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Fig.1
Ad41 genome DNA as the template. B PCR product was inserted into the Nde | and Xho | sites of pET30a + plasmid Novagen Madison USA to
generate the recombinant plasmid pET-pV . M1. DNA marker DI2000 1. Coding sequence of pV amplified by PCR 1061 bp 2 3. Clone 1 and 2 of
pET-pV digested by Sma | 4748 1534 bp 4. pET30a + plasmid digested by Sma I 5422 bp  M2. DNA marker A- Hind Il .

Ad41 protein V. pV
Construction of prokaryotic expression plasmid carrying protein V. pV  gene of Ad4l. A Coding sequence of pV was amplified by PCR method with
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Fig.4 Western blot analysis of pV expression in Ad41-infected 293E12
or 293 cells. Cell lines were infected with equivalent Ad41. When

Fig.2  Analysis of the expression and purification of pV by Sodium

Dodecyl Sulfate-Polyacrylamid Gel Electrophoresis SDS-PAGE . A In

FT-0V-containine BI21 DE3 1 v od inelusi cytopathic effect CPE  occurred total cell proteins were extracted and
pET-pV-containing cells pV was expressed as inclusion

bodies or in soluble form under the inducing condition of 37°C° 1 mmol/ subjected to Westem blot analysis. The expression of pV and B-actin was

L Isopropy [3-D-1-Thiogalactopyranoside IPTG or 25°C 0.5 mmol/L determined.
IPTG respectively. B Purification of soluble pV by the method of
immobilized metal ion affinity chromatography IMAC . S. Supernate of Ad40 Addl
the ultrasonicated bacteria P. Precipitate of the ultrasonicated bacteria
C  Control of untransformed BL21 DE3  Pu. Purified pV M. Protein Addl
marker P7708S New England Biolabs Beijing China . Arrows point
to the bands of pV. Ad41
3
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Fig.3  Determination of anti-pV antibody produced in the serums by Western blot. Purified pV was transferred to NC membrane post Sodium Dodecyl Sulfate-
Polyacrylamid Gel Electrophoresis SDS-PAGE  and hybridized with diluted serums. 1-6.Serums collected from the six immunized mice Cl and C2. Serums

collected from the two mock-immunized mice negative control . Arrow points to the specific bands of pV.
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Preparation of antiserum to protein V of human adenovirus type 41
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Abstract Objective The fastidious property of human adenovirus type 41 Ad4l may be resulted from inadequate expression
of protein V. pV  the minor core protein of adenovirus in packaging cells. In this report we prepared antiserum to pV of
Ad41 and for study the mechanism of Ad41 fastidiousness. Methods Coding sequence of pV was amplified by PCR with the
genome DNA of wild Ad41 NIVD103 as template and cloned into pET30a +  vector to generate a recombinant plasmid
called pET-pV. His-tag-fused pV was expressed in pET-pV-transformed E. Coli strain BI21 DE3 by adding the inducer of
Isopropy $3-D-1-Thiogalactopyranoside IPTG and purified with the method of immobilized metal ion affinity chromatography

IMAC . Antiserums to pV were collected from pV inclusion bodies-immunized mice and evaluated by Western blot. Results
The sequencing assay showed that the cloned pV gene was highly homologous with that of Ad41 Tak strain and there were only
three residues changed in the corresponding amino-acid sequence. pV was expressed as inclusion bodies or in soluble form in
BI21 DE3 cells under inducing condition of 1 mmol/L IPTG 37°C 4 h or 0.5 mmol/L IPTG 25°C 8 h respectively.
Antiserums to pV from most immunized mice were highly effective for Western blot assay. After infected with equivalent Ad41
293E12 an Ad41l E1B55K-transfected 293 cell line expressed more pV than 293 cells. Conclusion We successfully
prepared antiserums to Ad41 pV and it could be used in Western blot assay to study the fastidious property of Ad41.
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