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1.

Two-step glutaraldehyde

method
(AES)

10mg horseradish peroxidase (RZ
3.0)is dissolved in 0.2ml 0.IM PBS

pH 6.8 containing 1.25% glutar-
aldehyde, Mixture is left over-
night at room  temperature.

The mixture is dialyzed against

normal saline or passed down a
Sephadex G25 column to remove
free glutaraldehyde. Solution is

made up to 1.0ml in normal
saline,

The globulin solution of the anti-
serum is dialyzed against PBS at
+4°c and is adjusted to S5Smg/ml
in normal slaine,

1.0ml of the globulin solution is
mixed with 1.0ml of the activated
HRP solution and 0.lml tM car-
bonate bicarbonate buffer pH 9.5

is added and the mixture is all-

owed to stand at +4°C for 2%
hours.
0.Iml  0.2M  lysine solution is

added and mixture is kept at room
temperature for 2 hours.

The mixture
PBS pH 7.2 overnight,

The enzyme-labelled globulin is

is dialyzed against

precipitated by addition of an

Nl

(2)

BREERNZ B REARB I RERR

equal volume of saturated amm-
Preci-
in halt
saturated ammonium sulphate, and
1.0m! PBS,

The conjugate is dialyzed against

onjum sulphate solution.

pitate is washed twice

is  suspended in

PBS  extensively (or passed down

a Sephadex (25 column).

Conjugate is centrifuged at 10,
000G  for

is discarded. Bovine serum

30 minutes and sedi-
ment
albumin is added to 1%.
Conjugate is filtrated through a
millipore filter (0.22um}, It can
be stored at -20°C or at +4°C if
an equal

added.

amount of glycerol is

Periodate metbod (Wilsen & Nak-
ane) ( BE® )

Suitable for peroxidase.

Dissolve 4mg horse-radish perox-
idase (RZ 3.0) in 1.0m} H0O. Add
0.2ml freshly made 0.1M NalQ4.
Stir for 20 minutes at room tem-
perature.

Dialyze against 1mM sodium ace-
tate buffer
+4°C,

Add 20ul 0.2M carbonate buffer
pH 9.5 and at
immunoglobulin dissolved in 1,0ml
0.0IM carbonate buffer pH 9.5.
Stir

pH4.4 overnight at

once add 8mg

2 hours at room temper-
ature,

Add 0.1ml fresh sodium borohy-
dride solution (#mg/ml in H>0),
Allow to stand 2 hours at +4°C,
Dialyzed against PBS, then repe-
ated steps 9 and 10 in method

(1.
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THE DEVELOPMENT OF ENZYME CONJUGATION AND ITS TECHNIC
IMPROVEMENT

Fei, C.Y., T.S. Huang, P.H. Mar*

Taiwan Provincial Research Institute for Animal Health,

Rabbit anti-swine IgG antibody was conjugated with horse raddish peroxidase
by the glutaldehyde and Nakane methods to evaluate the effect of the two conjuga-
tion methods.

Results showed the product of the glutaldehyde method could be further
purified by ConA-sepharose to separate the free antibody and the conjugated anti-
body. The product of the Nakane method could not be further purified by the ConA-
sepharose because the sugar of the enzyme was oxygenated in the conjugation pro-
cess, The molarity ratio of enzyme/antibody of the glutaldehyede and Nakane methods

were 1.5 and 0.9 respectively,

* National Taipei College of Nursing



