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(FE] B8 RS sIRNA TUER CDO9 JE PSR X B M MU AN AR DAOY AN SE AR T 9520 . 773% A CD99 siRNA
e BB B AN DAOY 4iH, A0 53 A TR 1 41 (5% 5 CD99 siRNA-1#) (UK 2 41 (4 ¢ CD99 siRNA-24#) % HAZL (e siRNA ]
PEXTIR) SR SO E B PCR G EN A I CRALCR o F ] CCK -8 4 LI A 256 W o B2 1 S 6 A D) 24 i H 7 i
T3, R A A I 20 0 JL S AN A T E5 SR DB 1 A ANTER 2 41 CD99 & F1 AT mRNA ik 7K -F- By W] AR T R 2H (P<
0.05) , LR 2 21 U AR TR 14 (P<0.01) 5 (1L, 6 11T CDO9 siRNA-243E1 TR 225240 . LR CD99 HE N IE )5 3.4.5 d, ¥
R 2 2 40 1 K P00 B2 B 2 R AR (P<0.05 ) 5 S Bl e BT IS B 45 2R /s, 038K 2 20 4 i e e v 50 2 i /b (P<0.05) o
ULER 2 41 GO/G1 I L 1 73 HE A0S BRZE W e 39 /i (P<0.05 ), S J 410 . G2/M 1401 0 11 73 L B S IR T3 AL (P<0.05 ) o LR 2 4140
LR 125 (8.75%=1.47% ) 5 3 155 T X R (3.429%+1.21%; P<0.05) . £53€ CD99 B [H 7E B 15 41 uJ DAOY 41l L i 14 5 R
TP AR AR, 0 CDO9 HEN Al RESUCAG Y 76 TR 2 IR Y — 1B A
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Effects of siRNA targeted to CD99 on proliferation and apoptosis in human medulloblastoma cell line DAOY cells

ZHANG Peng, LIANG Li—wei, CHEN Xin—wei, REN Yong. Department of Pathology, General Hospital; Central Theater, PLA, Wuhan
430070, China

[Abstract] Objective To evaluate the effects of down— regulation of CD99 expression induced by RNA interference on the
proliferation and apoptosis of medulloblastoma cell line DAOY cells. Methods Small interfering RNA (siRNA) targeted to CD99 (CD99
siRNA) was transfected into DAOY cells by LipofectamineTM 2000.The expressions of CD99 mRNA and protein were determined
respectively by RT-PCR and Western blot 8 hours after the transfection. The proliferation of DAOY cells were determined by Cell
Counting Kit—8 and plate colony formation assay. The distribution of cell cycle and apoptosis of DAOY cells were assessed by flow
cytometry. Results Both the expressions of CD99 mRNA and protein were significantly down—regulated by transfection with CD99
siRNA-2# (P<0.01). The proliferation rate of DAOY cells was significantly deceased after the transfection with CD99 siRNA. The
percentage of cells in GO/G1 phase was significantly increased in the experimental group than that in the control group (P<0.05). And the
early apoptosis rate of DAOY cells transfected with CD99 siRNA was significantly increased than that of DAOY cells without
transfection with CD99 siRNA (P<0.05). Conclusions Silencing CD99 can significantly inhibit the proliferation and promote the
apoptosis of DAOY cells. CD99 plays an important role in the proliferation and apoptosis of DAOY cells. It is suggested that CD99 may
become a new target directed to by the treatment of medulloblastoma.
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1.1 ## AR F MB-DAOY il kkIE [ 25 [ ATCC
AT ;CD99 siRNA X B siRNA 24 ¢y 7 4 A= sk
HoA PR w5 15 B B AR %% Y4151 Lipofectamine TM
2000 14 [ & [ Invitrogen 2 7 5 BPT A CD99 HA. 7 B
U B AR T A BT A IR w5 T -
3T i = (glyceraldehyde—3—phosphate dehydro-
genase, GAPDH) FiL v BEHLAA G H 56 [5 Abcam 24 7 5
CD99 1 GAPDH 519G ik LA TAEY) TREA BR
I8 F)A I BB RNA 45 Trizol | S % s 6 M 5%
Ay o e R & B H AR TaKaRa 23 A 5 B %%
TUVE DN A B 1 A B 1 T 1) 590 R fL Ak 2 0O
ARG A LR RAEYH AN A 4020
7 -8 (cell counting kit—8, CCK-8) 4 H Beyotime A=
YA BR 2 w5 BRI A O 1A I R &l [ 3
Ebioscience 2y H] o

1.2 ik

1.2.1 mpa3E4 MB-DAOY 40052 75 )5 & 10% ik
A ML 3 A DMEM 35 32 355 9% . 4 @l & 3% 7F 80%~
90% M}, H1% 0.02% & —_ VU TR 1 0.25% 1) I 2 1
BT AL AL AR AL R LR 1 4% 3~4, USRS 3~5 1041 i
PTG 2R

