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Preparation of 436th MGL Trematode Antigens
Modified Melcher Technique

I. Treatment of Worms

After recovery from the infected animal, the
worms are washed twice with normal saline,
and three times with sterile distilled water. All
tissue, blood clots and extraneous materials
are removed at this time. The washed worms
are then put into an ampule and immediately
quick-frozen with alcohol and dry ijce. The
frozen worms must be lyophilized as coon as
possible. After lyophilization, they may be
stored fro some time before antigen

preparatjon.

. Isolation of Protein Fraction

When approximately 5 0 mg of lyophilized
worms have been collected, the worms are
pooled and their weight determined. The
worms are then extracted with petroleum ether
in a Soxhlet apparatus for five days, in order
to remove the lipoid fraction.

The pet-ether insoluble residue jis next
triturated with 0.1 N borate buffer, pH 8.3,
with a tissue grinder submerged in a cold
water bath. Thijs process is continued until all
the material is completely suspended.

The suspension is then stirred slowly at 4°C
for twelve hours. To prevent protein
denaturation, a motor making 60 revolutions
per minute is used.

The triturated material is then centrifugalized
for one hour at 18,000 rpm in a refrigerated
centrifuge to remove any insoluble substances.
A clear brownish-yellow supernatant and a
residue is obtained. The supernatant I is
decanted, lyophilized and stored in vacuo until
ready for use.

Supernatant I, when antigen is needed, is
adjusted to pH 4.8 with 0.2 N HCI and a
white precipitate is obtained. This precipitate
is separated from its supernatant (henceforth
known as Supernatant IL) by centrifugation.
The supernatant IT will retain its color. This

precipitate redjssolved on treatment with

borate buffer pH 8.3.Therefore this fraction,
precipitable at pH 4.8 and soluble at pH 8.3,
was designated the acid-insoluble protein
fraction. It is alsolyophilized and stored as
above. Supernatant II, soluble at pH 4.8 and
8.3 is labeled acid-soluble protein fraction and

is lyophilized and stored.

1. Preparation of I.D. Antigen

The ‘total protein of the acid soluble fraction
is ascertained. It is then djluted to 10 mgs
protein per 100 ml with sterile bufferd saline
containing 1: 10000 merthiolate. The buffered

saline is prepared as follows;

1000 ml distilled water

8.5gm NaCl

6.6cc  Na,HPO, (anhyodrous), M/!5
3.3cc KH.PO, M/15

Final pH about 7.0

Observing aseptic technique, the diluted
antigen is put into sterile ampules. Since
antoclaving of the antigen would denature the
proteins and alter the desirable antigenic
properties, tyndallization is used. This is
accomplished by alternating the antigen
between a 56°C water bath for 12 hours and a
rafrigerator for 12 hours. This process is
continued for three days, after which time the

fractional sterilization is complete.

The ampul:s are then lyopphilized, sealed
with an 0, flame, and stored at -20°C. One
ampule from each lot is taken at random for
sterility testing on thioglycolate and blood

agar media.
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