ISOLATION OF HENDRA VIRUS FROM PTEROPID BATS: ANATURAL RESERVOIR OF
HENDRA VIRUS
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RT-PCR was performed with the Expand RT preamplification system according
to the manufacturer’s recommendations.

For RT, 2-5 ul of template RNA was annealed with 10 pmol of reverse-sense
primer in a total volume of 5 pl at 65 °C for 10 min.

The mixture was then chilled on ice.

RT reagents were added to give atotal volume of 20-5 pl containing synthesis
buffer (250 mM Tris—HCI, 200 mMKCI, 2-5 mM MgCl 2, 2:5% Tween 20, v/v, pH
8:3), 100 mM dithiothreitol, 1 mM (each) deoxynucleoside triphosphates
(dATP, dCTP, dGTP, dTTP), 20 units of RNase inhibitor and 50 units of Expand
reverse transcriptase.

This mixture was incubated at 42 °C for 60 min and then chilled on ice. The
resulting cDNA was used as a template to amplify a 200 bp region of the M
gene of HeV.

For PCR, atotal volume of 50 ul was prepared, containing synthesis buffer, 2-5
mM MgCl 2, 10 pmol each primer, 2 pl of the reverse-transcribed productand
1.5 units Tth DNA polymerase (Biotech International).

Each sample was overlaid with mineral oil.

Amplification was performedina DNA thermocycler (DNA Thermal Cycler480,
Perkin ElImer) as follows.

Samples were initially heated at 94 °Cfor 2 min; this was followed by 30cycles
consisting of denaturation (94 °C, 1 min), primer annealing (45 °C, 1 min) and
extension (72 °C, 1 min).

Samples were finally held at 15 °C.

Size fractionation of PCR product was performed by electrophoresisin 1:2%
agarose gel prepared in 0-5x TBE buffer containing 0-5 pg/ml of ethidium
bromide at 80V for 60 min, and was visualized on a UV transilluminator.

e RT-PCRproduct (40ul) was separated from the primers and dNTPs by filtration
through a QlAquick PCR purification column (Qiagen).

o All DNA sequencing was performed using the recovered DNA.

e Afterrecovery, sequencing products were resolved on an ABl automated A373

sequencer (PE Applied Biosystems) according to the manufacturer’s
-~ instructions.

When CPE was detected, cell culture supernatant was used to inoculate 16-well
glass chamber slides (Nunc) containing RK13 cells (2x10 4 cells per well).
The chamberslides were incubated at 37 °Cin a humid atmosphere containing
5% CO 2.

When CPEwas detectedinthese wells, supernatant was aspirated and the cell
sheet was fixed in cold 90% acetone for 15 min.

Then stained by an indirect IFA technique.

Antiserum to HeV collected from clinical horse and human cases was used as
the primary antibody.

Afluoresceinisothiocyanate-labelled protein G conjugate (Zymed)wasusedto
stain the preparations.

Uninfected cells, overlaid with horse serum positive for HeV antibodiesand
stained with the conjugate as described above, were used as indicators of
specificity.

Immunofluorescence was examined with a fluorescence microscope.
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