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B E.BHH :}Mf MeCP2.TH % & £ £% SH-SYSY mlefeta & hmme A e R AR L EL., F
B OFH ok 3 M. AT B, R A B A; pEGFP-N1-MeCP2 41, # # & /m A & 41 pEGFP-N1-
MeCP2 fi#:, BE @3 BAS, Lo BN 6-% % €k (6-OHDA) 50.0 pmol/L 42 24 h, A CCK-8
% AR AU EF SH-SYSY @i, £ 8 MeCP2 % ik 49 SH-SYS5Y % i £ 6-OHDA # % F 4 fooi% % %
éw)iu)‘l T8 AL 0k 5 K3 R A Western blot sk #m) &40 SH-SY5Y @+ MeCP2 & & . TH B @ Ak th %
. R CCK-8 k4 Bz X 28 AL 6-OHDA # %49 SH-SY5Y %9 6. L8 MeCP2 ¢ SH-SY5Y %8 e 4@
H@ﬁ«%ﬁﬂ/}‘l THAUAL R R RBAL pEGFP-N1-MeCP2 41, @ sfBataib, 2 F LA L5 EXL(P<
0.05), WE FIEE XM 6-OHDA #% 545 SH-SYSY i 44 MeCP2, TH % ik H L& I, 4 A 2+ 18 40, 6-
OHDA(50. 0 pmol/L) # ¥ 24 h,MeCP2 #= TH #9 & & & & % % T K (P<C0.05), Western blot # | L
MeCP2 & ik /& .6-OHDA # § 5 SH-SY5Y % ft F 6§ MeCP2. TH % ik ¥ 5L & . pEGFP-N1-MeCP2 41 - i
WA F G BAF MeCP2. TH G k2 G T RAAI, 2 F EA LT FEL(P<0.01), Gig 3
pEGFP-N1-MeCP2 & 41 i #5 7T #7 %) 6-OHDA #% %45 SH-SY5Y @A .42 % TH 4 2k . 2 S m i & %,
X me ARm; MeCP2; TH & @G; SH-SYSY @f; 6-OHDA
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Expression and significance of MeCP2 and TH protein in normal
SH-SYSY cells and Parkinson’s disease cell model
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Abstract: Objective To investigate the expression and significance of TH and MeCP2 protein in normal
SH-SY5Y cells and Parkinson's disease cell model. Methods The experiment was divided into 3 groups:
blank control group, non transfection; model control group; pEGFP-N1-MeCP2 group., transfection solution
added to the recombinant pEGFP-N1-MeCP2 plasmid. In addition to the blank group, the remaining two
groups were added 50. 0 pmol/L 6-OHDA treatment for 24 hours. CCK-8 assay and flow cytometry were used
to detect cell activity and apoptosis in normal SH-SY5Y cells and the SH-SY5Y cell with up-regulation of
MeCP2 induced by 6-OHDA. Immunofluorescence and Western blot analysis were used to detect the changes
of MeCP2 protein and TH protein expression in each group of SH-SY5Y cells. Results As for the cell surviv-
al and apoptosis of SH-SY5Y cells detected by CCK-8 assay and induced 6-OHDA of flow cytometry and SH-
SY5Y cells with up-regulation of MeCP2 in model control group,compared to those in pEGFP-N1-MeCP2
group and the thank control group,the difference was statistically significant (P<C0. 05). The expression of
MeCP2 and TH in SH-SY5Y induced 6-OHDA cells was detected by double immunofluorescence,it was found
that in model control group, with 6-OHDA (50. 0 pmol/L) inducing for 24 hours, and the expression of
MeCP2 and TH decreased significantly (P<C0. 05). After Western blot was used to detect the up-regulation of
MeCP2 expression, in 6-OHDA induced SH-SY5Y cells of MeCP2 and TH expression, the expression of
MeCP2 and TH protein in pEGFP-N1-MeCP2 group and blank control group was statistically different from
that in model control group (P<C0. 01). Conclusion The transfection of pEGFP-N1-MeCP2 recombinant plas-
mid could inhibit the apoptosis of SH-SY5Y cells induced by 6-OHDA ,improve the expression of TH and in-
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crease the cell survival rate.
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MTFRER P ZEITH . 41 Cajal-Retaius 4 fi , H K
TE R 2 DRER 1 e i R e i B A 2200 B JE BT R
JE IR 20T, 28 IS 5T 4 Jf B A 3638 MeCP2, 7R
MZIT KRB ML E  MeCP2 1y 32 3k & W] 2 47 75 —
ASFE R R SE B K R MeCP2 TE M2 TC I A& 5 VK
Ao B R B EEMAER . BE5E & B, MeCP2
Mg g —FZ e E N, W — M E 2
SERFE S L L, MeCP2 3 (R F ¥ 5 (R 3% 0 il
MATHFFE R B E T MeCP2 75 8 £ #ill 22 T 1B 17 P
A T T R AR L R G T 0 T MeCP2
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SH-SYSY 4i i # Mg A & B America Type Culture
Collection(ATCC) 4 g 8, Fr 5 i K5 35 3 10 Y08 4
A 1ML E B DMEM B 536, )i & R 100 U/mL, 4
FHE 100 pg/mL.HT 5% CO, AR .37 “ClH
RN .

