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1. MEaTes complement coated red blood
cells
1.1 mawBesmaddmsUlineseuunaon
70§84 (In vitro)
111 1% human complement compo-
nent coated VuaRAIAlaRAALAY (tho) vaflafin O
(tbc group O) M¥33v89 Jenkin DE® (C, /C, uat
ng KAF), Chaplin H’ (C4b) ey Fruitstone® (C3b
alternate pathway Uag C_ (AP) Tryp) LALLGITEI
s 3-5% cell suspension sl,u 0.15 M NaCl
1.1.2 witsad Le* (C)° loeld RBC
‘1/13;11' O Le™ sensitized ®# anti-Le® + comple-
ment
1.2 whpsaads U e saufmadn i
anpLhe (In vivo)
121 olafounsnndilefitnaman
direct antiglobulin test 1434 100 708N N
%193 ASadae 0.15 M NaCl ilernieueviivadivior
15N aanlimusuazsBasiin 3-5% cell suspen-
sion W 0.16 M NaCl
2. 111211 anticomplement m‘i'ﬂﬂﬂaﬂ
2.1 16384 monoclonal anti—CSd (504) ‘ﬁlﬁa
9 1/100 ,1/200 Ly 1/300 ¢ 1% bovine albu-
min (BA) in Imidazole Buffer Solution (IBS)
2.2 Rabbit anti—CB, anti—C3d (5H anti—C4
(Ortho)
2.3 then AHS 209gud (ot. 43025) uae
AHS 2296NLITENE 2 LT
3Bmsfnn
1. ManasauAauss (laiead) fae hemag-
glutination test

1.1 lnefitvaaananasnamgn (standard

direct antiglobulin tube test) I@ Eﬂ,% 100 ML 289
monoclonal anti—CSd (504) NEN®2E 100 ML 2849
3-5% complement component coated RBC S]M
0.15 M NaCl %58 Low Ionic Strength Solution
(LISS) ﬁudmmaﬁuﬁ (immediately spin tube test)
71 3,400 rpm 15 3w sasdaialy 5wt wdhthien
NaENAS
2. MENAHALANNAWNIE (specificity test)

2.1 FnfRenenNSImznImMITUNgs
I@EJLaaim monoclonal anti—Cgd (504) o8 1%
bovine serum albumin (BSA) Glu imidazole bar-
bital saline (IBS) W WAFOUMYITALAELN
Iaﬁ@umﬁwf%wﬂu 3-6% cell suspension 1% 0.15
M NaCl angusnaladia M1 clotted blood,
citrate blood (ACD v CPD) fiifi 4%, 24 s
fhumlafia A, B, AB uaz O wsfa 20 haths uae
i 4’7, 28 Tudumlafin A, B, AB uaz O my
8¢ 20 fhaeha

2.2 NaFaL heterospecific antibodies I@EJ
1% clotted blood 24 ¥l iR 3-5% T NSs
Huwglladia A, B, AB way O wgjaz 40 dnaths
WENNU monoclonal anti—ng (504) ﬁlﬁam@ 1/300
w@aauﬁqmmﬁﬁaa (20-30°%), 37°%. was 7 2:8°,
Tne incubate 30 10 slml,@iazqmmﬁﬁmaau i
SUNA EmauaznaDanIIe

2.3 U indirect antiglobulin test I@EJ
1alafin A, B, AB uay O Tu CPD Taiifi 5 5
yaja 20 Ghathe Saead 3 aSadne NSS wiew
T 3-6% T NSS WaSailnal (12 ) 9 vafladie
A, B, AB ua¥ O oy 4 dhaths laalda5ulnslus
avvaflafiavUiseniumasvaifentiu 6 dhoeh
@sulafiomy A, 1 $hathilmarauimaddolatio
uawvs] A 5 6haehs) udmhlyl incubate 1 37°5. 30

7 1hantud9 3 @59 Ladw1ee monoclonal anti-
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20 610ehs 13N sensitized dedulasd Trypsin
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WahANYAER LY monoclonal anti-C_ s
T wawsonalSTanmniiies 10 wifl tuenadae
s uaznansqanse

