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siRNA F# K B AP 2 7T Nogo %4 mRNA
KA B AZAT R

ko FL R XL aadld ALH ARLHBEAES
(1 EFERERTEERER 200003 FiET ;2 T FERFMLSAEYFEHVIE 200433 G,
3 WAL KA R 2 B 58 BB IR i 5T B 310009 FLJHT)

[FZE] BH: WK R Nogo 3 & (NgR)#¢ 5 /N T3 RNA (small interfering RNA ,siRNA ) 7E 5L 28 78 T4k
H mRNA RB N FRROCR . 773 ARG 3R RS R J2 R0 S 20, 7 P BH B8 i T4 4% 2 ik 0] & e X 2
AFEH B B2 (199 #1964 i s5) I K B NeR #5751 siRNA FIXt #8 siRNA , 4331 T-# 44 J5 24h ,48h 72h 1 96h , Jj
PSR 3256 Bk PCR A0 NgR mRNA k1500, 458 12 %F siRNA (siNgR199 Al siNgRO64 ) 11 5 0 3%
mRNA [ 3R ik K 7 ,24h 48h 72h F1 96h,NgR mRNA 3 ik 43 il 24 X # siRNA 2H 1Y 38.12% .12.47% .3.96% .
18.4% (siNgR199) F1 49.54% 24.25% .13.17% .37.93% (siNgR964), 5% siRNA 4l LA Geit =& L (P<
0.05). #5118 :NgR %55 siRNA B8 75 5 A B J2 FiE S 240 L F 8 38 5 P mRNA 19 387K 1, B DT Bk s R
R LG 3d e 3

[%/] Nogo 5Z 1A ; RNA T4 ; F= R PLBK ; S0 96 E it PCR

FE 5 %S :()786,R683.2 X EARIRAG ;A X E RS :1004-406X (2005 )-10-0588-04

siRNA knocks down mRNA expression of Nogo receptor in cultured rat neurons/ZHANG Tao,YUAN
Wen, LIU Baifeng,et al/Chinese Journal of Spine and Spinal Cord,2005,15(10):588~591

[Abstract] Objective:To observe the mRNA expression of Nogo receptor(NgR) in rat primary cortical and
hippocampal cells at different timepoint after the NgR-specific siRNAs were transfected.Method:Two NgR -
specific siRNAs were selected and transfected into rat primary cortical and hippocampal cells by using trans-
messenger transfection reagent.Total RNA was harvested at 24h.48h.72h and 96h postiransfection by using
Trizol reagent and was tested by using real-time PCR.Result:The mRNA expression of NgR was suppressed
by the two NgR-specific siRNAs tested.Compared with the control group which was transfected with scramble
siRNA ,the mRNA expression of NgR interfered by siNgR199 and siNgR964 was 38.12% .12.47% .3.96% .
18.4% (siNgR199) and 49.54% .24.25% .13.17% .37.93% (siNgR964 ) at different timepoint respectively,and the
P values were significant compared with the control siRNA (P<0.05).Conclusion:The siRNAs specific to NgR
could knock down the endogenous expression of taget gene,which is most effective at 3th day posttransfection
in cultured cells.
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(myelin—associated glycoprotein, MAG) #1705 Jii
JoT 4 Mo #E W5 B B 2 1 (oligodendrocyte myelin
glycoprotein, OMgp ) , ¥ it Nogo 3Z 1A (Nogo re-

ceptor,NgR) M 5 HAHE 0 2 (K 2 AW A HEE
K NgR LSF- /2 CNS i @l i v £ il 28 4= 4
P2 R PR AR P A2 e AT A
RNA T4t (RNA interference, RNAi) J& 1 X 4%
RNA /i TEHE 35 mRNA 7K P P A 2 A
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FIR Y i B ——F 5 B P [A] U A 21~23bp (193X
HE RNA (dsRNA) 5 A4 1, & 75 40 il P 7] 55 808
mRNA 45 G, I f R g | AT 41 1] 32
Rk it B . RNAI B & 30T 2e g 4 v | Bl
JRAELE R SR B A b A 22 R BLAEAE RNAT )
G o BT, 7E VL 30 W A0 M b B 5 A BOAS 8
PEIE RS FRATRH RNA 48 K Bl 498 NgR
LRIk BT BE DT R 0 B R A R | X 1] B B i
Wi AR AR OGN 4 5 F 2 4k (NgR) I 454, i SCI
Je A 1B 2 A RN SEF RNA 19 250036 07 $2 41080
R SRS

