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[Abstract] Objective:To prepare for mAb of progesterone receptor. It would provide support for the immunohistochemistry he—
hind. Methods: Target gene connected together with a carrier by seamless cloning method. The target protein that expression by indu-
cing was collected. And with cell fusion method , the monoclonal antibodies were preparation. Then the mAb were detected by
IHC. Results: The mAb (clone 7C7) was detected and it found positive for the breast, uterine fibroid tissue, showed negative in colorec—
tal cancer tissue, smooth muscle tissue,the goal of the claim were achieve. Conclusion: Finally, we found the method that prepare for

mAb was far beyond our imagination. The result of ITHC on different samples about mAb (7C7) obtained compliance with anticipa—

tion. Study on the difference between the PR-A and PR-B had significance.

[Key words]
Z 4 2 57 4K (Progesterone receptor, PR) {F N #,

MFREEEMIESIER . MEA AT AR Y
v BT A R B 9 P 4 A YR 9T 7 ik R E LA S8 PR
NPHAE S AH P9 23 WA IR R ANEE R R A - BT XS Tt
#2 Horwilz %[l] WF 50 BOWF 98 B, PR 3= 22 oy o
AEFEE, B PR-A 5 PR-B . ELM%EKR
BT IEARL E Y R AT 4 WA v A

(D] g e AT B2y w15 4 M ol 0 2R 02 7 TR R R 5 o
s HEM 450001 .
@il Af # 1 E-mail : biozjy@ 126. com.
PEF R A BN EE (1965 4F =) o o, Wy 0 TR 2 20 M SR 7 8k
HEAGP o By AR M A L BT 28R GMP KR 75 245
GSP 1A IE « 24 & i I B 75 1) T4 E-mail : 18638775977 @
126. com.
WRTE# AR SO 55 (1963 4F —) . 3, ma g SR 5R 0, 32 3 M
S Al A 0 2 R [ 2 A 2 I I AR E-

mail : qihua63@ 163. com.

Progesterone receptor; Prokaryotic expression; Monoclonal antibody

AR R A RE SR EAHEEVIRRE. H
I 7 B 5 05 2R} e 28 204k 7 1T 8 FH 1% A [R) M2 Y # e
BEDUAR CAH 28 2 (H 2 8 75 i Pk 2 9 [ S lei-
ca~ Dako %5/ 5] P2 iy » Qi fn] A 16 DR o) 48 3R 1S — Bk
571 PR-A BLsC fEHLAR N L5 2 Bl 845 0
R E . AW AR TR E S S5 T
PRIE L HER A 3R 15 PR-A B4 80 5 B B4k, Ry JiF 4 (1) WF
TR S

1 MEST5k

1.1 FZEEHE PR cDNA JERE T Origene 22
] pET28a i fi # /& « DH5 o« BL21 [ Bk 4 i 5 1
Fp B 2 ot RS ;T 4% v B T I T g R AR
PCR 51928 i1 L il 4= T A9 4 il Ndel 55 Xhol
PG T TaKaRa 2> %) ; His 4fi4¥ 4% Protein G 4li{k,
FER GE 237 i s B G V2 750 Dy b 18 08 0 7 o s
PE 8 JE Y BALB/c /s W 1] 75 4 3h 4 SE 36 b oLy
SP2/0 7 bk i A 55 56 % £/ 47 : PR-APR-B s 41



Biodragon
线条


« 1014 -

L5 50 B i AR N leica 24 &) 72 B 5 43 Il M 16 AN
SAN27 ; L Ath 25 4k 225038 o #r 4

1.2 ik

1.2.1 HM% PCRF 4 & it PRA L FiiEs]
Yy, L) PR AR K], $H0 492 ~ 1 443 bp 2
[6]f%) DNA 7 Be, Wit B R #1945 51k :5°-GCCTG-
GTGCCGCGCGGCAGC-CATATG-ATGAGCCGGTCC-
GG3"F1 5°-GTGGTGGCTGCTGGTGGTG-CTCGAG-CT-
TGCAGGGCGGCGGC3 . PCR 414 H (1) %7 » i% H
M4 14 5 & Wi v KOD i, 4 ¥4 F2 /3 :94°C 7 min il
A5 E,94°C 30 s 481, 55C B K 30 5,68%C ZEAH 60 s,
TER BN 30 . PCR 45 G 4 1% ¥4 R EE i
Uk 4 5E I DI e H