1.1.2 FZRF 6-OHDA . — H K (DMSO) .
—4T MeCP2 K BPT AP s pEHLIR I A 5% [E Sigma
/i) s CCK-8 i F & H H 4% Dojindo Kumamoto 7y
F] 3 Western blot & il 1255 & W 5 L& & B A
ECL %85 &M H Thermo 2 &) ; Oligo(dT) 18 iy
Bt EAE T4 Y ; Annexin V-PE/7-AAD 41 i 18 T- %
M & A IR YR R R AR A B
PRGN G BV = K I A L0 A 55 E Am-
resco v Al 3 Ha iR 4 o0 B 7 b 4

1.2 J5i&

1.2.1 RGN A% F 100 L JC FBS
DMEM i A 2 pg 2lifb ) DNA;B 4. F 100 pL 6
FBS i) DMEM # A 10 pL ) lipofectamine, ¥ A
M BERRHAFEZEEHE 45 min, H 6 H
DMEM P 4l 2 <. 75 800 pL Jo FBS KR 215 &
M A4 ZE 18 .37 °C .15 min, [ AT T FBS 1Y
DMEM ¥ % 1 # % DMEM # i A DNA-lipo-
fectamine JE S5 ,5% CO, 3% 3~6 h,3 mL 584
TR I Y G TR . SER A 3 4 A R
HEAL (R 6 ge) | BRI X B8 4 . pEGFP-N1-MeCP2 4
PG M A 24H pEGFP-N1-MeCP2 BTk . R4 H
X HRLH A1 . Hidy 2 ¥ A 50. 0 pmmol/L 6- £ 1
M (6-OHDA) #b 3 24 h,

TH protein;

SH-SY5Y cells; 6-OHDA

1.2.2 CCK-8 ¥ I8 MeCP2 f#§ SH-SY5Y 4i
Ml 6-OHDA i3 )5 f 40 M0 A7 16 2 240 M 1L )5 il ot
TREOM T8, B A0 M A A AN R % R R o 22X 10°
A/mL SR G HEAN T 96 fLIGFE MR P, B AL 100 pL.,
I 4 HeRE IR 3 S g o S 56 45 R A e B R &
VLB B UEAT K5 SR 24 h A0 BE JS L 4 A Ak
7 12.5,25.0,50. 0,100. 0 pmol/L Yy 6-OHDA ¥ 3
W 150 pL. W) B35 B 2S04 B BB R UL 5
WA .

1.2.3 g0 ME4Y ( Annexin-V/PI XYL @ 3k &
1 MeCP2 ) SH-SY5Y 4ifis 6-OHDA % 5 J5 i 41
Mg T A L O B A K R SH-SYSY 4 i, 11 1k
Ji 3 A T AR T R A R R R Y A R R R R R
2X10° A/mL ARG T 50 mL K55 . o34, &
M35 . B3R 24 h 40 G BE S L FE L 48 h
J5 P4 B AL Hk B 50. 0 pmol/L % 6-OHDA 1
FRWALFR 24 h, ¥ E A5 (O R AL, Bl AR T UL £ 5 IR
. F 24 h G USRS LA . H A2 TR 7™ 4% 4 BRI
UL TR

