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O Activation reactiond

O—CHZOH 0 CFJJCH,ISO,CI —>O—CHZOSOZECH2[CF3

TSKgel G5000PW

O Immobilization reaction]

H,NDligand — O— CH,I NHIligand
O—CHZOSOZECHZDCFaD

TSKgel Tresyl-5PW HSIligand —> O—CHZESDIigand

Fig.O O Activation and immobilization reactions
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Fig.O O Effect of pH of coupling buffer on (e ) antibody
coupling yield, (o ) antigen binding efficiency and
(m ) antigen binding capacity
Affinity-purified anti-human albumin antibody
(2.5mg) was reacted with 0.25g of Tresyl-5PW
in 2ml of 1 M potassium phosphate buffer of
pH 6.5-8.5 at 400 for 16h.
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Fig.O O Structure of 1gG
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Fig.O O Effect of amount of reacted antibody on (e )
antibody coupling yield, (o ) antigen binding
efficiency and (m ) antigen binding capacity

Affinity-purified anti-human albumin antibody
(0.5-5mg) was reacted with 0.25g of Tresyl-5PW
in 2ml of 1 M potassium phosphate buffer
(pH7.5) at 40 for 16h.
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Fig.O O Effect of pH of coupling buffer on (e ) antibody
coupling yield and (o ) antigen binding capacity
1gG fraction of anti-human albumin antibody
(10.7mg) was reacted with 0.25g of Tresyl-5PW
in 2ml of 1 M potassium phosphate buffer of
pH 6.5-8.5 at 2500 for 16h.
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Fig.O O Effect of reaction time on (e ) antibody coupling
yield and (o ) antigen binding capacity
1gG fraction of anti-human albumin antibody
(10.7mg) was reacted with 0.259g of Tresyl-5PW
in 2ml of 1 M potassium phosphate buffer
(pH 7.5) at 250.
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Table O Results of coupling of various antibodies to Tresyl-5PW

Antibody Amount of antibody Coupling yield Antigen binding
recctedd mgQ ooo capacityld mg/ml gelO
Anti-human albumin antibody 9.0 89 2.8
Anti-human transferrin antibody 7.5 89 2.0
Anti-human 1gG antibody 55 96 25
Anti-human IgM antibody 5.0 90 25
Anti-human a 1-acidglycoprotein antil 12 83 O
Anti-human plasminogenantibody 55 90 O

Anti-human serum protein antibodies (5-12 mg) were reacted with 0.25 of Tresyl-5PW in 1 M
potassium phosphate buffer (pH 7.5) at 2500 for 8 h. Antigen binding capacity was not
determined for anti-human a 1-acidglycoprotein antibody and anti-human plasminogen antibody.
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Fig.O O Purification of albumin by high-permance affinity chromatography
Human serum (6p 1) was applied to a column (6 mm 1.D. x 1cm) of Tresyl-5PW coupled
with anti-human albumin antibody at a flow-rate of 1 ml/min at 2500. The pH of eluent
was changed stepwise from 7.0 to 1.6 at 3 min after the sample injection. Bound and
unbound peaks were collected and subjected to SDS-PAGE. The results of SDS-PAGE are
included; lanes 1 and 5, lane 2, lane 3 and lane 4 represents patterns of molecular weight
markers, haman serum, unbound fraction and bound fraction, respectively.
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Fig.O O Purification of transferrin by high-permance affinity chromatography
Experimental procedure as for albumin in Fig. 7, except that 80p | of human serum was
applied to a column of Tresyl-5PW coupled with anti-human transferrin antibody. The
results of SDS-PAGE are included; lanes 1 and 5, lane 2, lane 3 and lane 4 represents
patterns of molecular weight markers, haman serum, unbound fraction and bound fraction,

respectively.
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Fig.O O Purification of plasminogen by high-performance affinity chromatography
Experimental procedure as for albuminin Fig. 7, except that 50Qu | of human serum was
applied to a column of Tresyl-5PW coupled with anti-human plasminogen antibody and
the pH of the eluent was changed at 5 min after the sample injection. The results of
SDS-PAGE are included; lanes 1 and 5, lane 2, lane 3 and lane 4 represents patterns of
molecular weight markers, haman serum, unbound fraction and bound fraction, respectively.
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Fig.100 Analysis of 1gG in human aerum by high-performance affinity chromatography
Alp | of human serum diluted 10-fold with 0.1 M phosphate buffer (pH 7.0) was applied
to a column (6 mm I.D.x 1cm) of Tyesyl-5PW coupled with anti-human IgG antibody at a
flow-rate of 1 ml/min at 250. Bound IgG was eluted by pulse injection of 1 ml of 0.1 M
citric acid (pH 1.6) at 1 min after the sample injection.
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Fig.110 Relationship between 1gG contents in human serum
determined by single radial immunodiffusion (SRID)
and by high-performance affinity chromatography
(HPAC) Three human serum standards (1 p I) of
different 1gG contents were analyzed in the same
way as in Fig. 10.

gbobobooooooooobobobobobo
gboboooooooooboobobobobobo
gboboboooooooboobobobobobo
gobooobooboo
gogbobooobooboboobboobooboobg
gobodboboobuooboboobooboboboo
gobodboboobuooboboboboobbooo
oooobobobooboooboobiehooooo
obobo0ooooooooooowoboboboooo
000000 00Db0bOO0b00O0oDbDODnOsbs-PAGE
oooobobobobooobobobouooooogiges
gobodobbooboobbooboobboon

oo ooo
gl ogogo o
gooooobooooooobigchooooono
gl Uuo o
gogoooobbobbuoouooooooboobood
Cibacron BlueO DO OO0 Q00000000 OOO
00000o0o0o0o0oooo0oooooooooooo
000000O00o0ooo0oooooooooooo
0000o00000ooo0ooooooooooog
00000000000 0ODOODBlue-Sepharose 6FF
000000000 T Toyopearl AF-BlueDOOOOQOO
000000O0O0ol1l0ooO0oO0ooO0oo0oO0O0O0oFgd
120SDS-PAGEL 0000000040600 0800
00 0O DO O O Blue-Sepharosed Toyopearl AF-Blueld O
O0000o0oo0o0oooooospPwooooooQg
O000ooO0o0o0oooOooooooooooooo
o000ooO0o0o00oooO0ooUooOooUoooO
goddddddddddooooooooooooo
g ooooogoooooo
godddoooooooogd
0l00000000oooooiecoooooon
004100000000 00000000O0000O0O
00000000 00D0DOooOO0Fg130 00000
0000000000 SDS-PAGEO Fig. 130 09010
00000oooodTresyl5sPWO O ODOO10p mOOd
g gooo
goooDboOoooogsbs-PAGEDDDOOOODOO

o 520



000000000000480 020040 53

12 3 45 67 8 9101112

Lanes 1, 12 : Markers

Lanes 2, 11 :human serum
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30 Lane 7 :Anti-Albumin flow-through
17 Lane 8 : Anti-Albumin bound
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Fig.12[0 SDS-PAGE analysis
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Fig.1300 Removal of albumin and IgG by high-performance affinity chromatography
Human serum (20u I) was applied to a column (6 mm I.D.x 1 cm) of Tresyl-5PW coupled
with anti-human albumin and anti-human IgG antibody at a flow-rate of 0.5 ml/min at
250. The pH of eluent was changed stepwise from 7.4 to 1.6 at 8 min after the sample
injection. Unbound and bound peaks were collected and subjected to SDS-PAGE.
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