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YAROLAINTY (titer) AINTUWIY (specificity) TumaviniAseniumyladie A uag evyflafineioe A (A,
AB A, ABuas A) wmunmﬂgnimnwzﬁamammmmmmua::mmmtww[mymwv nuwyfﬂwwaay
A cells LLG)?MNﬂU?ﬂﬂUL‘Zfﬁﬂ papainized B ‘lmwmzﬂm%mmwﬁmﬁummmawﬂawwwm[aﬂufﬂaua-
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asramylaringiinlululnariauand-io mummr;f'n/a\u/gnsmwnau‘lmmwny anti-B secreting clone
(18F) LWE)LWi&/ﬁtﬂuu7£l7677)QWNTHWG?’J%@[JJ[%[@&%HLLEMW 49, 11 loelemasaunss zfumzmnummmmwu
fawwmmymmwmﬂmwma7@[614@ (walnariouand -0, 1) lLﬂ"u7EI7(977’2QMN[GWW?I%W[JJTH[Q&H??LLDHW
18, 1 Y09NILEmeR I 2 159 wmm?mmi'mmf[awmumBﬂuz_ﬂﬁuauauw 19, 1 i fiaseaiiisuan
Li?'z/aozlgnimﬁmn@mLazmmmmm7msnwm7mﬂawwumfwﬁfﬂauauaum 1o, {1 AusBENIIWEIEN Y
quenSmslaien uasdiseuwhlululeaviauaud -1o, 1 vossr/szmer soniidamnsisisnnao il
lnaviauand -1a, 1 &

Key Words : ® Blood group ® Hybridoma

nsa1sladiainenuaziagenansyiniglaia 2543:10:175-81.

Aufivsuiuwiueud-e, 1 mmsnmsfmmi
Tafiation A leenhueud-e LLﬂuGHN‘YIﬂuEI‘Uﬁmi
Tammaﬂm ammaainy \lmwa@lmmmﬁwu
laferfialululnatiouand-o' uazwoud-o I@m

IoFudiuatiu 21 nangas 2643 uaclWidRam 9 qran 2543
Faamsshunduatiudiace Wil uhena guiimslefauiend
ammmalng ouudsigiisd wamvadu namw 10330

FWlaAlesnmadia*? ﬁmﬂﬁmuﬁmmswmﬂaﬁ@]
‘7;wﬁmmwmaméu%mﬂLf]uwaz%wL%a udidiosan
lhau 16G, il ulaasauousi-o i
mswquawmuau A wasvfRenegouti
e A 0l FFskmanesdashanitu
waufi-e, 1 faldvhmavamnmandalululaatia-
uaudi-1o, § lnedanszdumy Balb/C e 10% A

NsEslafieinguazgamaaiuinmelafia 19 10 adfuil 3 nangiea-fuenem 2543



176 Sofl WMNIna LaTatuY

uaz A B red blood cells AARTINATUEN - lauae
waud - 1 a0l Toawuaudio Dudmousnnuelé
Fadanly 1 laau Ae 18C, WhsMADUAIILS
enud lumsiieUfitenmsiungn uazau
e anmadnymuilaau 18C, Temausegs
(high titer) Lﬁav‘hﬂﬁﬁ%mﬁwﬂaﬁm A,AB A
wasshasnemamslafiation A_uay A 16 Fadle
nosoudefialafiauamy B Thjsenauun i
UiRemnniugas papainized B a1namantifioy
nemlilimangfasihlaauisnieiesdurien
savflafiariialululaatiauond-o wstenanso
ashiwdeuaud-e, I limesamanlaau 18C,
fulnau 16G, (dwaalaluloatiauoud-o) way
Toau 18F, inaeluulnaiauand o) Wawdes
dulaluleatiaueud-w, T uagldhindnm ana
wn s lumafeufsendungy uazan
Sy donRuuFienssansmwinhenuond-e,
§ frdennasdusnauanhiliulaeiauaus-
1DYDIFIUTUNG 2 U (Ortho. LAY Biotest)

Taquazitm

¢CE

1. Culture supernatant 704lnan 18C, fiAe
mimﬂL%QN (fusion) X.653 myeloma cell line Ay
spleen cells mmmﬁﬁmn‘szﬁuﬁw 10% A uay
A red cells maﬁ%ﬁNaquIuTﬂaﬁaLLaua-La,
waud-o'e