1.2.4 WERESSCRD K40 PEAT 19 4H i IE 7 ¢
6 FLAR B, FH 0. 01 mol/L PBS(pH 7.2~7. DV 3
W AR 3~5 min, R 5 H 40 Z R FEEE E 0.5 h,
FLAE BR ™ A% e RN & U B S AT SO BB T
ME TR,

1.2.5 Western blot ;] |8 MeCP2 ) SH-SY5Y
4l 6-OHDA 5 3 J5 19 41 fifd 25 (1 4235 (MeCP2 ., THD
oL ¥ SH-SYSY 40 i A FH TG 1 i 15 7% 3L 38 Uk 3
i ST REJBR 6 LR TP Bk A Y I R A B Y i g
RAWIMA SR rh B 50k 0] 5 3 55 558 A, 1 5%
PIREWH S A TEFRAN B RERET 37 C
AR BB 1 h Rk 0 SR Bh AN i BE SR A, 6 h JE I
KRG A Y, H % DMEM ¥ 1 3 5. A 2
mL & 5% fif F L7 ) DMEM K 37 3t 4k 25 8% 37,
A8~72 h JE AL SR R . HLR SIS A0 TR A
Fae BE A7) 6 16 B A3 2R A T

1.3 Siit2gabsE i3 ] SPSSI5. 0 483 %k 14 47 4y
M. LB E R R T4 s TR 4Ll LR B R & Oy
ZE50 M — 20 W AR ] LSD-r K B, P<<0. 05

NESAGIFE L.
2 % R

2.1 CCK-8 ¥ # i 6-OHDA % S SH-SY5Y 41
Ji . F 8 MeCP2 ) SH-SY5Y MM 7E 3G 1% 0 R
CCK-8 ¥4 & B . 5 pEGFP-N1-MeCP2 ZH A It , 4
RIXFRRAL 6 h 4 i 98 1- 2% B F BRI (P<C0. 05), 5458
FIXF IR 2 A b, B X B ZH 12 h A 24 h 4 gE TR
i B REAK (P<<0. 01) ; pEGFP-N1-MeCP2 4] 525 19
YRR & B S A iR TR E R B R F B X
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(P>0.05, 0% 1,

2.2 HaAAE AR 6-OHDA 5 511 SH-SY5Y 41
Mg . |98 MeCP2 () SH-SY5Y 4HiE T it
21 SRS N & B 25 1 ) R A L AR B X BE 4H L pEGFP-

N1-MeCP2 21 i) 41 A7 16 22 53 0 Ry (2. 52 £0.47) % .
(49.9843.26) % ,(0. 980, 07) % , 1L 7 X5} & 4 i 3%
2S[O B4l R pEGFP-N1-MeCP2 41, 2 R4
Giite i X (P<<0.01),

x1 CCK-8 544l 3 ALAABET REL K (75, %)

251 3h 12 h 24 h

25 X IR 4] 0.987+0. 089 1.12840. 062 1.16240.078 1.18940.079
TR 56t HE 41 0.949+0.072 0.90840. 062" 0.71640.071% 0.71540.072%
pEGFP-N1-MeCP2 4 0.989-+0.076 1.13540. 068 1.18240.078 1.16840. 072

1 : 5 pEGFP-N1-MeCP2 4 A [k, * P<{0.05; 525 X B A [k . 7 P<<0. 01

2.3 WEARETOEKIM 6-OHDA 51 SH-SY5Y
B g MeCP2, TH % ik 1% .  pEGFP-N1-
MeCP2 41 6-OHDA (50. 0 pmol/L) i % 24 h,
MeCP2 Fl TH 25 R B AR T B, 525 JX R4
BB R TG 225 L (P>>0. 05) s F5 7 %] B8 41 41 fifg 4
6-OHDA (50. 0 pmol/L) %S 24 h,MeCP2 il TH %
HRIAKF B TR WA 1.

