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peroxidase = 4 mke]t},
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Table 1, Studies on the HRPO and IgG Activities during. the Preparation of HRPO-IgG Conjugate

Oxidation Conditions

HRPO-Aldehyde

HRPO/IgG Mixture

HRPO-IgG Peak®

Duragion conlc:gllt? 4 RZ: 3251138‘* aIc?:Erll)toy I(%?ré‘g;glgtg ?tbi%li’?»biﬁﬁe agii(;
(min) ation(M) (Pfrceflt.agel (percentage ' oo naly|(percentage | (percentage
of original)| of original) of original)] of original)
30 0.00 2.44 100 102 100 1 1
30 0.02 2.31 94 101 98 22 21
30 0.04 1.97 89 100 98 49 47
30 0.08 1.55 68 98 92 73 68
30 0.16 1.25 57 80 57 81 63
60 T 0.02 1.97 91 95 100 36 36
120 0:02 1.70 86 98 102 58 55
180 0.02 1.51 62 88 95 62 52
240 0.02 1.31 56 79 59 68 43
a. Prior to chromatography on Sephadex G-200
b. After chromatography on Sephadex G-200
c. RZ, ratio of absorbance at 403 nm to absorbance at 280nm.
d. Measured spectrofluorometrically as described in the text.

e, Measured by immunoassay as described in the text.
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NEW METHOD FOR PEROXIDASE- PROTEIN CONJUGATION
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Fig. 1. Elution patterns of 3mg sheep antirabbit
IgG immunoglobulin conjugated with 3mg
HRPO activated by various concentrations
of NalO, for 30 min. The conjugates were
chromatographed on a 92x 1,5-cm column
of Sephadex G-200. Flow rate. approxim-
ately 5ml/hr. Eluant. PBS. Optical dens-
ities at 403 nm were measured in cuvettes
with 0,5-cm path length.

% IgG ¢ HRPO-aldehyde 7 4919 &
d42 £ @ 5~6 HRPO-aldehyde 7} IgG §) =)o)

& 4 ok, 28y 4HRPO/IgG o] 4 AL =
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1mol gt 33 & HRPO 2mol o] A &g A (RZ & 0.6)
o] 1gG 9 wlF5o] At v 5o]dq zAAA
o] glo] A ofF 3t A gEo]r),

6) A z=

AAAdow gAsEs Bag AL e P,

a) Horseradish peroxidase(Sigma A-9} Type W,
Boehring A} Grade 1, < 2%-oku}l4 2] peroxidase 1

3) 5mg,
b) &= globulin(% ZRa~2e . 1950] AL
£)

) 0.3M F&AL dvhg) 1ml,

d) 1%2.4~dinitro-fluorobenzen ethanol 8<% 0.1
ml, )

e) 0.08H NalO, 8% 1m/,

£) 0.16M ethylene glycol =8 1ml/,

g) 0.01M carbonate buffer pH 9,5 oF 47,
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h) NaBH, 5mg

i) BSA 30mg

j) 0.01M phosphate buffer saline pH 7.2 ¥ 5/,
k) Sephadex G200 2 10g.
D) visking dialysing tube- 3 o Z 25mm# £& #

m) magnetic stirrer

n) column chromatography #z] <A (column 7
o] 70cmA = A A 2cm AF)
p) % FxA
HaFAH Y
0.01M carbonate buffer pH 9.5
A< NaHCO, 3.36g

ol A& FFHaol FolA 4l = o,
B4 Na,CO, 1,06g

o]RAE TR FHA U=z i,

A 4l¢] BYE 7Hei4 pHE 9.52 =tedh
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NaH,PO,-2H,0 9.00g
Na,HPO,-12H,0 64.54g
NaCl 160.00g

Z35e Sod4 200 2 g,
pH 7.1~7.2 &l
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(1) &4 36 0.3M Fekil Lob48 1
el A aleh, ol

do 2,
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(2) 1% 2.4-dinitrofluorobenzenethanol g% 0.1
ml & 7Pl A AedA 147 maénetic stirrer & F
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(3) 0.08M NalO,+-&<# 1ml & AA 3| 5
Aol Ao A 30%7E WA, §NL Az
& w3ch

(4) 0.16M ethylene glycol 8- 1ml & F
shata Agdl A 142 Ak, S oA 3
2 "},

(5) o]4Aro 2 A 3lH peroxidase £X (A Y o
3,1mi)-& =4 tube ¢] ¥ 0,01M carbonate buffer
(pH 9.5)%F e 41 4°C 24~284 7k F4 A7)},

(6) 54 tubeo]A tha] £AF I Bm o]e] g
2} globulin 5mg (42 =¥ ¥ 59 f8)L 7Helm
magnetic stirrer 2 2] o w4 4Ll A 347 4F5-4]

71 et

(7) NaBH, 5mg & 7}5}3 4°Coll4 347t 9k
A7,

(8) vhA 4 rubee] FoiA phosphate buffer

saline 5ol 4] 24~284] 7+ %A gkc},
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(9) Sephadex G2002.= gel filtration slef # g5
2| ¢r& peroxidase = A Agrl,
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