2012 44 H o R EE 2 gk April, 2012
W22 4 CHINESE JOURNAL OF COMPARATIVE MEDICINE Vol.22 No.4

[ RS

{5.\/‘/_-\/‘/_-\/-‘/'\/-‘/"\?
S ‘;

DJ-1""°°" 5 DJ-1"°" F P %} NIH3T3
2 e 1 w0 R T Y Fe AR

kM RN YA L E ‘T’El R ifil ffi] '
T o# L @er’ 5 AR

(1 PEER KLY 7AW RS S % , JE 110001 ;
2 v [ BE R K 2 B 2 S B AR B AR L VR 110001 )

[HE] BB E400KF ke DI DI-1" DIV B % NTH 3T3 41 i 3 5 i R 5 M -0 ¢ &, Nl s
8 3 R B W R A A 4 ARG AL IF ST B E SRk . ik 42 % peDNA3. 1/myc-His-DJ-1,pcDNA3. 1/myc-
His-DJ-1""" Fil pcDNA3. 1/myc-His-DJ-1" 5 4 5t b i J5 {4 J7 325 4 ¢ NTH 3T3 411,500 jug/ml G418 & F §if ik i =2
v FE X 3 R YL 4R i AE DNA JKSF (RNA ZKSEFIER [ BK 3547 %558 , R MTT %2 4 75 35 Fl Annexin V-FITC 2 7]
AT M SO AN B AN RS D S AN oA . R peDNA3. 1/myc-His-DJ-1 , pcDNA3. 1/myc-His-DJ-

1"°" H1 pcDNA3. 1/myc-His-DJ-1"" T 4 Jii ki %% Y NIH 3T3 40 i % G418 i )5 , PCR J5 ¥ K il 43 B 3545 1 A4~ 4 4,

3 A~ BH M 40 i 5E R, RT-PCR J2 Western blot J5 ik i#F 47 DJ-1-His 5 X 3% 3k K6 0 , 45 5% 35 00F B A U5 4 A B K 1 R 3k,
Caspase-3 RNA 7KFAG M DJ-1""F1 DJ-1"*" 240 &35 8 F 16 % NIH 3T3 4ife 4, fii DJ-1 41 caspase-3 5% 57K - 4 % f%
1%, MTT 230 45 5 4] 90 BH % e DI-1""F1 DI-1"°" 3 4 (g NTH3T3 BH 1 200 i 26 200 ff 835 58 i R I F DI-1 41 M IE &
NIH 3T3 ZiMaZl (P <0.05) , %% 4% DJ-1 FE K ¥ NIH 3T3 [H 14 40 i 3% 78 3 % 5 16 % NIH 37T3 40 AH b G B S 22 51 5 40
JHL YA T4 0 2 W % e DI-1YT A DI-1 S IR g NIH3T3 BH 4% 40 i 4 TR 39 3 F 15 % NIH 37T3 4008, 5 4 DJ-1 3[4
f NIH 3T3 B4 40 M08 1A F I % NIH 3T3 4 i (P <0.05), 253 DI-1"""f0 DJ-1"" 5 [§ 58 45 ) f Ik NIH
373 40 i 14 5 3 22, DI-1M" i DJ-1" 52 8 28 A5 6 55 S 8 NIH 3T3 40 g 9 ¥ v, DI-17" F1 DJ-1"° H 7 78 45 % NIH
3T3 290 il 434 FiE 39K S5 R 400 M 9 T 5 il 2 A ARLEY o

[%437)  DJ-1;NIH3T3 400 ; 10 4 7% ; JA T

[FESEE] R33 [ xukFRiAEG] A [XZ=HS] 1671-7856(2012)04-0010-05

doi: 10.3969/j. issn. 1671.7856.2012.04. 003

Comparison of the Proliferation and Apoptosis of NIH 3T3
cells Treated with DJ-1""*"or DJ-1™"*'

ZHANG Mei-ying' , REN Ping-ping' , XU Ying-qi' , WANG Wei', ZHAO Yue',
YANG Wei', YU Meng', GUO Xiao-chong', QIN Ying', ZHENG Zhi-hong'?
(1. Laboratory Animal Center, China Medical University, Key Laboratory of Transgenetic Animal Research,
Liaoning Province, Shenyang 110001, China; 2. Department of Pathology and Pathophysiology,
China Medical University, Shenyang 110001 )