Ctrl GFP

6-OHDA 6-OHDA+
MeCP2-GFP
A 1 WERETHEN 6-OHDA 58 SH-SY5Y
Ay MeCP2, TH RiX1E R (X 200)

*2 6-OHDA % 5 SH-SY5Y 28k MeCP2,
TH ZEBFREBER (TLs)

U 25 UV IR PRI R pEGFP-N1-MeCP2 41
MeCP2 0. 96240, 072 0.31440.032* = 0. 90240, 076
TH 0. 51240, 062 0. 20340, 054 * % 0. 528740, 049

He A B M K EEAE S5 N2 2 s 5 pEGFP-N1-MeCP2 41 ]
H, * P<<0.01; 525 (A0 AL AR EE . ¥ P<T0. 01

2.4 Western blot £ I & MeCP2 ik J5,6-OH-
DA ¥ S 1y SH-SY5Y 41 b i) MeCP2. TH 3k 1%
#L SH-SYS5Y 4 i %% %« I ¥ Bt ki pEGFP-NI1-
MeCP2, 4k J5 Hl 6-OHDA # & 24 h, MeCP2 I TH
B H KB KE R T B pEGFP-N1-MeCP2 41 173
X RE AL sh MeCP2 . TH 5 [ 3635 /K 5 B X BE 41
. 25 BA %22 X (P<<0. 01); pPEGFP-N1-

MeCP2 1 MeCP2. TH HEHF X 5% A X 4L A
22 S G E L (P>0.05), L3k 2. A 2,

MeOP2 NN S S 55 0’

TH I S o< 0°
» : i
pactin MG A S .

EENEE REIFEBL  pEGFP-N1-MeCP24H

2 6-OHDA S8y SH-SYSY 4450
MeCP2, TH RixtER

3 i it

MeCP2 7E P #E M 4 otiR AR ] T i kK 45 &
BAET . B AR IR B, MeCP2 70 il 41 2 rp iy 3
TR Yok /D 2 T 0 T RE B TR R (H ML R
€ X (1 2l | P o o 7 e b T A Y L T VA 2
JCHT . MeCP2 TIfig T B . 56 4 MeCP2 3 A i B /)N i
U PR 2800 LT B AR R R AR ST fE B> MeCP2 2R
HEM CGC 4 il 5 BFAE RIAH L . ph &0 s T W] 2
%, Had fE 2 b b MeCP2 85 15| A2 46 ki 1A I RE 25
WL - £8 K7 AR B i Caspase £ AIF . i 3 3l 4 22 5T 4
T-. J& MeCP2 ik i/ RN AL 21 Uqerel 33 ik,
Uqerel 7] DL I 35 39 i £ b7 (A WF W 25 &, 9 20 W 1 34
R Fik i Uqerel 7] 580 N2A 40 g O Bl 2800
YA 28 k0 R MR T RE B S H . RN LR B OR.
MeCP2 5 Uqcerel W B 3 F X 454, & MeCP2 3 ik
B/ Uqerel FRiE38 & I R8O 2% L AEAR .

A 5T R i A0 {3GE 27 Annexin-V/PT XL HY
P T SH-SYSY 4 M #% Y4 - 9 ik pEGFP-N1-
MeCP2 i ffi] SH-SY5Y 40 8 7. Annexin-V &
290 B 9 T 1 SRR IR & 5 B F ey 1 W AR % T
62 55 R ok 22 28 R A 38 1 I 45 5 R S v L T AR 2
5 H A B B Re 45 & . 38 A i 2N 40 M A . ] Annexin-
V/ PR v AT 5 51 A A U 1 L 30 1 A4 i ¢ T g 28
b, AWFIE &, Y pEGFP-N1-MeCP2 J5 iy SH-
SYSY 2 Fi 4 6-OHDA 53, 28 Uit =X 4t H A3 4G I
iE B pEGFP-N1-MeCP2 I MeCP2 7 SH-SY5Y
YA A 2R IR i SE R B0 6-OHDA i 5 1y SH-
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SY5Y T,

