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Intracellular Expression of Human Pulmonary Surfactant- Associated
Protein in Methyltrophic Yeast, Pichia Pastoris

WAN G Xia, FENG Zhi-Chun, LAN He Kui , et d.
Department of Pediatrics, Zhujiang Hospital , First Military Medical University, Guangzhou 510282, China

Abgtract :  Objective  To study the expresson of pulmonary sufactant-asociated protein Al (SP-A1l) in
Methyltrophic Yeast , Pichiapastoris. Methods The cDNA encoding SP-A1 derived from the hedthy adult’ slungs was
cloned into the pPIC3.5K, an intracdlular expresson vector of Pichiapagtoris, and then trandormed into Fichiapastoris
by dectroporation. The PCR fast detection method and G418 resstance method were used to screen the postive
trandormants and the multiplecopy tranformants, regpectivey. SP-Al intracdlular expresson was induced by
methanol. DS PA GE and Westernblotting were goplied to detect the characteristics of the product. Results SP-A1
gene was highly expressed in Fchia pastoris. The molecular weight of the protein was 32 kD by SDS PA GE anadyss.
Anti- SP-A polyclonad antibodies could ecificaly recognize SPA1 protein. Conclusions The human tissue gecific SP
A1l protein can be highly expressed in Methyltrophic Yeast , Pichia pastoris and the products can show antigenicity.
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Fig1 Digestion of pPIC3. SK/SP-Al and pPIC3. 5K with
SnaB I and EcoR |

1. DNA marker; 2. Digestion of pPIC3. 5Kspa with Snal3 1 and
EcoR I; 3. pPIC3.5Kspa; 4. Digestion of pPIC3. 5K with SnaB I and
EeoR I; 5. pPIC3. 5k

B2 pPIC3. SK/SP-AL # pPIC3.5K & PCR
Figl PCR of pPIC3. 5K/SP-Al and pPIC3. 5K
1, 8. DNA Marker; 2, 3. spa ¥4 Recombinant pPIC3. 5/5P-
Al; 4, 5, FRETAF pPIC3.5K; 6, 7. [HE pPIC3. SK/SP-Al;
2, 4, 6. Primer of AOX1; 3, 5, 7. Primer of SP-Al gene
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F 144 h KRKRER,FFEAN 32 kD, EFP
AW EARH. WE34. HERAZRER
{&(1:300)5 %% H SP-Al #4T Westernblotting,
ATHBRNRNET RBUFRENESEY
SP-Al,

3 SP-Al # SDS-PAGE(8% )
Fig3 SDS-PAGE (8%) analysis of the
SP-Al expressed in P. pastonis
1. BieErd IR (A 8 {& M4 pPIC3.5K); 2, 3, 4, 5. Recombi-
nation SP-Al.

)

4 SP-Al # SDS-PAGE(8% )
Figd4 SDS-PAGE (8% ) analysis of the

SP-Al expressed in P. pastoris
1. Recombination SP-Al; 2. Molecular weight markers (66 Kd,
43 kD, 31 kD, 20 kD).
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