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Abstract : Production of anti-complement antibody for development of

anti-human globulin serum for blood banking use

Preeyanat Vongchan* and Kedsarin Chantan*

The antiglobulin test is commonly used in serological laboratory, especially blood bank. Direct antiglobu-
lin test is used to investigate the in vivo coating of red cells including hemolytic disease of the newborn (HDN),
autoimmune hemolytic anemia and transfusion reactions. In ancther aspect, indirect antiglobulin test is used to
detect alloantibodies in patient sera in vitro. Both direct and indirect antiglobulin tests are then finally observed
by anti-human globulin (AHG) polyspecific reagent which contains anti-human globulin and anti-complement.
Anti-complement can be used not only in antiglobulin test but a variety of immunological assays. As facilities in
production of in-house antibodies are available in our laboratory, we therefore produced rabbit polyclonal
antibodies specific to human complement{s) using zymozan as an inducer of complement activation pathway of
AB serum from normal human. Hemagglutination of complement coated red blood cells was used to assay
anti-complement in rabbit sera. We present polyclonal antibodies specific to complement C3b, C3d, C4b and
C4d from our study. It was also shown that the obtained antibodies has an inhibition effect on complement
induced sensitized red blood cell hemolysis, The anti-complement will be further on combine with anti human
globulin to produce the working AHG reagent. Moreover, it can be used as a tool in many immunaological

assays. Bull Chiang Mai Assoc Med Sci 2005; 38: 185-192.
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mmfu':"]uua:ﬂ@ﬁmwm'ﬁa W@aininda 30 mi
iUy Wideauin 30 wift Aelilwiduuasiiu
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Day Information Number of booster and bieed
0 bleed i.v &immunize 1"

4,8,12,16,20 | Boosteriv 2™ _g"

30 Bleed 2"

Rest for 6 weeks for antibody screening
72 Booster i.m 7"
76, 80 Booster i.v g"-g"
Rest for 10 days
90 Bleed 3°
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151145 1 ml AU 0.1M phosphate buffer U3anas 9
mi) :TMiuHEY packed C3b coated RBC (T8 2.1)
USuas 0.4 ml NU working trypsin/HCI USuvas 1.6
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40 NE N\ ¥ ® Trypsn treated
N N RBC
\ N § 5
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un

0 30 90 135 195 321 Day

Ui 1 duuandusidanouniumdludiunazdin A ludusi g wisdanasdu

A119A 2 MamInareudunITzdny F figuuazNINMIRANITdU U complement coated celis

Dilution/conditio { C3b | C3d | C4b | C4d | trypsin treated uncoated
n
Preimmunized serum
Undiluted 4+ 4+ 4+ 4+ 4+ 4+
1:10 3+ 3+ 3+ 3+ 3+ 3+
1:20 2+ 2+ 2+ 2+ 2+ 2+
1:40 Neg 1+ Neg | Neg 2+ Neg
1.80 Neg | Neg | Neg | Neg Neg Neg
1:.160 Neg | Neg | Neg | Neg Neg Neg
Day 30 after immunization

Undiluted 4+ 4+ 4+ 4+ 4+ 4+
110 3+ 3+ 3+ 3+ 3+ 3+
1:20 1+ 2+ 2+ 2+ 2+ 1+
1:40 Neg | 1+ | Neg | 1+ Neg Neg
1:80 Neg | Neg | Neg | Neg Neg Neg
1:160 Neg | Neg | Neg | Neg Neg Neg
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