AL FE SH-SYSY 4 ff, I
WREAKF, 2 mRNA ¥ FKF, &4 HSP70
REERHVEAEHTFE N, SEINIBFRAR G
Rimel g HHRIESE, BAG-1 i RKA
HSP70 33 #3572, ABESEH BAG-1 VLRG0
P3N, W HSP70 Fik2E R LG F X, HEW
BAG-1 KB 445 FI AT LA Sz F HSP70, BAG-1
[ Al fgif it R ST 5% S HSPT0 RIS M, (HEBRZ (f
HBEWHEEN .

2 LR, BAG-1 A I E / BREEFH
Bt AR B A5 , DR S R A AR R T, LI
HLAT-VE R A LAt s7 F HSP70, i BAG-1/HSP70 48
HAEFTE M LRI TP A BRI R AR
HIREERATTREI T
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