[B&mB i T4 R RIBH 5 H 4% :2009408001-1
[MEF B A 1oL (1965 - ) , 2, MR, KRN AL SE R B Y% . E-mail: zhmeiying@ 163. com,
[EIRAEE DR, B4R, KRIPNF AR AL B e B R s 5L . E-mail: zhihongzheng@ 163. com,



o A BE 2 A 2012 4E 4 H A5 22 555 4 ) Chin J Comp Med, April 2012, Vol. 22. No. 4

11

[ Abstract] Objective To explore the relationship between DJ-1, DJ-1"**"| DJ-1""*" with the cell proliferation and
apoptosis of NIH 3T3 cells at cellular level, and provide a basis for the construction of a transgenic animal model of
Parkinson’ s disease and further study on the pathogenesis of this disease. Methods Recombinant plasmids pcDNA3. 1/
myc-His-DJ-1, peDNA3. 1/myc-His-DJ-1""*" and pcDNA3. 1/myc-His-DJ-1"*"" were transfected into NIH 3T3 cells,
respectively, using lipofectamine. The cells were screened with G418 at a dose of 500 wg/mL. Stable clones were
identified on the DNA, RNA and protein levels. MTT assay and annexin V-FITC kit were used to detect the viability and
apoptosis of those stable cell clones. Results After the G418-screening of of NIH 3T3 cells transfected with recombinant
plasmids pcDNA3. 1/myc-His-DJ-1, pcDNA3. 1/myc-His-DJ-1""" or pcDNA3. 1/myc-His-DJ-1"*"" | one, four and three
positive clones were obtained, respectively, by PCR detection. RT-PCR and Western blot detected the expression of DJ-1-
His in the positive clones. NIH 3T3 cells transfected with DJ-1"*" and DJ-1"**" had a higher expression of caspase-3
mRNA than normal NIH 37T3 cells, while NIH3T3 cells transfected with DJ-1 had a lower expression. MTT assay showed
that NTH 37T3 positive cells transfected with DJ-1"*" and DJ-1"**' had a lower proliferation rate than that of normal NTH3T3
cells (P <0.05), while the NIH 3T3 positive cells carrying DJ-1 gene did not show significant difference compared with
the normal NIH 3T3 cells. Apoptosis test indicated that the apoptosis rates of DJ-1""" and DJ-1"*" transfected cells were
higher than that of normal NIH 3T3 cells, however the apoptosis rate of the DJ-1-transfected cells was significantly lower
than that of normal NIH 3T3 cells (P <0.05). Conclusions

NIH 3T3 cells. DJ-1"" and DJ-1"**" mutations also enhance apoptosis in NIH 3T3 cells. Their effects on NIH 3T3 cell

DJ-1"" and DJ-1"**" mutations reduce the proliferation of

proliferation and apoptosis are similar.
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Fig. 1 Electrophoretic results of PCR products of
positive transfected cell clones
1 — 3. Positive transfected cell clones of the groups of DJ-1'1¢"
DJ-1"2%and DJ-1; 4. Positive control; 5: Normal NIH 3T3 cells;
6 : Control; 7 ; Marker 2000
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Note: 1 -3 Positive cell clones of group of DJ-142¢!
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and DJ-1 positive clone NIH 3T3 cells
Note: 1 -3 positive cell clones of the groups of DJ-1"%" DJ-

1M%and DJ-1 ; 4. Normal NIH 3T3 cells
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Fig. 4 Western blot results of DJ-1"*" DJ-1">*
and DJ-1 positive clone NIH3T3 cells
Note: 1 -3 Positive cell clones of the groups of DJ-11%" DJ-

1M2%%and DJ-1; 4. Normal NTH 3T3 cells
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Fig. 5 Cell proliferation conditions of the DJ-1 positive
clone, DJ-1"*" positive clone, DJ-1"%" positive

clone and normal NIH 3T3 cells at different times
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