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Abstract: [Objective] The study is to abtain a fusion protein M2e-Fc and to learn its immunogenicity.
[Method) According to the partiality codon of Pichia pastoris,influenza virus matrix 2 protein ectodomain
segments (M2e¢) was amplified by SOE PCR using a couple of long primers. Then M2e gene and avain IgG
Fc segments gene were digested and inserted into Pichia pastoris expression vector pPICZaA, and the ex-
pression plasmid pPICZaA-M2-Fc was obtained. The recombinant plasmid was lineared and transformed in-
to competant Pichia pastoris X-33 strain by electroporation. Then the recombinant transformants were se-
lected by Zeocin and identified by PCR using the 3’ AOX and 5’ AOX primers. The expression of the fusion
protein in yeast cells was induced by addition of methanol every 24 hours to 1%, and was analyzed by

Tricine-SDS-PAGE and Western blotting. [Result] The fusion expression vector for M2e and Fc segments
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was successfully constructed, and the relative molecular mass of the fusion protein was measured to be

23kDa. The fusion protein was expressed at a yield of 321 mg per liter of culture with a specific antigenicity

as demonstrated by Western blotting. After immunized chicken with M2e-Fc,anti-M2e antibody titer was

determined by indirect ELISA. [Conclusion) The fusion protein M2e-Fc was successfully expressed and

had good antigenicity.
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Bl 1 AIV M2e 3K SOE PCR "84 = 4y il i, 3k 25 5
1. DNA 23 T 45 3 2. SOE PCR 48 7= 4y
Fig.1 SOE PCR product of AIV M2e

1. DNA Marker DL.2000;2. SOE PCR product of AIV M2e
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55 A A R [ 58 A 4A RNR 51 ZLAR IS B3 L 1A v 2
B 5 HARGRRERY, FpEny 1 d MesEfs 21 d.3
VK R I 43 35 003 . DA A B M2e 1 S A 4 Bt i
FH I ELISA 350152 M2e HiiAk K.

2 AR5

2.1 AIV M2e¢ i SOE PCR # 1
FHARSE M2e Jp o336 Y 2 22 K519 P1 #I
P2,LL SOE PCR ¥ T A BAR B3 W4 38 11 29 93
bp 1y H By 2547 (& 1,
1 2

2000 bp
1000 bp
750 bp
500 bp

250 bp
100 bp

600 bp
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1. DNA 3 F51E ;2. pPICZaA-M2-Fc i Xho | #1 Xba | WEGI =9
Fig. 2 Identification of recombinant plasmid pPICZaA-M2-Fc

1. DNA Marker DL2000;2. Recombinant plasmid pPICZaA-
M2-Fc digested by Xho [ 1 Xba |
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&3 HAHEAREERE PCR %5E
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pPICZaA-M2-Fe/X-33 JE[H 241 BEAR ¥ PCR 44 7 4y
Fig. 3 Identification of Pichia pastoris
transformants by PCR
1. DNA Marker DL2000;2. Identification of transformants
pPICZaA/X-33 by PCR;3—7. Identification of transformants

pPICZaA-M2-Fc/X-33 by PCR
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Western-blotting 43 #7 45 5 (|8 5) W7~ , 7E 23
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JH AP 1L 37 32547 Western-blotting , 8 JGAT A P& HIE 7]
WL A7 7= A

23.0 ku

4 M2e-Fe il &7 8 Tricine-SDS-PAGE Hi, ik
1~ 4. pPICZoA-M2-Fe/X-33 75 24,48.,72 1 96 h iy I3 ;
5. pPICZoA/X-33 543 96 h ¥k 13 :6. 2 11040 T = brife
Fig. 4 Analysis of the fusion protein M2e-Fc by
Tricine-SDS-PAGE
1— 4. Supernatant of pPICZeA-M2-Fe/X-33 after 24.,48,72 and
96 h induction;5. Supernatant of pPICZaA/X-33

after 96 h induction; 6. Protein marker
2.6 MEER M2eFcHBERYIR
B PETT . A FE G MG T M2e (1) ELISA Hiik
B s Sz 3 B L 356 41 %9 M2e (1) ELISA Hi {&
BPIKFRIGA 1+ 1 600, @A ATEA 1+ 3 200, F- 37K F
BPAMEXS B RS AR, 2R A R 3

1 2 3

23 ku

K5 FEiaEE M2e-Fe i Western-blotting 43 #7
1. pPICZaA-M2-Fe /X-33 33k 3 55T M2e BT ML #9507 77 45 21 5
2. pPICZaA/X-33 ik I 5HT M2e FH M il 175 /9 97 7 45 5
3. A A H5P0 M2e B M LT A F 45 1
Fig.5 Western-blotting analysis of the M2e-Fc
1. pPICZaA-M2-Fc/X-33 with the positive anti-M2e serum;
2. pPICZaA/X-33 with the positive anti-M2e serum; 3. pPICZaA-
M2-Fc¢/X-33 with the negative anti-M2e serum
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