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Abstract:Objective To establish the ideal model of resting B cell containing Epstein-Barr virus in
vitro by EBV latent infected CD5" B cells of peripheral blood. Methods CD5'B cells were obtained by
mouse IgG magnetic beads. We took advantage of neomycin resistance to reorganize EBV genes (NeoR
EBV) on the CD5'B cells to transfect G418 as the selection antibiotics, and labeled by BrdU. The immune
phenotypes, gene phenotypes and proliferation of CD5'B/EBV cells were detected by Western blot, double
immunofluorescence and flow cytometry, respectively. Results In CD5'B/EBV cells, expression of EBNA2
and LMP1 were significantly increased. Also, the expression levels of immune phenotype of CD20, CDS8O0,
CD38 and CD86 were significantly increased, however, CD23 was not changed much in CD5'B/EBV. BrdU-
negative cells were visible in EBNA2-positive cells. After cell factor activated, Ki67-positive cells were
visible in Brdu-negative cells. However, Ki67-negative cells were visible in EBNA2-positive cells, resting
B cells were exist in CD5'B/EBV cells. Conclusion CD5'B/EBYV cell established in this study were
characterized with resting B cells latently infected by EBV.
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Tablel The antibodies applied in the study

Antibodies Clone Isotype Source
CD20 B-LY1 Mouse 1gG1 Dako
CD23 MHM6 Mouse IgG1 Dako
CD38 HIT2 Mouse IgG1 BD
CD80 BB1 Mouse IgM BD
CD86 FUN-1 Mouse 1gG1 Dako
EBNA2 PE2 Mouse IgG1 Dako
LMP-1 CS1-4 Mouse Novo
BrdU - Rabbit Dako
Ki67 - Rabbit Dako

Notes: BD:BectonDickinson,San Jose,Canada; Dako: Dako,Glostrup,Denmark;
Novo:Novocastra,London,the United Kingdom;—:not applicable
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Figurel Cell immune phenotypes of CD20, CD23, CD80, CD38 and CD86 in all groups detected by flow cytometry
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Figure2 LMP1 and EBNA2 protein expression detected by Western blot in all groups

DNA EBNA2 & BrdU EBNA2 BrdU

Double labeling of DNA (blue) with EBNA2(red), BrdU (green) in CD5+B/EBV cells were incubated with BrdU for 4d, BrdU-negative cells were
visible in EBNA2-positive cells( Bars = 20um)

B3 et ENEBrdUIRIC4REHICDS B/EBVAEIE S
Figure3 CD5'B/EBYV cell labeled by BrdU for 4 days detected by immunofluorescent staining

BrdU&Ki67 BrdU Ki67

EBNA2&KIi67 EBNA2 Ki67

Double labeling of DNA (blue) with Ki67(red), EBNA2 and BrdU (green) in the CD5 B/EBV cells were activated by reactivator for 18h. Ki67-

positive cells were visible in Brdu-negative. However, Ki67-negative cells were visible in EBNA2-positive cells(Bars = 20um)
B4 SERARENRZHEEFHFS /NE/FHICDS B/EBVAERL
Figure4 CDS5B/EBYV cell activated by reactivator for 18h detected by immunofluorescent staining
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