1 #MRFFE
1.1 SEEeh Y A

Z£18d SD K, M5 4 E KNP 55
HRAE AR TRE S LA RS A 2 A2
PCR [ ¥ NgR 9 GHRE 519 . FAM #ric 5'-
TCTGCATGGCAACCGTATCCCCA -3' ;NgR I ¥t
5144 5'-GGGCAACCTCACGCATCT-3" ;NgR
it 5194 5'-GGAAAGCGTGCTCAGGAACA -3’ ;
GAPDH & & 1 51 ¥ 0 ] “TaqMan Rodent
GAPDH control reagent kit —VIC labelled” (PE
Applied Biosystems), 5B} 28562 & PCR H MLk
7l S PCR J Wi (7700 Sequence Detector ABI)
F M i A 2 ) 1 24 BR S m] R A
1.2 SRk
1.2.1 siRNA BSR4 Elbashir (9311
Ji P17 FE A M 8 B A A 2 o 24 IR B4R
B, A 4% KR NgR ZE KR 81 IR 3T 4 4~/
T3t RNA (small interfering RNA,siRNA) ¥ 31,28
ok S0 SIS 3 A S 0 T R v Y T A AT S
(AR 8 38 )7 4] 2 4 7 & iy 45 O siNgR199 Al siN-
gR964) , [l i} £b 2% & B 3 9% XF HE siRNA (scramble
siRNA ) FIAE Ay BH X B MAP2 45 574 siRNAP,
b2 45 B FE A SCEE () 37 3 2 1 TT (A ¥R 3 X
mRNA R A7 S AR REBC X ) | B 455 1 57 %t
WERRER 37 R ILAL A A B SE A B (A T 4R
KIE BB EE siRNA)

siNgR199 1E X 4% .5 -CCGAAUCUCU-
UACGUGCCATT-3'; Jz L% .5’ ~-UGGCACGUAA-
GAGAUUCGGTT-3';

siNgR964 1E X ## ;5" -UCAGCUCACUGAU-
GAGGAGTT-3"; & X 4f .5~ CUCCUCAUCAGU-

GAGCUGATT-3';

sIMAP2 IE X £ 5" ~CGAGAGGAAAGAC-
GAAGGAUU-3'; Jx L% 5'-UCCUUCGUCUUUC-
CUCUCGUG-3',
1.2.2 B2 2 R0 S 40 M i 55 SR R g 2 18d
SD K BRI A3 SIUME G 75 8B, BCHE K i 12 J2 A
,0.25% B 2 B M 4k 15min, 7 &% DMEM JZ
5%FBS FiAF 3 77 A b R 4E A 2L 30 000 /em? (1)
R B bR TE 22 RO R B9 1Y 24 LA B G 57 AR
R R B2 A 37°C .5%CO, 55 546 ,3h e, 8 B
FE R4 A Neurobasal . 3d B4t 1 IREFFE MWL, T A 5K
BTN ML FP AR S 5~8d FFah . FEX SR Y L
WL B 1 28 Ji S A

PR S T 3 [ NgR \MAP2 I %F B siRNA fY 54
¢ M TransMessenger % 4t i | (Qiagen,
Chatsworth,CA) . 45 KW 45 ,siRNA (24 1L
B b 4L 0.8g) i it Enhanser R 5] ik 4
I 5 2l TransMessenger JE L E &Y, H4 &
Y B2 300l Neurobasal H1, 540 iR 4 ,2h
Je e e 52 A Wik Neurobasal A0, #5 % 48~72h J5
HEAT MAP2 41 g 4% 8 53 A7 5 72h J5 42 B0 s
RNA, SZib5 62 B PCR Kl NgR mRNA # ik
K BEASSEIGREAS 3 AT 5 Sl i = ANl Sr R
FLUESE
1.2.3  J 2 R B 40 M i S e 0 O b A
48~72h J5 X MAP2 AT S 9 EhRic . % Yext iR
siRNA Il MAP2 #F 5% 14 siRNA B9 #if £ 5¢ | PBS
Yk 4% % B W [ 2 ,0.25% Triton X-100 %
7, 1 H PBS YEPH R LA L, 109% 11 2 1l 7 £ 74,
A MAP2 9/ U HT (1:200 B2 & 1% 10
EMIERY PBS W H NeoMarkers A 6] )4CHF &
1, PBS Uk =K i 5 2 PR EAEGE A9 L R BTN
B —HL (Molecular Probes 23 ®)) &, & )5, 40
JtLFH PBS W, 7E [F] 45 0 BE O 25 18 T FA 88 S b Ak
FIRESHE
1.2.4  SEWPOEE R PCR 0T 408 5 RNA 42
UM 5 58 cDNA, 4% 18 cDNA A 0 571 & 9 77
W7 E AT . SE PO E i PCR WIS FEAN T .
50pl f2 AR ZR o S DR 3 S5 ) NgR 3k
AL CRWES 045 0.3uM #545 0.20M . GAPDH 3
A b RS 45 0.3uM FR 4T 0.2uM 325l PCR
master mix 2pl NgR ¢DNA, #RJ5 78 SE B 28 6
i PCR AL AT I, s L 25442 . 50°C T
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AR 2min; 95°CAE M 10min; 95°CAE P4 30s;60°CiE
K Tmin, ¥ 34 40 ME
1.3 B dusrrfge itz ab 3