1.2.2  JFOREOUEG ) B TG 6% va e My i S A R
pET28a & & TaKaRa 7 i i B 15 1 Z 3K, 7E Buffer
K 2261 > % Nde 1 5 Xho [ W YIEFTE 37 C
TNEEY) 2 he J5 28 1 R i v K (R Wi Bl 1) S DKL %
. ¥ PCR ¥ 43K 7531 H i) v Bt 5 pET-28a XL
DI A b B I8 I 6% o o ) 6 U O ) BE R, 4%
8 —5E FL IR & 5 » NN Buffer 5 & 4 i, 7£ 37 °C
FH:E 20 min # A DHSo B 9, B S HiAEE
T

1.2.3 HEHFKKEE S REAb ¥ 1.2.2
PRI 8 BEY KBS %, B2 kL, R A Nde I #1 Xho
1 R 46 5 » [A) B o8 B PR 26l 1) B o i 1 %
Wy, PIWTA TR 2 iR A BL21 7 &
AN, 78 IPTG ¥ 5 J5 | Fl PBS 22 ol il i 75
e, £ HME AR LRE, BANEEL SR
HRER. G40t His HE4lith, R HMEA.
1.2.4 HEARESHEMEN REHHED
HE, SR A RS, 1% S0 we/ H R E
SN /IS BB ALY » 28 0k R IR R 2 TS A I /s R Bt
AN KT VA B e P R kA R O R R A
B — RN R ko dr o sg e H & B K
2150 pge

1.2.5 s Rpuidiig 5aitt o Wit
i 4E SP2/0 4k, %8 1 200 r/min 2.0 10 min. HY
/0N B BB 22 F S A8 F B, B PO 9B JS R 0 PR 25 R 5
SRSy o 4y B SP2/0 54N R A B H ¥
Py A IR 1 S E AT IR A 1 200 r/min &0 10
min. £ PEG1500 i 35| (% S FEEATRG . fd
S 4 8 10 JT 40 e /LB AT Bl 75 HAT ¥ 0010 ik 9%
PEFRIESE R R, B R A K 2 LK 29 30 % LA L.
fHE H & A (1.2, 3 FFT3k43) 200 ng/ L4 ELISA
LA, 4°C i B il ELISA [a) 422 325 46 Il ik

o [ o 4k 2016 SEH 32 4R

Ji CR 2 R AR » K FEL P 4 P AR 5 B AL, 38 IE S 8% 7% 4
J 45 40 i B H 208 50 75 ~ 200 J5/ 1 S 4 il
R /N BRI R EAT BE R 5 10 ~ 15 d A AR AR
7K, 438 Protein G AE AT 4lAL , IR 15 5 52 FEHiiA
1.2.6 HsiREHAYIL%SE 6N PRA K
H At 5 5 B i A 3 0 508 B A N K 2 38 — PR
AR (N T N R IR AN R N AN e
WL A2, RN GUELEY) 6 3k v 1 Horp 3 skl 7
FIH leica PR-A Hifhk (5 &5 16) %5, [A10F % B f
F B 7CT BudkfE xd B, Geit 45 1. 4o leica (1)
Bond Il & 5 3l e 9% 2 4k A 4T WL 2% H 3 o 7 4l 1k
B » FR I 45 AT 43 B VR bk o) 25 R4 1 B
e P AR

2 iR

2.1 PCR ¥4 H i 5% 7 fo 8 41 0RL (10 %5 5 45 R

Bl 1 A PCR H [ 4 & 1, 3 H il | 2 a]
CLA B, M DHS o 1 42 HUSR A5 () i KL 28 Nde 1 0
Xho I XUEE Y] % 5E & 8L, /£ 1 000 bp L b4y & Ak
B 2% B R H B 4, il B A A f9 5 kL
1E 1

bp
5000

3000
2000
1500
1000

11 PCR H ) 50 B i bk 45 1

Fig.1 Electrophoresis results of PCR (PR) nucleic acid
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Fig.2 Results of PR double digestion
Note: 1. Double digested plasmid vector of pET28a:2. Double digestion

of target band.
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Fig.3 Recombinant protein was identified after purifica—

tion
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Fig.4 Antibody 7C7 purified by Protein G and electro—
phoresis results by SDS-PAGE
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Fig.5 Antibody 7C7 IHC results of organizations
Note: A. PR-Apositive breast cancer; B. PRB positive; C. Smooth mus—

cle tumors ; 1. Colorectal cancer; E. Uterine fibroid tissue.

Results of statistical that leica PR-A comparison with 7C7 in all kinds of organizations

Breast tissue Breast tissue Breast Colorectal cancer Uterine
Leiomyoma
PR-A PR-B tissue PR( =) lissue ’ fibroid tissue

1 + o+ + - - - - + o+ +

Leica 2 + + + - - - - + 4+ +
3 + o+ + - - - - +++

4 + + + - - - - + + +

7C7 5 + o+ + - - - - + o+ +
6 + o+ + - - - - + o+ +
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