Cell-free virus preparation

Preparation of cell-free virus from the culture supernatant is carried out by following the
procedure outlined below:

Cells and debris were removed from supernatants by centrifugation at 800g for 10 min,
and then passed through a 0.22um filter (Millipore Corporation, Bedford, MA. Cat. No.
SLGS 25 OS). The filtrates were concentrated tol5 to 20 fold through a centrifugal filter
device with 100 NMWL membrane (Milipore Corporation, Bedford, MA. Cat. No.
PLHK02510). The virus stock preparations are stored at -80°C until use. Virus levels are
measured by either a real-time QRT-PCR assay or by determination of HTLV-l gag protein
using a commercial ELISA test kit (ZeptoMetrix, Buffalo, NY. Cat. No. 0801116). Thawed
virus preparations lose infectivity and cell binding activity within several hours unless kept
at 4°C (Hague et al, 2003).
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