NAN1INAADY
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TSN (»lmmaé L&Y score) NU complement compo-
nent coated rbc (Cgb, ng,C‘Lb WA uncoated) %qwa
MINARBIFIUFAILUMTIT 1
PNITf 1 W monoclonal anti-C_ (5C )
Seonauss (lwasd) ) whiurfuyn C, coated RBC 7
ooy LL@]WN&JLLNWEH%L?JHQVLL%% (score)"
Lenehete dsemansadiie score @ne C /C, uay

msnﬁ 1 LENANNLL (VI,@]LWB% LS score) AN
monoclonal anti—CSd (504) Mt complement

coated rbc

Red blood cells Titre Score

coated with

C /C 4096 117
3b 4b

CSd/C4d Tryp. 4096 124

C3b (AP) 4096 117

CSd (AP) Tryp. 4096 124

Le'C 4096 112

0 0

4b

Uncoated 0 0
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AzuLw Fodnigadans indos nwams
nosauiiagleh eawse (loinas) Anesoudne
ARG RANaLIArIiuD 1/4096 LAZANLTS
i score Semmuananaiulsisnn ol
monoclonal anti-C_ (5C) fidoa9 1/100, 1/200
waY 1/300 snvesaLanaus (Ioimed) whenidiey
i AHS 209¢Me™ (lot. 43026) UaTageLszme
2 13t HAMIMARBIF AR TR 2
nenmef 2 wuh emswss (leumed) fnesau
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lamesouiolanas 16 usemausadu score uan
dhatfi Ui 1/100 UiiRenanuusatn
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coated tbe Siaaiis score Tndideinhen AHS
T0IEEM LazmRshalsTmenio 2 U3 uasiide
N 1/300 UNARENAMALSS score gl C_ coated
tbe fiamatiss score tloarinben AHS 1asgu
LARITILSEENTS 2 159 RO PIRGERFIIEN
score @t C_ coated RBC femnansslndlfeeiy
mmmaaﬂum LLaumawNUaﬁumﬁm 2 1ATN
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MAnsgaaynMIasaL (4 Mvegow) LLavwmsﬁaa
flémasay sosfiumemsr duns@end 1/
200 NUHIRHALAN FUYnMIMRRE LA NIEaAT
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o919 2 WEAIANALIIES monoclonal anti-C_ (6C) fiRa19 1/100, 1/200 e 1/300 wdavhmaidean
staluanloe two fold dilution (53N neat 9 1/16) uasmadaLda 3-5% C,., C coated RBC laemosay
wAsudeuinben AHS Y03 (Iot. 43025) UazTRIeILTNe 2 L3N (commercial 1 UAY commer-
cial 2)

Reagent RBC coated with Titre Score

Dilute 1/100 (clone 504) C3b 16 50

" 16 38
Dilute 1/200 (clone 504) C3b 16 42

" 16 27
Dilute 1/300 (clone 5C4) C3b 16 25

" 16 19
Anti-human globulin C3b 16 42
(NBC lot. 43025) C, 16 21
Anti-human globulin C3b 16 44
(commercial 1) C3d 16 17
Anti-human globulin C3b 16 47
(commercial 2) C 16 20

3d

5197 3 UFASHAMINARBLANHINEYDS monoclonal anti-C_ (5C) furadvylafia ABO

Method Monoclonal anti-C3d AHS (q‘uﬁﬂ)

Dilute 1/100  Dilute 1/200  Dilute 1/300

1. Direct antiglobulin test Positive Positive Negative Negative
2. Heterospecific antibodies Positive Positive Negative Negative
3. Indirect antiglobulin test Positive Positive Negative Negative
4. Enzyme treated cells Positive Positive Negative Negative

windie 1/300 shanmeseufuideadiie@ldan  mercial) Waz Rabbit anti-IgG (gud) nams

mhesiden lsemennagih aslduarnniums
N@a&aU direct antiglobulin test 31%43% 100
shoehs Tnemasau Reuifisuf shen AHS 209
QHE‘J"I (lot. 43025), AHS*, Rabbit anti—CSd (com-

NAFOUGAITNTIN 4
/:il A ) o
NNATIMARDS T 4 Wwoari e am
100 ¢haehs Felgvnmameseuudaslinatntiy

direct antiglobulin test nmwrﬁau‘mmmaau
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M5NA 4 LEAINAMINAFDURTURLANNAWIZYD9 monoclonal anti-C_ (5C), Rabbit anti-C_ (com-

mercial), AHS*, AHS (gu¢") uag Rabbit anti-IgG (gudr) fushathadanosiiledmm 100 deehd

