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ot LG4-5 Human Laminin Alpha4 Chain LG4-5 Module hLNo4L.G4-5
DNA hLNe4LG4-5 ¢cDNA pPICZaA pPICZaA-LGAS
GS115 hLNo41.G4-5

LG4-5

hLNe4LG4-5 Pichia yeast
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Abstract To carry out the secretive expression of human laminin alpha4 chain LG4-5 module hILNe4LG4-5  recombinant

expression plasmid pPICZaA-LG45 was constructed by inserting of hLNa4LG4-5 ¢DNA into yeast expression vector pPICZoA. The

hLNo4LG4-5 protein was expressed in GS115 Pichia yeast strain after induced by methanol and purified target protein
obviously promote the expansion and adhesion of 293 cells.
Key words hINe4L.G4-5 Pichia yeast gene expression
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1.2
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hLNe4LG4-5 cDNA pMD18-T/hLNo4LG4-5
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1.2.2 Invitrogen
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1.2.3 hLNe4LG4-5

Sml YPD 28 ~30°C 16
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hLNa41.G4-5 PBS
80mg/LL 80mg/L.  40mg/L
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50pL 96 4
30g/L. BSA 96 4°C
PBS 2 30g/L. BSA 1h
PBS 2 293 0.25%
F-12 2
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2h
100
2 293
96 1.2.5 1
2x 10'/L 24h
PBS 2
100p.L. DMEM 20pL MTT
3- 4 5- 22 5-
4h
150pL DMSO
490nm oD
2
2.1 pPICZoA-LG45
EcoRI  Not I  hINo4LG4-5 cDNA
pMD18-T/hLNa41.G4-5
pPICZaA
EcoR 1 /Not 1 pPICZaA-
LGA45 1
1 2 )
bp P
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23—
LY —
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Fig. 1 Identification of recombinant plasmid pPICZaA-LGA4S

1 DNA Marker DI2000 2 pPICZaA-LG45/EcoR I + Not 1 3
pPICZaA /EcoR 1 + Not I .
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PCR DNA 48h SDS-
2 DNA PAGE Western
2.2kb pPICZaA-1.G45  42kD
588bp 4
2.2kb  588bp Western blot
2.2kb 1.7kb 1098bp pPICZaA 5
588bp 2 hL.Na41.G4-5
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by I 2 3 4
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by — 19329 974— a
—0221 6.2 —
—un
43.0— -~
2200 — ”
L686— :%iia
IL—
S8 — —421 4 hLNe4LGA4-5 SDS-PAGE
Fig. 4 SDS-PAGE of expressed hLNa4LG4-5 from
2 PCR cultural supernatant of GS115/ pPICZoA-LG4-5
Fig. 2 PCR identification of yeast recombinants I marker 2 3 GS115/pPICZaA-LGA-5 4 GS115/pPICZeA.
1 pPICZoA transformant 2 3 pPICZaA-LGA4S transformants 4 A-
EcoT14 T DNA Marker. kD 1 2 £
2.3 974 — ~——
. 662 — -
2.3.1 ABCD4 450
3 D —
2 2 4
A
. 00— ——
sl ‘«g"‘b 5 hLNo4LG4-5 Western blot
: B Fig. 5 Western blot analysis of cultural supernatant
- e . containing hLNa4LG4-5 protein
c ’ G & 1 marker 2 GSI15/ pPICZaA-LG4-5 3 GS115/ pPICZaA.
e __ 2.4 hLNo4LG4-5
B @ %o 5 o
Ni"" -NTA
3 95.3% PBS 80mg/L
.leg. 3 Dot-blot a@ySIS of hLNa4LG4-5 protein 40mg/L. 20mg/L 10mg/L Smg/L. 203
A4 positive control B4 negative control A B C D A clone B
clone C clone and D clone 1 2 3 48h 60h and 72h after was 4
induced respectively.
3 Cl C 48h 2.4.1 hLNa4LG4-5 293
48h 293 hL.Ne41.G4-5
hL.Na41.G4-5
2.3.2 SDS-PAGE Western blot 6 90-
pPICZaA 120min ~ 10mg/L 293
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E3  allG4-5 E8  olLGI-3 LG
LN
2000  Talts " o4 LG1-3
hLNe4LG4-5 293 o4 1LG4-5
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g 40 F
5 4
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20F 1
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6 hLNo4LG4-5 293 LG
Fig. 6 Extension percent of 293 cells on hLNa4LGA4-5 protein LG
2.4.2 hLNa4LG4-5 293
MMT 293 hLNe4LG4-5 hLNo41.G4-5
7 7 40%
hLNa4LG4-5
10mg/L R
<0.01 hLNa41.G4-5 293 pPICZaA Invitrogen
100 - 6 x His
hLNe4LG4-5 GS115
90
g 25.64%
§ 80 F
E 0T —o— hLNOALG4-5
< —— BSA
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e, hINeALGA-5
» s 0 2 @ 293
Protein concentration /(mg/mL) LG
7 hLNo4LG4-5 293
Fig. 7 Adhesion percent of 293 cells on hLNa4LG4-5 protein
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