2. Culture supernatant ga3laan 16G4 m‘f
wiunliluleatiuanud-o sesguisnslaio’

3. Culture supernatant 204lAaw 18F, a4
s llulnaiiouend-0 sasgudismslafio?

4. llulpatlauoud-wo, § loewan culture
supernatant NG 1803' 16G4 (anti-A) Lay

Toau 18F8 (anti-B) Wiy potentiate loald Nacl

warld Na EDTA WatlasfumsiAia hemolysis
5. Iululaatiouaud-o war woud-O vasgud
15mslatiom
6. Inalaariauaud-a (gue, Lot. 3705)
7. Wlulaattauoud-i, I  woud-0 way
uaud-1 989 Ortho. UaY Biotest
8. Walafieung
81 193uN 2-6% A A AB, B uag O cell
suspension Twiunde (11 ACD ¥i3a CPD whole
blood svimsthdadeniunde (015 M NaCl) 3
a¥s woemifin 2-5% cell suspension Twhinde)
82 16U 2-5% A A, B uav Bw cell
suspension ‘Luﬁw \n&e
8.3 WX 2-5% A, AB AB, B uaz O
cell suspension Tuﬁw \"nda
8.4 \§ILM 2-5% papainized B ia¢ O cells
lauman 1 dmead packed cells U 4 duzas
working papain solution (8@918% 1:9 9849 1%
stock papain solution &t PBS pH 6.0) e o
A incubate 7 37°C 30 wifl thidha 3 edadne
voinde udeiesidiv 2-6% cell suspension e
\nda
35
1.1 @9MANNUSHaUALEA (antibody titra-
tion) @t 2-6% Wialaauadhwiindauay 2-5%
papained cell 108 tube test | 1 &UTDIAUG-
uaaﬁgnﬁaw (two-fold serial dilution) WENTTU
1 dwmaes 2-5% Windeauashwihings weaslsr
L%ﬁ%LLﬂt@l’;\Tﬁvﬂ”fﬁqmﬁgﬁﬁad 5 7 fhugu wa
3,400 rpm. 15 ¥
1.2 nadouana e iR smsiungs
TumenufA5enuu glass slide wasUaUFALBGAY
10% Windoaunslwinda Tudemdm 11 81

HATLnA W aENRLD s msTuNgaazaUNaA N
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59209 RASMAIIN 2 Wil aasmsiiaufisen
MIIUNGQHN
2. MINAFBUANNIUNE (specificity testing)
IFdnmugizenenadnzaasmsiungalag
tube techniquel? 1 dHuzoIuaufuafnam 1 g
999 2-5% WindaauamasiAmainimlaiols
shindenas i uasnelifignmyiivas 5 wi
fhughuaf 3400 rpm. 1 2,678 718 T cord
blood samples 31U 38 T8

NamMsANIN
ANHEMMAFD WBlY 10% red cell group A1
Wy A Lﬂuuau@lLWLLﬂ:ﬁtU:ﬁL’Jmmsﬁmn‘izéju W

ynaamamesaadsfisssoraaililaatiauoud-
w lidisa’ uasdndenlaau 18C, Pnselola
woiguemlafin A unzmlafindon A, A B
lowwzifumlafiacion AA uanssnlaau
16G, (inanllulaaiiouaud-o)

PN 1 HAMMAFELWL culture super-
natant MNAGYU 18C, (anti-A), 16G, (anti-A) sy
18F  (anti-B) Syl A Taau
18C, Tnaenausmanljitnanhloau 16G, wavy
AW anti-A (Ortho.) 3N culture superna-
tant 1AaYu 18C, yUiReniuees A IeRitwien
MU anti-A (Ortho.) mmx*?; culture supernatant
loau 16G, limanaovinfisentiumad A e

M99¥ 1 wammadeulawasuag culture supernatant anlaau 18C6 (anti-A), 16G, (anti-A) Wy 18F,

(anti-B) W3tuWieun U monoclonal anti-A, anti-B (NBC) wat monoclonal anti-A, anti-B (Ortho.)

Titer of products against various red cells

Tested cells 1 8C6 16G‘ Monoclonal  Monoclonal 18F8 Monoclonal Monoclonal
anti-A(NBC) anti-A(Ortho.) anti-B(NBC) anti-B(Ortho.)
A 1024 128 256 1024 0 0 0
A 512 64 128 512 0 0
AIB 1024 128 256 1024 1024 512 1024
AZB 512 64 128 1024 1024 512 1024
» 1024 64 128 1024 0 0 0
A mf 0 mf mf 0 0 0
A" mf 0 mf mf 0 0 0
A +1™ 0 mf mf 0 0 0
B 0 0 0 0 1024 512 1024
O 0 0 0 0 0 0 0
B papainized = + 0 0 0 NT NT NT
O papainized 0 0 0 0 0 0 0
waBWe:  Average titers with different blood samples
mf = mixed field; AJ1 , A; = weak subgroup A; NT = not tested; 0 = negative;

NBC = National Blood Centre Thai Red Cross Society
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LL@iLﬁammmﬂﬁﬁ%mﬁu papainized B uay O
cells lpau 18C, WwauInty papainized B cell
Wa¥aUM papainized O cells dhulnan 16G, T
NAAULTWAENTIU anti-A (Ortho.)