BESRIE 52 T pEGFP-N1-MeCP2 |8 MeCP2 1E
SH-SYSY 4 jfg o i) 3¢ 18 68 #0 il 6-OHDA 5 3 1
SH-SYSY 40l 1=, Bl 5 1) 55 5 i — 25 3l 3 WU
E ¢ )G il Western blot #: il 7 SH-SYS5Y 41 Jiig o
MeCP2, TH # F 3Rk KF 2810 . 7210 4 2% 0 240 i
A b & 3, 6-OHDA 5 5 /) SH-SYS5Y 4 fifd rfr, X
HEARPE DG Western blot #3478 , MeCP2,. TH
AR IBK I REAG; 1 MeCP2 335, TH £k IR
Hahn, H SH-SYS5Y 4 /> . AR, TH
HEHE T LA —1 MeCP2 &5 4 i si, TH B /]
et MeCP2 5 s MeCP2 1] DA A — 26 3L R Y 3%
T 70 o e At — 26 L PR 1) 2 SR 41 i 5L 2 H R kR
M —15 TH W5 30 745 6 JF % TH 5
K, BDNF [ b J& — A4~ 4 MeCP2 8 7 i 3£ 7,
FEMGTH S TH M 2o A&7 . BDNF &
HJE—F A K W e 4R Ca® RS, 28 fl vl 98Pk L
ZEFE AT T BB A A iy R R
TEM 2 DIRE Ty 1, W2 2] e A — S i 4 R G R
LA EEEEEN . AU, 755 R R
FAZ A 20 L e = MeCP2 38 BDNF f4 5% 5 4
TR AR T HTH Wb fER R
fh ot . MeCP2 5 BDNF Jg 8+ [l #H 45 & , 31 il i
R B SR N F i i k. MeCP2 58 48 /I BR K i
LA RN A H, BDNF ER I R IK F R T 70%.
AT BR . EiH MeCP2 78 SH-SYSY 1y ik B it
i 6-OHDA Xf SH-SYS5Y 2 il it 75 P A T I 42 5
TH &7 SH-SY5Y 4iffirf i 3Rik.

AT 45 H B R, 6-OHDA 4B 5 , MeCP2 % 14
FKXBFETFE.TH H B AE SH-SYSY 21 il v (19 3% 3k
IR R, TH & A M HLH ] g J& K MeCP2 5
TH 1 TPH2 J&i 8 745 & i 8 45 Kk . i
T 9 25 S0 45 5 AR B 5% S 30 B0 2 W, MeCP2 i 15 4
WRERNMERIL. S 52BN . A, B ® -
W MeCP2 & (4 SH-SY5Y 4ii il b iy 3= 35, JL-F- AT LA
W 6-OHDA %519 SH-SY5Y 40 1=, {4 SH-
SYSY 4l ffl. A58 45 R R T — B B 09 B e
MeCP2 7£ SH-SYSY 2 i v A& ¥ R P74 T, 3 e 2
RFEW T 6-OHDA 55 SH-SYSY 4 Jifg i 1=,
Wl B MeCP2 & I 7E SH-SYSY 4f fifg i) K3k,
MeCP2 #] fE i o #1 il Caspase # P4 - 3% 5 K +
CATF) A5 #6440 M 98 T MLk . 3 4F o s MeCP2 o
Ser 80, Ser 229 1 Ser 421 [ ® e 1k, 5 8K g
MeCP2 HEH M D fg v B . IR A B 9 UE 5K 5 [A) U
SEA IR A VR R R 2 (HIPK2) 5 MeCP2 2%
A F B Ser 80 WEFR AL , £E AR SN LA PN I 15 20 i Ay 3 5
AT HIPK2 S R B i /s BRI o A7 e &2 o)
fe it . MeCP2 7 SH-SY5Y 4 i o i 7 A » 7
6-OHDA 5589 SH-SY5Y 4 Ji 3 T, 4nfaf & #5815

YR o 5 B2t — 2B W AR R 5K .

Bz ARSI E F I, 6-OHDA 7 5 11 £ [ ik e
20, MeCP2 1 335 T B, 40 M 98 1= 3% s 1 4
MeCP2 7£ 2 [ i fE #2200 v i 2235, v] I 25 3 361 6-
OHDA #S M L2 B M & o, R ERP/ER.
MeCP2 & 1 Al /91 £ B i BB i 28 0, 7 il 00 7= 5
P TH 78 £ B RE 2 o0 P 1 6 15 . MeCP2 A5 1]
FE R VR T A 4 AR08 R B B A

2% ik
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