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Fig. 1 Construction of recombinant plasmid pPIC9K- hFL
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Fig. 2 FL expressed from individual transformants

The arrow shows an intensely stained colony
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Table 1 Correlation of staining intensity on film to expression

in liquid culture

Staining intensity ELISA

GS115/ pPIC9K 0.01

Strong ( 1~ 10) 1. 125~ 1. 468
Weak 0. 520
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Fig. 3 Western blot of culture supernatant of intensely stained
colony

induced for 48 h: 3: induced for 72 h: 4:

GS11I5/pPIC9K induced for 96 h (negative

I: induced for 24 h; 2:
induced for 96 h: 5:

control): 6: Trx-FL expressed in E. coli { positive control) .
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In situ Two film Method for Rapid Screening of Pichia pastoris
Transformants Expressing High- level Human FIt3L’

ZHANG YarrLi, CHEN Snng—Sen** , YANG Ke Gong, Di Xu, XIONG AnrQi, ZHANG You-Hong

( National Laboratory of Medical Molecular Biology. [nstitute of Basic Medical Sciences,

Chinese Academy of Medical Seiences & Peking Union Medical College, Beijing 100005, China)

Abstract Pichia pastoris is a system to express a lot of foreign proteins, however the expression levels of
transformants vary widely from one to one clone. In situ twofilm method is a rapid method based on
immunology to screen Pichia pastoris transformants expressing high-level protein, in which yeast colonies are
lifted from solid culture onto a cellulose acetate film. Then a nitrocellulose film is used to capture the secreted
proteins that pass through the cellulose acetate film. The proteins binding on the nitrocellulose film are stained
by immunology methods. Pichia pastoris transformants expressing high-level hFL are abtained by using this
method, and the expression level in liquid culture is about 20 mg/L. The result of ELISA shows that the
staining intensity is correlated to the expression level in liquid culture. Western blot of culture supernatant shows
obvious band at 25 ku, while the control doesn't show any band. The expression quantity increases as the

inducing time increases.

Key words human fmslike tyrosine kinase 3 ligand ( hFL), expression, Pichia pastoris, in situ two film

method
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