1.2.2 siRNA #9383t 5 4 s R #E CD99 & K 7E Gen-
Bank #1119 7 511 1% 11 & 5 CD99 siRNA, CD99 siR-
NA- 1# ¥ 5] A sense (5= GGAUGGUGGUUUCGAU-
UUATT-3") , antisense (5~ UAAAUCGAAACCACCA
UCCTT- 3%) ; CD99 siRNA- 2# JF¥ %1 4 sense (5-
CAAACCGAUGCCAAAUCCATT-3) , antisense (5—
UGGAUUUGGCAUCGGUUUGTT-3") ; siRNA JG S %}
W8 7 %1 4 sense (5= UUCUCCGAACGUGUCACGUT
T-3") , antisense (5~ ACGUGACACGUUCGGAGAAT
T-37) . T8 siRNA F A2 0k iR — 2 e /K 7 B % 20
pmol/L,—20 CIRAF

1.2.3 siRNA # Z BOE0A: K I DAOY 2, % 4y
Hij 24 h 1 0.25%JR 8 A BHE LS , LL5X10* 4> /fLA% A
T ofLAR, Fr 4 M fl & BETE 50%~70% ), #E 17
Y, BARERAESR LipofectamineTM 2000 s Y4 7| #54F
YL FHETT . AHM 53R : OUTER 14, 7% 44 CDY9 siR-
NA-1#; QUTER 2 41, #% 4% CD99 siRNA-2#; X 17
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B AR DL S A A= 2 S

1.2.4 %8 %2 % KL PCR AN CD99 mRNA K-F §#%
Trizol 15d B 5 42 HUAH i 4 RNA, I S0 5% 558 4 eDNA
N 2 GAPDH 5| ¥ J¥ %) K sense (5 AAGGT-
GAAGGTCGGAGTCAAC- 37, antisense (5= GGGGT-
CATTGATGGCAACAATA-3") , § B =4 K 58 ok 102
bp. CD99 5| ¥ J7* %1 & sense (5~ GCAATCCCCAA-
GAAACCCAGTGCT- 3°) , antisense (5= TTGGGT-
GGGTTCGGTGGTCGT-3) , ¥ 34 F= 44 B A 98 bp.
PCR J v 51424 - 95 C TSP 10 min—(95 CAE 1
15 s—60 CiH K 30 s—72 CIEff 30 s) x40 MEH
SR 2742 I H R AR B K
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MR S AL W BB 12 1 4T (1:5 000) E IR FFF 2 he
TR ER 22 PPRUERR 3 IR, BEIK 15 min, >R AL 2A &
IR G AT &R, L GAPDH R 5t R
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0.25% 1 25 11 B A6 I T AT B> 4 A, DA 3%
10U T 96 FLIG MR, BAL 100 pl, dRZEhEsR
Y 1.2.3.4.5 dJ5, IMA T 10% CCK-8 55 1t 7 fif
FEFRHEEEFE 1 b, FHBAR R I 450 nm WO REMH, 4%
AN s A2 L.

1.2.7 “FMRILIERS A 5 5 K O 48 I B A it B 42
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FRHE2 mlFEFR 7 d, S B AR AT UL A SERE R, 20k
B3R, 352 BIEW, I PBS /NDRBE 2K, 4% 8
FHTE 5 ml &2 15 min, SR )5 25 B2 W, inid & 0.1%
Sh Y5 min, KB UL O, =T
P BT LR 8 IS — sty AR (R W A, A
AR BT ECe b, slfe I s (A4 ) T 18R T 10
A2 M ) SRR

1.2.8 i X m B AUE M) wm fe B A ANMAL L 48 h T,
FH 0.25% 88 I AL 25 O AR I PBS JE:, i A
1 ml 70% £ FET 4 CE %€ 30 min, F 500 pl PBS &
B, A 2 mg/ml UL TR BE B A 30 min, LA
T S A 7 4 B P 0T ) A

1.2.9 & X fm fabUe ] sm io 8 o F AL 48 h s
WS40 AL, H TV PBS B, #2 1x10%ml %% B A,
SRJEHL 100 wl 4 H T 0 =X, i A RRER 35, 11 9
TR AT A AL P BESS 5 wl, 2= IR BT 20 min
Je BT REG ORI T 38 3 A A e A ) A4
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TXFHALH (3.42%+1.21%; P<0.05; % 5)
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FHU5 25 MB 434 WNT .SHH , Group C il Group D
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CD99 /2 —>32 kDa K/INW 5 BB & 1, FEAN IR
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