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3
2 1 1 1% 2
! 100071
2 200237
PLXSN -3 hNT-3 pLXSN-NT3
PA317 G418 1.60 x 10°
PCR hNT-3
pLXNS -3 hNT-3
Q789 A 1000-3061 2001 04-0445-04
-3 Neurotrophin-3 NT-3 lybrene Sigma
Nerve growth factor NGF G418 0.1mol/L HEPES pH7.5
40mg/ml. 0.2pm
-20C 4°C 2~3
PBS pH7.4 4mg/mL 0.2pum
-20C 4°C 2~3
1.1.2 hNT-3
M13mp18-hNT3 pLXSN
PA317 NIH/3T3 302
2
-3 1.2
1.2.1 pLXSN-hNT3 M13mp18-hNT3
pfu  PCR hNT-3
hNT-3 EcoR' 1 BamHI
1
5’-CGGAATTCACCATG TCC ATC TTG TIT TAT G-3’
1.1 30mer ACC KOZAK
1.1.1 TaKaRa pu 5'-CGGGATCC TCA TGT TCT TCC GAT TIT-3' 26mer
Sangon T4 DNA Taq 94°C 5min  94°C 40s 55°C 40s 72°C
PCR DNA 90s ,5 72°C 10min PCR
DNA EcoR1  Xba I
LipofectAMINE DMEM pLXSN
G418 GIBCOL BRL Po- PCR
2001-01-11 2001-04-10
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1.2.2 PA317
NIH3T3 10%
100u/mL 100u/mL.  DMEM
37°C 5%CO,
1.2.3 DNA TaKaRa
1.2.4 hNT-3
lipofect AMINE PA317
lipofect AMINE 24h 10%
DMEM 1:4
G418 400pg/mL 3

2~3 200pg/mL G418

1.2.5 3d
G418 24h
0.45pm
- 70°C
6 x 10* 6
30% ~ 40%
ImlL 4p1g/mL

NIH3T3

polybrene
107" 107?
107° 107*4 2 107!

1.2.7 37C 5%0, 3h
3mL 24 ~48h  100% 1:10
12 ~ 26h
400p.g/mL 3
7 ~10d 50

Gimsa

G418

~ 100

G418 CFU/mL =

x 10
1.2.6 PCR

3 PA317
DNA PCR
1 neo"
5'-CAAGATGGATTGCACGCAGG-3" 20mer
5'-CCCGCTCAGAAGAACTCGTC-3" 20mer
790bp
2 hNT-3

1.2.1 790bp

env

5’'-ACCTGGAGAGTCACCAACC-3" 19mer
5'-TACTTTGGAGAGGTCGTAGC-3" 20mer
410bp 97°C 5min
94°C 40s 55°C 40s 72°C 60s 5, 72°C 10min

1.2.7

24 2~
3 37°C 5% CO,
G418 48 ~
96h
NGF
PA317
1.2.7
107! Gimsa
NIH3T3 G418
2
2.1 pcDNA3-hNT3
hNT-3
pLXSN  EcoRl/BamHI
PCR hNT3
PLXSN 1 pLXSN-NT3
2 PCR
3
hNT3 394 GenBank
} AGA—>CGA

BamHI

1 pLXSN-hNT3

o lg%ﬂlﬂ The, g(ﬁ%{@n e gf%i;{ggqrgrlk)inated plasmid pLXSN-hNT3
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1 2 3 4 5 ral particles
(bp)

2.3

— 23130

— 9416

— 6557

— 4361 10

— 2322

— 2027 CFU

10 1
10 2F5
— 564 s
2.8x 10 9x10° ~2 x
10
2 pLXSN-hNT3 PCR
Fig.2  Identifying pLXSN-hNT3 by digested with restriction NIH3T3 G418
enzyme and PCR 10
1.PCR result of the plasmid 790bp 2.pLXSN-hNT3/Sspl 2.4 PCR
the theoretical restriction segment of the recombinated plasmid should
2F5 PA317
be 4.3kb and 2.4kb  3.pLXSN-hNT3/EcoR 1 6.7kb
4.pLXSN/EcoR T 5.9kb 5.0/ Hind Ill marker DNA PCR 4
2F5 DNA neo™ env hNT-3
GATOGATTAC STGGOTACTY ST STONCGA AN TONRTATOACOGT GGAAA
70 30 ac 120 L PA3 17 DNA hNT—3
R
neo env
2F5
AC T 6;20(‘ AAGTTAT .’,',G GUCAT N GAC A’;‘T HCGGEGaE A"zgﬂif CAGRGTE A.}zlz;'}(:‘l'«‘] Cr G
3 pLXSN-hNT3

Fig.3  Sequencing map of pLXSN-hNT3 = part .
The site 102 is the base different from GenBank A

and the other bases are the same.

2.2
G418 10 ®p)
2C3 1E6 1E4 2F5 1G4 523
2B10 1F11 1C2 1C5 1B3 "

pLXSN-hNT3 PA317
G418
neo® mRNA
G418

4 PCR
Fig.4 The PCR result of stable retroviral-producing cell clone
A the PCR result of 2F5 genome DNA B.the PCR result of PA317
RNA genome DNA 1 2 3 is the PCR result of env gene 410bp neo® gene

Pseudovi- 790bp and hNT-3 790bp respectively M.®X174/ Hae [ll DNA marker

1 10
Table 1 The titeration of 10 retroviral-producing package cell clones

Cell clones 2C3 1E6 1G4 1E4 2F5 2B10 1F11 1C2 1C5 1B3

CFU/mL 7.4 % 10* 1.6x10°  9.0x10* 3.6x10* 2.8x10° 2.3x10° 5.0x10* 2.0x10* 9.4x10° 8.0x10°
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2.5
2F5 3
NGF pLXSN
PA317 gag pol  emw
DMEM 5 2F5
PA317 PA317
NIH3T3
2F5 ¢
1 3’LTR 5'LTR
2F5 PA317 5 10
PA317
2F5 hNT-3 PA317
- _ i S oy NT-3
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The Package and Identifying of hNT-3 Recombinated Retroviral Vector

OUYANG Li-Ming ZHOU Tao'  XUE Chong' LIU Zhi-Min'*  ZHANG Si-Liang?
U Institute of Biotechnology Academy of Military Medical Science Beijing 100071 China
2 College of Bioengineering East China University of Science & Technology Shanghai 200237 China

Abstract hNT-3 was inserted into retroviral vector pLXSN to get pLXSN-NT3 and it was transfected into packaging cell line
PA317 to form G418 resistant cell clones. The G418 resistant clones were titered and checked for the existence of replication vi-
ral. Genome DNA isolated from the cell clone of highest titeration showed the function gene hNT-3 ¢cDNA had integrated into the
genome of host cells verified by PCR. And bioassay of the clone’ s cell culture supernant exhibited that it can induce neurite over-

growth in the primary culatures of rat spinal cord dorsal root ganglions as compared with controls.
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