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1.1.3 £ %X 7 TaKaRa Agarose Gel DNA Pu-
rification Kit Ver.2. 0, TaKaRa M iniBEST Plasmid
Purification Kit Ver.2.0, DNA Marker

«C DNA
Promeger .chick IFN
—Y ELISA
1.2
1.2.1 ChIFN— v B &t 5 &% NCBI
(Locus: U27465) ’
ChIFN — Y Y cnIFN
—75' Kpnl /Sall ,
Kozark ; CLIFN—7 3’
Xhol ,
SEKDEL .
, pBlue Script II SK
+) pBSK—IFNG.
1.2.2 Napin PCR ¥ 3%
(D DNA DNA
(2) Napin PCR NCBI
(Locus:AF420598) 1126 bp.

PnapinF: 5 —GGGGTACCTACGTCGACTCT
TCATCGG TGATTGAT — 3, Kpnl  Sal
I ; PnapinR: 5 — GCCTCGAGTGTAT-

GTTTTTAATCTTG—3', Xhol
1.2.3 NOS PCR ¥ 3% NCBI (Locus;
AY452736) ) 283 bp.

Pnos F:5'—GGGGTACCCAAGTCGACGAT
CGTTCAAACATTTGGCAATAAAG — 3,

Kpn1  Sal l ; Pnos R: 5 — GCCTC-
GAGCAGGCTAGCATCTAGTAACATAGATGA-
CACCG—3, Xhol — Nhel

1.2.4 ChIFN—Y PCR

IFNG . ChIFN — 7,

508 bp.

PifngF:5'—GCATGACCTGCCAAACCTAC—
3'; PifngR: 5’ — GCCATTAACAGTTACACCTC —

!

3.
1.2.5 REHMAKGMEHE R [ 10]

1.2.6 BEETERRZF RS H & 5% pSH
—NGN/EHA 105 YEB (
0. 6%, 0.5%, 0.5%,

2 mmol/L, 50 mg/ L, 20
mg/L) 28 C, 190 r/min, 48 h; (50
mmol/ L » 20 Pmol/ L ,

YEB) 100 ‘1
.28 C, 190 r/min, 18 =24 h  ODses=1.0
5.5% 200 #mol/ L .22 C1
h; 100mg/L2,4—D 0.005% 20,

1.2.7 BEerkE ik

2~3 .
, 0.045 ~0.050 MPa
25 min, .
3~4 . ,

, 20~

22 C . 16 h, 3~4d.

1.2.8 ChIFN—Y #&& 49423 20¢

, , lg 1.5

mL (0.2 mol/L NaCl,

1% SDS, 1% 2—ME, 0.05 mol/L PBS pH 7.5)
2 h, 20 min 1 .10000 r/min 5
min, .
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pSH—NGN (

Kpnl

2).

Sall Kozark

GGGGTACCCAAGTCGACAACCATGGCTAACAAGCTTTTCCTTGTTTCTGCTACCCTTGCTTTCTTCTTC

CTTCTTACCAACGCTACGCGTATGGCTGTTCCAGCTTCTCCACAACACCCAAGGGGATACGGAATTCTT
CTTCTTACCCTTCTTCTTAAGGCTCTTGCTACCACCGCTTCTGCTTGCAACCACCTTAGGCCACAAGAC
GCTACCTTCTCTCACGACTCTCTTCAACTTCTTAGGGACATGGCTCCAACCCTTCCACAACTTTGCCCA
CAACACAACGCTTCTTGCTCTTTCAACGACACCATTCTTGACACCTCTAACACCAGGCAAGCTGACAAG
ACCACCCACGACATTCTTCAACACCTTTTCAAGATTCTTTCTTCTCCATCTACCCCAGCTCACTGGAAC
GACTCTCAAAGGCAATCTCTTCTTAACAGGATTCACAGGTACACCCAACACCTTGAGCAATGCCTTGAC
TCTTCTGACACCAGGTCTAGGACCAGGTGGCCAAGGAACCTTCACCTTACCATTAAGAAGCACTTCTCT
TGCCTTCACACCTTCCTTCAAGACAACGACTACTCTGCTTGCGCTTGGGAGCACGTTAGGCTTCAAGCT
AGGGCTTGGTTCCTTCACATTCACAACCTTACCGGAAACACCAGGACCTAGTAATAGTCCGAGAAGGAC

GAGCTTCTCGAGTC
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Fig.2 The expression vector pPSH— NGN used for Agrobacterium — mediated transformation of lettuce plants
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1 2 M
kb
14. 6
1.9
<— 508 bp
1: pNGN/ KpNI1 +Xhol ; 1. ; 2~ 4. ;
2: pNGN; 3: DL15000 marker 5. 3 6:
3 pSH— NGN 4 PCR ChIEN—Y
Fig. 3 Restrcted enzyme digestion recombinant plasmid Fig. 4 PCR amplification of ChIFN—7Y from transient ex-
with Kpnl and Xhol . Lanes 1: a band of about pression in lettuce leaves. M: DL15000 marker.
1. 9kb corresponding to NGN gene is present. lane Lane 1 Positive contwl; Lane 2—4; The sample of
2: pSH plasmid. lane M: DL15000 marker transient expression lettuce (a band of about 508 bp
corresponding to IFNG gene is present). Lane 5;
control group. Lane 6: Negative control
1 ELISA ChIFN—7Y (pgog »
Tab. 1 Transient expression levels of ChIFN—7 by ELISA(pg°g ')
1 2 3 4 5
680 711 590 653 715 11 0
660 690 610 661 705 6 0
674 705 602 648 698 7 0
671 702 601 654 706 8 0
(CaM V)358
, 1 . N , S
. N N ) , » RNA
[12 13]
K K K b
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[ 14]
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Construction of plant expression vector consisting of

ChIFN-Y gene and its transient expression

. 1,2 52 2
WU Yong-jun ~, ZHAO De*gang1 , SONG Li’, XU Wen-zhao'
(1. College of Life Sciences, Guizhou University, Guiyang 550025, China;

2. Guizhou Key Laboratory of Agro-Bioengineering, Guiyang 550025 China)

Abstract: The coding sequence of the chicken interferon gamma (ChIFN-Y) gene w as optimized by modi-
fication of codon usage to that of Brassica napobrassica plant genes. The synthetic ChIFN-Y gene, along with
an endoplasmic reticulum retention signal (SEKDEL ), was placed under control of the Napin promoter and
napin signal peptide in the plasmid with isocaudarner technique, pPSH-NGN which transformed into Agrobac-
terium tumefaciens EHA 105. The transient expression system utilizes lettuce (Lactuca sativa L.) vacuum-
infiltrated with Agrobacterium tumefaciens. The ChIFN-Y transient expression level in lettuce was deter-
mined by enzyme-linked immunosorbent assay (ELISA). The results provide a basis for the next stage of sta-
ble genetic transformation of brassica napobrassica plants as an oral vaccine, simultaneously also provide a new
method for efficient and rapid identification gene expression.
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