SISO AE B PCR B4R 43 B AR 4l & 2 5 A
GAPDH X} NgR mRNA FRik7K-F- 017 J5 1k £ s %
e, N R EXCEL 31 7 ge it 0 #r . W4l
V) 50 B0 1) B A IO FH 20 ) ¢ K 5 43T

2 R
2.1 RIEGCII AR

YN AU W B R IR LF- BT AT T e 1) o 480
H MAP2 [ #15 BH B4 siRNA RSP oA
#E B XT IR Scramble siRNA Bl (& 1.2, )5
iV,
2.2 SEWFHEGE B PCR AT 4R

e [A] — B W AR 22 H,GAPDH 2 [ Al NgR %
) cDNA 8 [F] I 4734 . NgR mRNA £iA/KF-2
W BUE AR, IF 24 GAPDH N2 A IE 45 1 B R
B e J5 N A B 1R] 5 NeR A9 mRNA 235 KF F 4
(P<0.05), 7EXIME siRNA ZHH NgR A mRNA 7k
T AR (R 1), 45 R oK 24h 48h 72h
F1 96h,NgR mRNA 73 5] % 15 X} B 1) 38.12% |
12.47% 3.96% .18.4% (siNgR199) F1 49.54% .
24.257% .13.17% .37.93% (siNgR964 ) ,

XSG 28 JLESE . (1)RNAL B R4 s 31 i
JEAR B J2 FIE S 40 i 9 V8 NgR mRNA #1955 5%k
5 (2) FEYLE 24h & 72h KR T ER R 5
hn, BEEYYS 72h RNAI B9 8% e 0 5 ;96h J5 %
BRI S & S

# 1 siRNAZHLFARERES NgR mRNA RiEZSE

M (n=3,x+s)
i [i] X B4 siRNAJARIT 4
(h) siSCR siNgR199 siNgR964

0.00135+0.00016%  0.0017+0.00047%
0.00281=0.00044"  0.00547+0.00085"
0.00104+0.00025"  0.0034620.00020"
0.00500+0.00237"  0.00918+0.00246"

24 0.00354+0.00085
48 0.02257+0.00242
72 0.02630+0.00128
96 0.02253+0.01311

(D5 x4 P<0.05

3 g

LRI, B H Bl i A A S 40 ol 4y A 7F 72 3 2802
T 20 SIS AT B v S AP PR IR B 25 D7 12 v A
T O AV ) 49 00 A i P A A 3 e 39 B cAMP K

- K AE GTP il 55 T B BHLIBT AR HE 5 1 i 30
XS — R R T S s gk
A RIIREWR IR, AR, FE 5y FO7 ik AR 1Y ] B
J2 W FH Nogo B o B BT A FILRE W IR Y7 B AS BEHERR
HE B e AH S ) B IR v i g i w2, HL
7 PR T AR G0 38 2ok ot i 5 % 7 1) 5
W M 2 1 P AR AR 1 LB B T RS & AR B g
PRI 5 M0 7E 40 Y BE h0 cAMP #1K 3% Rho & 12
H1 52 1) 22 F 41 8, B 2 Ry 5 O CNS B R
AH Al 28 Az Al R 7 32 2 & Nogo Bl B g AH ¢
BT (MAG) 570 58 i o 40 A &6 % i 4 26 11
(OMgp), —=#HIid NgR &5 HMEMNZ KR
EYREEM ., BT NgR 5 H = AR AL A
SRR | RvE DL 2 R b 2 EATT
A,