NG 2 MIaFeL NN MITUNGNTLMY
lafiatas A e wuhueufivednnlaau 18C,

Havatue

MI0ATR A oy A ldnae IiFuaudied
anleau 16G, dunsnen A lonemeuaslsl
saanea A lelion dau anti-A (Ortho) s1armsn
arRldvnmetuiuLe ssaunhuaufuaian
loau 18C,

INMTNA 3 uavmaed 4 denacasn

maef 2 wamaedauLfisenmsiunguiu weak ABO variants

Antibodies / cells A" A™ A A’ AB Al Al
Clone 18C6 +1 mf mf +2 mf +1 mf mf +1 mf +1 mf
Clone 16(}4 0 0 0 0 0 0 0

Monoclonal anti-A +1 mf mf +1 mf +1 mf mf mf mf

(Ortho)

A™, A™ weak A; A’ A' :strong A
3 3 3 3 3 3

M5199 3 LWRHUITIUNAMIMANBLAINSITEY monoclonal anti-A,B (NBC), polyclonal anti-A,B (NBC)

k¥ monoclonal anti-A,B (Ortho. LLe¥ Biotest)

Antibodies / cells Al A1B Az » B ot
Monoclonal anti-A B’ 512 512 256 512 512 512
Clonel 8CS+16G4(anti-A)
+1 8F8(anti—B)

Polyclonal anti-A,B (NBC) 256 256 128 128 256 128
Monoclonal anti-A B (Ortho.) 1024 1024 512 512 1024 512
Monoclonal anti-A,B (Biotest) 1024 1024 512 512 1024 512

1 = 1/2:1:1 Mixture (Clone 1806 (anti-A) + Clone 16G4 (anti-A) + 18F8 (anti-B)]

M99 4 WhsuifBuRammasay ﬂ:jﬁ%mmﬁumjmm monoclonal anti-A,B (NBC), polyclonal anti-

AB (NBC) way monoclonal anti-A,B (Ortho., Biotest) MU cells §199) i subgroup

Antibodies / cells A A’ A’ A A B AB
Monoclonal anti-A,B (NBC) +2 mf mf +1 mf mf mf +1 mf  +2 mf
Polyclonal anti-A,B (NBC) mf mf +1 mf mf mf mf +1 mf
Monoclonal anti-A B (Ortho)  +1 mf mf +1 mf mf mf mf +1 mf
Monoclonal anti-A B (Biotest) +1 mf mf +1 mf mf mf mf +1 mf

A =strong A; A’ =weak A; A’ = weak A
3 3 3 3 3 3
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a51ef 5 MIFTINEBLANEIWIEEY monoclonal anti-A,B (NBC) laeldidnainguimadmau 2,640

978 iLlaL¥a N cord blood UM 38 3

Reaction Red Blood Cells
A AB AB B (o) Total
Adult Positive 584 294 32 787 - 2,640
Negative - - = - 943
Cord Positive 15 3 1 11 - 38
Negative = s s - 8

waufvadnnlaau 18C,, 16G, ua 18F 331
u anti-A B Sandm 1/2:1:1 udmadauanu
uwsswuhinlulaatia anti-AB ﬁﬂmﬁnﬂwﬂﬁﬁ‘%m
fiuwad A, AB,A A BB s
M1 polyclonal anti-A,B (NBC) i Wnagaun
monoclonal anti-A,B PnehatlsEnens 2 13
uﬂaﬁmmmaauﬁwﬂaﬁwjau A A B UaB_
WU monoclonal anti-A,B (NBC) Tamsesa
wovs{lafiaeioesien 1namaadn polyclonal anti-
AB (NBC) uar monoclonal anti-A,B 31N614
s

Qneef 5 umImedeun NS IR
monoclonal anti-AB (NBC) laalwinuif5entu
Siolafiounsiidan clotted blood frmumalatia
UM 2,640 T8 WY cord blood 31U 38 e
mawaﬁaﬁmmmmwatﬁq wun RSN
wnzavesiumlafiafions udniome

a (1
Q150
TnauaNTFrenaueufivafanlaau 18C,
s iduanslue e 1 wad 2 wuhueudueds
femusslumsvinfiBetumladia A uazmy
Tafinon A ldanuauduaaiidnnlaau 16G
| . 4
A%y a (% a 1 a aad v
(wsl‘nwamINIuIﬂauaLLaum-La) LmLLaumuamﬂmwa

