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Abstract: The full length cDNA clones for htMPV NL/1/00 and NL/1/99 strains from both subtypes, and the
four helper vectors pCITE-N, pCITE-L, pCITE-P and pCITE-M2.1 for expressing major viral proteins were
co-transfected into BSR-T7 cell to rescue live virons by reverse genetics technique. BSR-T7 cells were
transfected using Lipofectamine 2000 with 3 pg of the full-length cDNA plasmid, 0.3 pg of pCITE-N, 0.15
pg of pCITE-L, 0.3 pg of pCITE-P, and 0.24 pg of pCITE-M2.1. Three days after transfection, cells were
subjected to one —80°C freeze-thaw cycle to prepare lysates. The lysate was used to inoculate Vero E6 cells.
The obvious CPE in Vero E6 cells was observed 6 days after inoculation. The 450 bp RT-PCR products was
accordant with the expectant. The specific immunofluorescence was observed for inoculated positive cells.
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The results demonstrated that infectious hMPV was successfully rescued. The NL/1/00 recombinant virus
grew to peak titer of 10%* TCIDsy/mL in Vero-E6 cells at 6 days after inoculation and 10> * TCIDsy/mL for

recombinant NL/1/99 virus.
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NL/1/99 hMPV PCR; 3: PCR.

M: DL2000 marker; 1: NL/1/00 recombiant hMPV PCR; 2:
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A B C

1 E hMPV 3 Vero E6 4B &I 4H A7 22 MU (20x 4 $%)
Fig. 1 CPE of Vero E6 cells infected by recombinant hMPV (20xobjective)
CA: NL/1/00 hMPV Vero E6 ; B: NL/1/99 hMPV Vero E6 ; Ce Vero E6
Note: A: Vero E6 cells infected by NL/1/00 recombinant hMPV; B: Vero E6 cells infected by NL/1/99 recombinant hMPV; C: Mock Vero E6

cell.
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Fig. 3 The IFA assay in Vero E6 cells infected recombinant hMPV (40xobjective)
CA: NL/1/00 hMPV Vero E6 ; B: NL/1/99 hMPV Vero E6 ; C:

Vero E6 .
Note: A: Vero E6 cells infected by NL/1/00 recombinant hMPV; B: Vero E6 cells infected by NL/1/99 recombinant hMPV; C: Mock of
non-infected Vero E6 cells.
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