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TRIzol RNA
Oligo( dT) 1248 cDNA
PHisF /PHisB PCR PSCA
o 50 pl 2 wl cDNA.
PHisF.PHisB  dNTPs 5 ul 10 x PCR Buffer 0.5 pl
Taq ;PCR 195 C 5 min;
94 C <1 min 55 °C.1 min 72 °C .80 s 30 (72
°C <10 min, 2 ul PCR 1.2% ( W/V)
PSCA PaFv
GenSmart Codon Optimization PaFv
5
Sfil 3 218
Notl o
1.4 BamHI  Xhol
PSCA pET32a
T4 DNA
pET32a-PSCA o
BL21( DE3) Amp
(100 pg/ml) LB 37 C 15 ho

TF/T7t PCR

DNA
Sfil  Notl pDAP2/S
DNA  PafFv
T4 DNA
pDAP2/S-Pakv 0 XL1-
Blue Amp ( 100
pg/ml) LB 37 C 16 h,
pDAP2-Spel/pDAP2 -
Sap PCR o
1.5 TrxA-PSCA
20 pl BL21( DE3) /pET32a-
PSCA 20 ml 100 pg/ml Amp  2TY

3 37 °C 200 r/min

16 ml 800 ml 100 wg/ml Amp  2TY
37 °C 200 r/min OD¢oo o
0.4~0.6 0.5 mmol/L
-D- ( isopropyl-8 -D-thiogalactoside
IPTG) 5 ho TrxA-
PSCA 4 C 8 000 r/min 5

min Ni-NTA o
TrxA-PSCA BCA
4 ng SDS-PAGE o
1.6 PaFv-AP
XL1-Blue/pDAP2 /SPakv
100 pg/ml Amp  2TY
200 r/min 12 ho, 10 ml
200 ml 100 pg/ml Amp
2TY 37 C 200 r/min
OD¢oo 1 0.5 ~0.6 0.5
mmol /L. IPTG o 20 C
200 r/min 14 hs 4 °C.5 000 r/min 10
min 15 ml PBS >
4 °C.12 000 r/min 10

20 pl

20 ml
37 C

min o
1.7 Western blot
pDAP2/S-PaFv
10% SDS-PAGE
NC 5%
2 h 1:5000 His
2 h AP 2 h
BCIP/NBT 0
1.8 AP ELISA PaFv-AP
PaFv-AP AP
AP >
ELISA o PBS
TrxA-PSCA 20 ng/pl 100 wl
ELISA 37 C 2 h PBS o
200 pl PBS 3 200 pl 2% (W/
V) BSA 37 C 2 ho ELISA
200 pl PBS 3 .
100 pl PaFy-AP (20 ng/pl) 37
C 1.5 he 200 pl! PBST  PBS 3
100 1 0.2% ( W/V) pNPP
405 nm oD .
1.9 SPSS 17.0
xES .

t P <0.05
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2.1 ¢DNA
PCR PscA
250 bp ( 1A)
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Expression and detection of prostate stem cell antigen and fusion
protein comprising a PSCA-specific single-chain

antibody and alkaline phosphatase
Shang Guofu' > Liu Jiangli' Yu Huan' et al

('Immune Cells and Antibody Engineering Research Center of Guizhou Province Key Laboratory of

Biology and Medical Engineering School of Biology and Engineering >School of

Basic Medical Sciences

Guizhou Medical University Guiyang 550025)

Abstract The PSCA gene encoding prostate stem cell antigen ( PSCA) and PaFv gene encoding PSCA-specific

scFv antibody were amplified and cloned into pET-32a and pDAP2/S vectors

respectively. After induced for ex—

pression of TrxA-PSCA and PaFv-AP fusion proteins SDS-PAGE and Western blot were conducted to analyze their
expression levels and forms whereas alkaline phosphatase ( AP) color—reaction and enzyme-inked immunosorbent

assay ( ELISA) were applied to detect the activity of PaFv-AP fusion. The results suggested that TrxAPSCA and

PaFv-AP fusion proteins were successfully expressed in soluble form in the constructed prokaryotic expression sys—

tems. Moreover the PaFv-AP fusion retained the antigen-binding capacity of antibody and AP activity.
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