JUNLIZAS papainized O WollWHaLINTUITAS

papainized B seudalaianansmians@ndiu
monoclonal anti-A ¢ atholsfmuuauduadis
ANIIATIINLIEES A 100 e iitAmeaanh
HENTULaUAUaANLAGY 16G, (anti-A) uay
naudUadT [danlnam 18F, (anti-B) Wetiannaa
Lf]uﬁwmmsawsﬂaﬁmﬁmhiﬂwaﬁaLmua—m,ﬂ
dosnniduinruiunindleatiauond-ed 7
LN TeIUn MR 2 Usemsde 14
EuﬁuwaﬂﬁmﬂwuﬂaﬁmﬁGrméhsJ LAUG-1D Lo
&0 uaz uaud-e I axflamisanialumsasianumy
Tondaelnuimmeathais A 5anh waud-o
Fotueuduadanlaam 18C, adldnanfenen
usaRUEad A uazaanumyladiaeiosshe) lay
WL A {ndawheinauintuead papainized
B fimsneanfasisneiosdulululaasiouand-
w1 welfumlnaleatauond-o 16 Fwwte
Tiseansnmwlumansanuizad A Lodlumsly
suiubilulaaiauondie waud-d lumsasram]
Tafia ABO

Favhueudvediidanlaau 18C,, 16G, Ua¥
18F anwanadulululaatiaueud-o,d ludan
dm 17211 washanvesauwSuudisuiulng
lattauaudi-.d waelilulaatiauaud-o.d an 2
w3 wrilleatiaueuii-a o fidesdulina
s walaaiafiquinanaguasiday
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ﬁmml,mﬁaEm'jwhaﬂszmﬂtﬁﬂﬁaEJLLGimé'mmsim
mafinsmewselanfmue’ (mmﬁ 3) udidie
nacauiunylofintan A v A A wazvalafia
toe B 1w B, AB_ wuhazmsavylafineiaenng
ad 1o and Ind leatauas lululaatiaaassg
Usemeding (M 4) Wevaaauem Ly
wadvajlofin A, B, O, AB 321 cord blood Wy
Nlulaatiauaui-e I Semsdimiueaden
Fanem (ef 5)

Fomahuendivedi ldanlnan 18C,, 16G,
ua 18F mwaunmwawamﬂuTquTﬂauaLLam—
w0 mmmuauw«u.,mmslﬂm,muiwaiﬂauaLLavm-
ol wlinaiuliluleatiauonde  woud-o
welWlunussanlaiia ABO Tdifuathai®
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Production of Blood Grouping Monoclonal Anti-A, B Reagent
Using Hybridoma Technigue

Rachanee Kaewmongkol, Udom Tingtoy, and Tasanee Sakuldamrongpanich

Department of Antiserum and Standard Cells Preparation, National Blood Center, Thai Red Cross Society

Abstract: The 1805 clone cell line is anti-A secreting cells which has been derived by fusing spleen
cells of a mouse immunized by group A] and AZB antigen with a mouse myeloma cell line (X 6563.Ag
8). It was tested extensively in potency (titer) and specificity with blood group A and subgroup A
(A y AzB, Ag, ASB, and AX cells). It was found to have high potency and specificity reaction with these
cells, especially with weak subgroup Ax cell. However, it gave positive reaction with papainized B
cell Therefore, 1t isn,t suitable for preparing monoclonal anti-A. The mixture of supernate from 1 806
clone, anti-A secreting clone (16G j and anti-B secreting clone (18F B) were made for monoclonal anti-
A, B reagent. In comparison with polyclonal anti-A, B (NBC) and monoclonal anti-A, B (2 commer-
cials), it was found that the monoclonal anti-A, B reagent (NBC) gave better results in avidity and
potency than polyclonal anti-A, B (NBC) and was comparable to commercial monoclonal anti-A, B.
Hence, 1t is suitable using this cocktail monoclonal anti-A, B to replace human polyclonal anti-A, B
for routine ABO blood grouping reagent.

Key Words : ® Blood group ® Hybridoma
Thai J Hematol Transf Med 2000;10:175-81.
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ZAVEDOS®

IDARUBICIN HCI

ZAVEDOS® OFFERS CLINICAL ADVANTAGES

OVER DAUNORUBICIN IN AML PATIENTS

Higher CR rates

Greater CR after the 1¢ induction course
Longer duration of remission
Comparable safety profile
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