Patient cell Monoclonal Rabbit Anti-C3d +Rabbit anti-IgG ~ Rabbit anti-
reaction anti-C3d anti-CMl AHS ( i £i°1) AHS* IgG (qufl“‘l) Total
pattern (Commercial)
1 + + + - 28
2 + + + + 49
3 - - + + 7
4 - - - - 16

waeLue:  AHS* = Monoclonal anti—C3d (504) + Rabbit anti-IgG

el monoclonal anti—ng (504), Rabbit anti—C301
(U31), AHS*, AHS (€4 Uae Rabbit anti-IgG
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(guer) nuhUpiReniineauUweuivafene 4
naFaULLNIn 4 Anweesil
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waeliiaaumU Rabbit anti-lgG 911421 28 §haehs
Fauanalen umﬂ@Iaﬁmmmaqﬁﬂwﬁmu 28
fhaehs Samzaved C, meunAadinlaiauag

2. Tuauniuueudivedmnafiedinesey
o o R o & a
an 49 et Falanalei vwdialafiouad
ya9rfihedium 49 faths dvis C_ uasiiandiued
1o [gG IMzuninbe lafiaunas

3. Miwawanfiumame AHS (Qu&?%), AHS*,
Rabbit anti-IgG LLﬁﬂﬁNaaUﬁU monoclonal anti-
C,, (6C) s Rabbit anti-C_ 31w 7 faeha o

P2 [~% A L o

wlawa i huwdalafiauwnszag eI 7
foehs Lawediuaaseudvaneia IgG Uy
Fielafiauag

4. lmauimnuanduad Smau 16 dhaths
tij ¥ A A I ldl ° 3
Sﬁel,mawav[@’maammaﬂaumgmmmaaﬂum@

flanaaufiuns gomnil blvsnzaavofin hemoly-
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NNNANMINORNNWLDN UT2EVBNWUDI mono-
clonal anti-C_ (504) ﬁmiﬁaw 1/300 Lﬁaw@]ﬁau
Wituieuiy AHS 909 uastasshaszmer
mMamuanNuss (loaas wae score) wazany
UM N C,, coated tbc (C_, C ) 1%@ in vitro
WA in vivo Afiewhiiy AHS 203gue uazang
dhaLlsene uavns@eansdt 1/300 Wy
waneas snansnfiasihan eRusdlvshen AHS
WIBMaIeENNNTSHNZeNe (Rabbit anti- C )
Fomnaeiun anti-C_ 91N monoclonal a¢ii{aAda
e anti-C_ Alaisimatusdonan anti-C, waeler
LenfuaATsesssEshiENe ssnsavmIEang
Idannleeldmeaiug 5C, Gl anti-C_ Tu
Raslidiaudemmnaadn lidosdmmenns
$18n wenamiidisnango pure monoclonal anti-
C, swsulimeseuludunaunsisius C, coated
the Falfindpedeaaanehesemelusanumg
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Monoclonal Anti-C%l Antibody (Clone 504)

Rachanee Kaewmongkol, Kanjana Aimamporn, Suwit Phonimit,

Achara Siripongsanusit and Tasanee Sakuldamrongpanich

National Blood Centre, Thai Red Cross Society

Abstract: The clone 5C’4 which is a stable mouse hybridoma line secreting monoclonal anti—C’gd was
selected. It was high potency (titer) and specificity which reacted with complement coated red blood
cells both in vitro and in vivo. Anij—ng secreting clone 5C4 can be used at a final dilution of 1 to
300 to provide an excellent antiglobulin reagent when mixed with a suitable dilution of rabbit anti-
IgG serum to prepare anti-human globulin reagent (AHS). To evaluate the potency and specificity.
It was tested the potency and specificity to compare with polyclonal (rabbit) antiglobulin reagent
conventionally prepared by NBC, TRC and 2 commercial reagents. It was found that the blended
antiglobulin reagent gave as good quality as polyclonal (rabbit) anti globulin reagent. This report
suggested that monoclonal anti—CSd from clone 5C’4 could substitute anti—ng from rabbit source in the
routine preparation of antiglobulin reagent.

Key Words : ® Monoclonal ant1'—C3d
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