RNAi 537 24 1 35 4 BT R, #E3 v] H
FARIFARAA] i T oA e M ek B A e ,
W TE JEAE AR YR . TR U IR AL
FH RNAG £ AR GCER PR HIV | SRR 5 % 9% 75
WA E RS o XEE RNA (double strand
RNA,dsRNA) BEAE LAk 2= 5 B AR M S ik 3
ik/N& F RNA (small hairpin RNA ,shRNA) ay
A FLEE S 2 R T U AU, fh2F A Y siRNA
WG TH R R 5 TR B2 5ER% 5
AR TR RN S, Bz Vs A
BWIFRYT I . o UeAs 2257 24 )5 W SR AR b 42
G H R AR HL A i 0 6 4 i 2L R
Krichevsky P18 T RNA e % 8% BH 25 5 25k
R A 206, HALSEG A 21-nt dsRNA
(siRNAs) 550k DNA A HLAR 45 5 Bl PH 5 1 A i
71 TransMessenger % 4 A J5 AR Je J2 Tt 1 i 2
G, R e AR S BARAE I ARiE

AT LB 25 R R 3% YL RE 7 1) siRNA fig
B A R B AR 28 50 N NgR mRNA (9 3%
ik, H RNAT B R 50 gk, BL3E T Bk
R YL )G 3d e . Har, AT e RNAI
W5 1) Bt S S e DRI 161 A Y ) 23 R 32 1) PR 3
IWARTEATERE, b mRNA J¥5) i S5 — Lk
RNAL 25000 “ B TLPE” — 90 45 b R 25 4 19 s 53 [
T LA KRR 1 AR TR) 9 2 i i B 52 0 25 RNAG A 3%
AN, A0 AR S TR T 1T RE 2 5 K [ 40 g 28 A
R[] siRNA iz % f1 RNA T4 5, B
RNAi B4 40 bk,
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K RSB AHAY 22 A0 22 004 S Ak S

oA, T 2Rk #2E
(1 BIUEE KRR ER 2T FRRT ;2 BIUE E RS IR A =
3 EEPUZE BE RV E R 4 D M SMNRIIT 58 710032 PH%22H)

%3"@&1

o~

(FZE] BE S — R € R R R BUR B AR 25 ph 2 on U Al e B 3R U5 ik o 73k BURT 4 SD K
B P Al AR T R TR T Al vk S R A I R R, T A B L L S A AN B SR T 10% 0 4
L7 5 7 2L A JBE T 440 9 P o 22 5 DR T ) DF 12 5 3R 2 v, WL b 2 T 2k SOIR L, JT 4 B M0 e 22 ST 4 S
P T AL 1 (NSE ) G 72 20 M0 Ak~ e (0 00 5 A MO 2 88 o 5 SR - B R A0 T AR 279 2 T A SO IE W, A
SRR AR L E A B Rk, K E] 0% A AR S5 A K IR D7 IA AT B R R, X T Bk —
AR ABT TR T SRR

(RG] AUMIKEFR  2lfk s S e A AL i AR A 219 s i 420

hE 4> S:Q813.1 XEkFRIRAG A X EHS :1004-406X (2005)-10-0591-03

Purification of dorsal root ganglion neurons in rat/YU Xiaodong,LUO Zhuojing,ZHANG Lin,et
al//Chinese Journal of Spine and Spinal Cord,2005,15(10):591~593
[ Abstract)

dorsal root ganglion neurons derived from rats.Method:Dorsal root ganglions harvested from newly-born rats

Objective:To establish an easy .practical .reliable method for the purification culture system of

were digested with trypsin and produced into single cell suspension,then plated in DF12 media containing
10% FBS and glial cell line—derived neurotrophic factor (GDNF).Cultured dorsal root ganglion neurons were
purified by cytosine arabinoside for 48 hours.The purificational rates were evaluated according to cell count
and neuronal specific enolase (NSE)  immunocytochemistry stain.Result:Cultured dorsal root ganglion cells
could survive healthily.The purification rate of neurons was 90% or so.Conclusion:The dorsal root ganglion
neurons cultivated in the DF12 media with fetal bovine serum and GDNF can survive with nomal cell pheno-
type,neurite synapse growth and the expression of neurifilament protein is available.Which is a useful model
for the further studies.

[Key words] Cell culture;Purification ; Immunocytochemistry ; Dorsal root ganglion; Neurons
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