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1) Suppression of viral replication in human embryonic kidney-derived 293 cells chronically
infected with porcine endogenous retrovirus: K. BABA, K. NAKAMURA, H. KOIZUMI,
T. SHOJIMA, R. NAKAMURA, M. ISHIKAWA and T. MIYAZAWA

Porcine has been a good candidate for the source of organs for xenotransplantation.
However, there is a risk that porcine endogenous retrovirus (PERV) integrated in the genome could
infect recipients followed by emergence of new infectious diseases. Therefore, it is a serious issue
to control PERV infection and replication in humans. In this study, we analyzed the mechanisms of
impaired replication of PERV in 293 cells chronically infected with PERV-A, in which viral
production was not observed after long-term culture (293/PERV-A LTC cells). The processing of
Gag protein in 293/PERV-A LTC cells was analyzed by immunoblot analyses. Moreover, the cells
were transfected with following plasmids: vesicular stomatitis virus glycoprotein (VSV-G)
expression plasmid (pCAG VSV-G), Moloney mouse leukemia virus gag-pol expression plasmid
(pMogpIRES) and PERV-A gag-pol expression plasmid (pPAgpIRES). The release of infectious
virions was assessed by LacZ pseudotype virus assay. Capsid protein was not detected in
293/PERV-A LTC cells although Gag precursor protein was detected in the cells. This result
indicated the impaired processing of Gag protein in 293/PERV-A LTC cells. No viral release was
observed when 293/PERV-A LTC cells were transfected with pMogpIRES or pPAgpIRES. When
293/PERV-A LTC cells were co-transfected with pCAG VSV-G and pMogpIRES, the viral release
was observed whereas the infectious titer was obviously lower than that in 293 cells transfected
with same plasmids. In contrast, no viral release was observed when 293/PERV-A LTC cells were
co-transfected with pCAG VSV-G and pPAgpIRES. These results suggested that the process of
viral release was also hindered in 293/PERV-A LTC cells.

2) Rapid quantitative assay for T-lymphotropic feline immunodeficiency virus in a feline
astrocyte-derived cell line (G355-5 cells) expressing feline CD134: M. ISHIKAWA, M.
OKADA, K. BABA, T. SHOJIMA, M. SHIMOJIMA, T. MIURA and T. MIYAZAWA

Few laboratory strains of feline immunodeficiency virus (FIV) can infect Crandell feline
kidney cells (an epithelial-type of cells), however, most primary isolates are T-lymphotropic.
T-lymphotropic FIV requires both feline CD134 (an activation marker of helper T-lymphocytes)
and CXCR4 (a chemokine receptor) in infection as primary and secondary receptors, respectively.
In this study, by using G355-5 cells (a feline astrocyte-derived cell line) transduced with a cDNA of
feline CD134 as target cells, we developed an assay to quantify T-lymphotropic FIV strains. With



a previous method using a feline T-lymphoblastoid cell line (MYA-1 cells) highly sensitive to FIV,

it took 12 days to complete the assay, however, it took only three days with the new method.

3) Establishment of a sensitive detection method for infectious RD114 virus: M. OKADA, S.
SAKAGUCHI, T. SHOJIMA, K. BABA and T. MIYAZAWA

We established an assay system to detect infectious RD114 virus. Among four human cell
lines examined, TE671 cells (human rhabdomyosarcoma) were most sensitive to RD114 virus.
Infection was enhanced approximately 5 times by addition of polybrene® at concentrations of 2 to
8 ug/ml in the medium during viral adsorption. Ten-fold serially diluted RD114 viruses were
inoculated onto TE671 cells transduced with LacZ gene, then the production of RD114 virus was
determined by a LacZ marker rescue assay. We detected the endpoint dilution at 12 days post
inoculation and the marker rescue assay was as sensitive as polymerase chain reaction test. Based

on the results, we proposed a standard protocol to detect infectious RD 114 virus.

4) Molecular cloning of a cDNA encoding the feline CD62L: Y. NISHIMURA, M.
SHIMOJIMA, Y. TOHYA, and T. MIYAZAWA

We cloned a cDNA fragment encoding a feline homologue of L-selectin (CD62L). The
extracellular region of the feline CD62L fragment contained a calcium-dependent (C-type) lectin
domain, an epidermal growth factor-like domain, and two Sushi/CCP/SCR domains. The flow
cytometric analysis confirmed that the feline CD62L molecule, which was expressed 293T cells,

retained an epitope recognized by an anti-human CD62L monoclonal antibody (Leu-8).
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