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WE EF, ¥iFxk PCR (RT-PCR) FERFAEH mRNA, #/E3BE 4, 8% H 525 RNase iy

WK, 5 T RbERE, REROE, A 109 P REEh A W E E AT A

BL NP-40 % 3% 4k &b 72 45 il /5 il

RT-PCR, 7R3 T K% 350 bp W RHERREDEHTTEXER R, SHRE X5 EIINE R
RT-PCR ¥ —3. IHEATTH FRBEESAEEA B, EFIF 0 Mk EOZERANRE T

R G REBR 2 1 SCRE 9.

X®1E MHA RT-PCR, EHWAXER, BELLE

E—MH RT-PCR F, AT EH ERE
41 & RNA, B4i{k mRNA, X—3BE %,
5% %| RNase 835, iX f RT-PCR ¥ 45 5%
B K. B f Embleton ZMf Saran-
topoulos ZEHRR ) — Fp £E 40 M 9 34T RT-
PCR ik, XMy EEATRERSF, 5
TYHRE. A SO5 R R RS i ek 3h & 40 Ha
RT-PCR B ARY R MMM 55 7 %
HREQE#AZXERRFE (VH), RBTXK
#) 350 bp BT WY, SHER VH KE—
.

1 HEEF

AR A HTA apoAT B 57 R i A iy 24
RREMEHRFKE FTAREZERREERH, &
4 5% FBS #) DMEM A4 K 325

&M T ERBEEMET, F3AY,

5" Primer(VHIBACK)
5'-AGGT(G/CH(A/CYA(G/A)CTGCAG(G/
C)AGTC(T/A)GG-3'

3’ Primer (VH1FOR)

5' -TGAGGAGACGGTGACCGTGGTCCC-
TTGGCCCCAG-3'

NP-40 l§ 5 Serva v%], W 4k Sigma
7=t » ANTPs, RNasin, AMV ¥4 %8 & Taq
DNA R &8 H Promega /2%, HAtb HE ™
a3 Mo A
1.1 ARMEESEEL

FREFENBEEEFRAR 1 ol £4,
FAZ LR v, WR TR LEN. 5X107
AW M@ 4°C. 2000 X g B0 3 min i
7, F PBS (pH7.2) 5 ml/&K & =8, ¥4]
MZFF 1 ml0.15 mol/L NaCl ¥ W 30
A1 ml Fid s 20%H BE-0.15 mol/L NaCl
VW, K EE 1 h, HAREKRSGRA. 4C.
10 000 X g Bf.L» 90 s it 45 41 M 3 F B 1y PBS
(pH7. 2) %=, §RKEE A WRAE BIZIRIT
MM AAN R BAKREETF 0.2 ml 0.5%
NP-40/7K+, XK ERE 1 h, EFRGHIL

"EXEABNEESRRBWE.
CRBREAFEZTEER, 7 FE 050081
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ARG E. RIS PBS (pH7.2) kiR )5 B H
@A 0.1 mol/L H & B # PBS (PBS-
0.1 mol/L. HEM) ¥—i&., HERBEPTF 0.5
ml PBS-0. 1 mol/L H&#4, A 1 ml FH 4
R E AT, LISET AR Ak, Ri5T
WA, 2%F 0.5 ml PNEF, 10° W/ &,
HAFF —BOCOKE Y o] i i .
1.2 SARARKR

¥ 10° RA & 65 C/AKIGHRE 3 min, EH
FEKE, BHIEWAFSRR N “PERR
R ot

10 pl 5 X 1st strand buffer (Promega)
25 pmol VHIFOR 5|#
80 U RNasin (Promega, 40 U/pul)
50 U AMYV %5 %8 (Promega,
25 U/ul)
K% 30 pul.

BiABEARNAKBRBEESO pl, B
42C 7K ¥ 1 h. 4°C B O 0 % 49 B, F PBS-
0.1 mol/L HEMUE—&, EEE 20 pl 6] —
Rrw g .

PCR ™% Mr

622 bp

527 bp

404 bp

308 bp

B 1 #IEA RT-PCR =4 kik R
HHEREE 1.5%, BIk@BMA 0. 5% TBE.
EFER 20 pl. Mr. DNA 43 -8R,

Prog. Biochem. Biophys. « 381 -
1.3 4B PCR § 14
1£ 0.5 ml MENIIA :

10 ul RN BFEREHE AR

25 pmol  VH1BACK §{#)

25 pmol  VHIFOR 3|#)

200 pmol dNTPs

5 pl 10X Tag DNA ZREE N

(Promega)
2.5 U Tag DNA Z£®8 (Promega)

7K ZE 50 pl, KL PE-9600 B $h {31
X EFT: 95C . 60s; 42°C, 60s; 72°C . 90s.
35 NMERF, P L SYEISERERE
ok K ]

2 ER5R

Haase ¥ @M G FHAREE, 29K
17 A 3E 33 47 FRAE PCR ¥ 3%, (B )5 SEAY LR
B, (F AR 2, NP-40 B (LA
B PBS-0.1 mol/L H E MR FHRAEBT™ £
BEANRY MY EROINER S, B
FLRERE WA KLY 350 bp T WK B,
HENERR — 5% i@ %8 RT-PCR
HEFRBIMNER B (FEE). £X—dE
., SEALEBRYUTN, FN5FAREEDR
AHBRA, LT M™Y.

0L PCR B 5t 7 A F 2% 4 40 B 79 & 4R 0
# (lentivirus) DNA P18, ¥ 2w B+
AR GERERF HIV) FREa980 85 . fi
EREFEMHAKRFFEIT RT-PCR Y TEEN %
FLHHE, HAHAEHRX.

a. AT THRANEFEER mRNA @
W Ry, REEHE I mRNA #9 K%,
ATHEHIE. FREE, FRMES.

b. 40 M P9 3 R P B AR a[ R
M EZHF mRNA (I8 BREER¥,HT
BREFEANED, MBESH. LHRER TS
67

c. WRTMKEEY VL-VH EEHE BB
FHEREEE, ATk BREER&EN
HEW. WEGHEY . A THREAEEEN
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d. #EAH X CHIGE . WPFHIR SR RECH
HH P RBH PCR Y E AT, XL,
M RE B A0 i RS 0 LR E T
B2 %R TR — B 4643858 B K 7
Y. XFE, AHP RT-PCR AT UN AT £
EVIRERET.
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In-Cell
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Abstract

merase chain reaction (RT-PCR) is a compli-

General reverse transcription poly-

cated process with low efficiency. And high
quality mRNA is required and the mRNA is
The hybridoma
cells were fixed with 10% formaldehyde solu-

easily destroyed by RNase.

tion in normal saline and permeabilised by
0.5% Nonidet After the
mRNA was reversely transcribed to cDNA

P-40 in water.

and the cDNA was amplified by polymerase
chain reaction (PCR), a specific heavy chain
variable region gene (VH) of immunoglobulin
with length of about 350 bp, being consistent
with the product amplified by normal RT-
PCR, was obtained. This technique could be
applied to prepare specific structure gene frag-
ments, to link and amplify chimeric protein
genes and to construct human antibody li-
braries.

Key words in-cell reverse transcription poly-
merase chain reaction C(in-cell RT-PCR),
heavy chain variable region gene (VH), per-

meabilization
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BT HOMRERYT AR EEREERE O RXKE o, f MR ERER (NCF) X Robhi9 % f
fER, RS TR E (0.025%) REAMAEN NCF LHHEBEAWATRG, 2LREAR
iE. BR MBI NCF LEBENREEOWHREINE.
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