FLUORESCENT ANTIBODY STAINING FOR
DETECTION OF COCONUT ROOT WILT
ANTIGEN

FLUORESCENT antlibody (FA) technique serves as a
useful tool for detecting viral antigens and their locali-
zation in situ, Coons er al.! developed this technique,
' Since then the technique has been widely employed
for both plants and animals, infected with fungi, bacteria,
viruses and mycoplasma®-*, Among planis consj-
derable work has been done with atleast five viruses,
namely, lobacco mosaict, wound tumor?, soutlhern
bean n.osaic*, caulifflower mosaic® and narcissus yellow
stripe’,

.

The present report describes the use of FA technique .

in the detection of coconut root wilt antigen in the
epidermal cells of tobacco. The coconut root -wilt
virus'' was transmilted and maintained on Nicoriana
tabacum cv. White Burlev. The antigen was purificd
after Summanwar esal.''. The concentrated antigen
was administered to rabbits weekly by four intravenous
injections and two intramuscular injections (with
Freund's adjuvant). The blood sample collected by
blceding the rabbits after 15 days following the last
injection, " was allowed 1o clet at room lemperauture
for four hours and stored overnight in a refrigerator
for clot to shrink. The serum was clarified by low
speed centrifugation at 4,000 rpm for 15 minutes. The
antiserum reacted specifically with the cocorut root
wilt antigen and had a titre of 1: 1024,

Following Spendlove'?, the y-globulin, were preci-
pitated with equal volume of 3:2:N ammonium sul-
phate. The precipitated globulins were recovered by
centrifugation at 1,000 g for 30 minutes. The precipi-
tate was dissolved in distilled water equal to the original
volume of the serum and reprecipitated with ammonium
sulphate as before. Residual sulphate was removed
by overnight dialysis using distilled water. The pH
of the globulin solution was raised to 9:0 using 0-5 M
carbonale-bicarbonate buffer. 50 mg of fluorescein
isothiocyanate (FITC) was added per gram prolein
in cold (4° C) and kept for IR hours. The unconju-
gated dye was removed by overnight dialysis against
bufler,

Fiol..Disea sed epidermal ' peel of N. rahacum
cv. White Burley. Arrows indicate labelling of the
_ coconut root wilt antigen with FITC.

-Epiderrnal peels were taken from healthy. and
discased  tobacco leaves infiltrated in  acetone,

The peel, were mounted on glass slides and allowed
to almost dry. l.abelled FITC was adc%d to the glass
slides and allowed to remain for 4-6 hours. The peels
were then washed with buffered saline pH 7-5 (0-01

M PO, and 0°15 M NaCl) and mounted in the same
bufTer.

Observations were made using super-high-pressure
mercury bulo HBO 200 with BG 3 and BG 12 light

filters. Pictures were taken using suppression OG |
filters.  Healthy peels showed a uniformly dull orange
Mluorescence. On the other hand, the disensed peels

showed an overall orange fluorescence, interspersed
with deep apple green spots in the cytoplasm of the
cells (Fig. 1, arrow marked—white spots). The deep
apple green spots marked the labeiling of the coconut
root wilt antigen in the systemically infected tobacco
epidermal cells.
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