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35S-AMV hITF ¢DNA Pleurotus
ostreatus PCR hITF cDNA
hITF IeG ELISA
hITF ELISA
hITF 3 1000 ~ 1250ng/g 1480 ~ 1700ng/g
2000 ~ 2250ng/s 0.7% ~1.5% Western hITF
hITF ELISA
Q943 A 0001-6209 2004 05-0609-04
Human intestinal trefoilfactor 10 " Pleurotus ostreatus
hITF
1.1.2 T4 DNA
7 N 6 Tag DNA Promega Hybond-N
3 1-5 24 36 Amersham hITF
hITF
IsG
hITF
PPT
1
1.1.3 PDY
IT¥ 200g 20g 2 2
* HIF 1.5¢ KH,PO, 0.5g MgSO; 7H,0 10mg VB
g By Uy g MgoUy 2 g VD
Pleurotus ostreatus CYM 10g 20
2¢g 2¢g 4.6g KH, PO, 0.5¢
WITF MgSO,; 7H,0
ELISA 1.2
hITF 1.2.1 pGPTVd35S-1TF
5
1 1.2.2
1.1 50mL PDY 10
1.1.1 hITF ¢DNA pCWTF 25%C 5~7d 3
Escherichia coli  DH5a
pMDT TaKaRa 0.6mol/L
pGPTVd35S ‘o 50mL
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ImL
34C 2 ~4h 15min
0.6mol/L
4000r/min 10min
0.6mol/L 2
10pL 50pL 100pL
CYM 25C
6
1.2.3
0.1pg/mL. 0.2pg/mL
CYM 25C 15d
1.2.4 PCR sps
DNA
PCR 94°C 7min 94°C 1min 60°C
Imin 72°C 1min 30 72°C 10min
PCR 200bp
1.2.5
50mmol/L
Tris HCl pH7.5  50mmol/L. NaCl 400mmol/L
Smmol/L. EDTA  1mmol/L. DTT 0.5¢
0.5mL 3min
10000r/min 10min 4°C
1.2.6 ELISA
8 hITF
1.2.7 Western 15% SDS-PAGE
9 West-
ern
2
2.1 pGPTVd35S-ITF
pGPTVA35S-1TF CaMV35S
mRNA AMV 5’
200bp hITF ¢DNA  Nos
bar
2.2
2.2.1
0.1pg/mL
0.2pg/mlL
120 1

Fig.1 Screen of transgenic P. ostreatus by PPT resistant assay
A. Transformnants growth on 0.1pg/mL PPT  B. Transformnants growth
on 0.2pg/mL PPT.

2.2.2 PCR
DNA  PCR pCWITF
120 30
200bp
2
bp 12 3 4 5 s

<—200bp

2 PCR
Fig.2 Identification of transgenic P. ostreatus by ITF gene with PCR assay
1.100bp DNA Marker 2 ~ 4.Positive transgenic P. ostreatus 5.Ne-

gative control 6. Positive control.

2.3 ELISA
2.3.1 ELISA hITF
hITF
ITF IeG A 1.4cm X
2.8cm hITF
hITF
hITF 1x 10" ~5x 10°
BSA
1 hITF
Table 1  ELISA of the titer of antiserum against hITF
Dilution rate Antiserum A s BSA Ay
1x10 0.297 0.054
0.5x 10 0.265 0.057
1x 10 0.263 0.057
0.5x% 10° 0.262 0.061
1x10° 0.255 0.054
0.5x10* 0.232 0.053
1x10* 0.129 0.056
0.5%x 10° 0.120 0.059
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450nm 2 ELISA
450nm 3 Table 2 Competitive ELSA assay results of Transgenic P. ostreatuus
P <0.05 1 Stage  n  Expression status Aysp reading hITF/ ng/g
BSA A450 =2.1 Wild control 1 - 0.09+0 223.68
1 1 - 0.1380+0 -486.8+0
<2.1 >1.5 <1.5 1 3 - 0.1124+0.0018  —250.11+21.08
1 ITF | 8 - 0.09505 + 0.0056 374 £65.78
3 4 v 4 + 0.0858 +0.0022 959.1+84.91
3x 107~ 110 \ 4 + 0.07950 + 0.0017 1141 +20.05
2.3.2 ELISA hITF voo3 ¥ 0.0700+0.0025 1486 +253.73
hITF VI 6 + 0.05842£0.0020 2176 + 125.42
hITF 40 ~ 2500ng/L
ITF 3 2.4 Western
1:2000 1:5000  1:10000 17
4 Western hITF 13.1kD
4 3 hITF
1: 1000 1 :5000 1: 10000 1 : 100000
450nm 3 ! z : 4 |
1:2000 ® . <I30kD
&
P <0:05
. 3 Western
1:10000 Fig.3  Identification ITF expression in transgenic P. ostreatus with
Western assay
1:5000 P < 1. Negative control expression supernatant of wild P. ostreatus 2 3.Po-
0.01 1:1000 sitive  expression supernatant of transgenic P . ostreatus 4. Standard hITF
1: protein.
100000 3
1:5000  1:10000 Pleurotus ostreatus
2.3.3 hITF
10~13
30 PCR
hITF 40 ~ 2500p¢/1. 358
1 5000 1 5000
4 7 8
hITF Excel
30 PCR
hITF 17 2
hITF 13
hITF 3
1000 ~ 1250ng/g 4 n=4 bar
1480 ~ 1700ng/g 3 n=3 1995
2000 ~2250ng/s 6 n=6
14
bar

0.7% ~1.5%
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Expression of Human Intestinal Trefoil Factor hITF in Transgenic
Pleurotus ostreatus and Its ELISA Assay

XU Xiao-Jing ZHANG Jing LIXi YU Mei-Min RU Bing-Gen"
The National Laboratory for Protein Engineering and Plant Genetic Engineering  College of Life Sciences  Peking University — Beijing 100871  China

Abstract The vector pGPTVd35S-ITF containing human intestinal trefoilfactor hITF ¢DNA under control of the double
CaMV-35S promoter and a Nos terminator was constructed and transformants were selected on a PDY medium containing
phosphinothricin PPT  1.0pg/mL . Integration of the hITF ¢DNA into the genome of Pleurotus ostreatus was confirmed
by PCR analysis. Then competition enzyme linked immunosorbent assay ELISA  was developed for detection and quanti-
tative analysis of humanintestinal trefoil factor and the standard curves were supplied. Results show the highest hITF
protein content in mycelia was 2000 ~ 2250ng/g  about 1.5% of the total soluble protein.

Key words Human intestinal trefoil factor hITF  Pleurotus ostreatus Competitive ELISA
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