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typing sera 1@”6‘1%@1@1-2 uazfudsfiazmnuay
tsentln

HLA (human-leukocyte antigen) {WustUy
uouflanzaafindenm  Afemamanuatuann
(polymorphism) M3s319 HLA gnimualaengs
098U major histocompatibility complex UL
fhodurndleslalangh 6 ddnwdendootusey
RGAW utafhu 3 ey e Nl 1 (class T gene)
Ussnaudoy Bufieoueu allele she UM locus
HLA -A, HLA -B uag HLA -C ¥mhitlumsriiy
msfaensiluanares HLA class 1 (HLA -A,
HLA -B Wat HLA -C) SowLagumeadiatitndes
Lﬁaunﬂ%ﬁmﬁ"aémmu uasflenadyfentiy
cytotoxicity T - cell response®” nejw?i 2 (class II
gene) MUM§3 9 HLA class II (HLA -DR, HLA
-DQ way HLA -DP) WULURIAR8Y B- lympho-
cytes WAYUW antigen-presenting cell 194 mac-
rophages miuﬁ' 3 (class Il gene) Aendasfseu
AANWALNUG (complement system) ‘

HLA fussusiifiensdigfentumalgnee

° mslasuden uavdhulstneirasdanlag

2Ny
wnsnialian’ neigadenaudiunawign’
LN’ mainy g uay
ANNENNusTIUMSRnlen '™

msfnsmeNENussshalsase sy
HLA fmsfnmathannaena' ssmeiasdaeln
¥ =3 a ¥ 1 =3 X
Whlatknalrmafialse ldaehadnis aaonausanen
ihingaelumsitiade uaudenuwamslumssnm
waetloariuler

maAne HLA class I antigens I@mmﬁu sero-
logical method ¥ typing sera {Hu&sfid e fign
typing sera faensandu monospecific sera Way

1% Y aaa I’: ‘.i/ d‘ [ a
IS Vidkietloaumsianaay

G A fva a .
37 Vmm'ﬂﬂmﬂﬂT]NNQWﬂ‘]@sLuﬂ'ﬁlLﬂﬂNa typing

sera AdenTRuuLoURUOAT I nIUM AR
aramidlasld panel cell MnaUGRENTY o
mmgné’muﬁu@u‘lunmtﬂawauauatw stk
W3y HLA antigen femsuansemagena® u
m3eReN HLA typing sera S silsREAn panel
cell ﬁ‘ltﬁmnﬂsz‘msmmns_omwwmﬂs uay
PInoumna %ﬂﬂiﬁ)‘UﬂE}N HLA -A, -B antigen finu
Tuaulne” uasanansndmsuasam HLA -A, -
B antibodies W#Snmamiadenssné® uasén
Lﬁan%%uﬁﬁqnmwmmzﬂumlﬁﬂu HLA typing
sera aANMANNEIN ST HLA fums
mmqnﬁLﬁ@Eﬂﬁwumﬂhﬂﬂws_m'Eﬂﬂ

THuaItNs

70

1. shathasldnnmdefenssiamom 464
0 fsnshnessifeatinenesst lawentaas
syhadeuiueneuilawneRmem w.el. 2539 o1 -
599 17-44 ¥ (9o 28.1 ). sehariounsssiicns
wasiingassiannm 3 Weu lasuiesanmds
Inesonssst Teassznos 10 mL thiusnasuldlu
microcentrifuge tube 94A 400 lasAas dwsy
vsndnm FSuiimdariuld wbe 100 2 mL way
1 mL wiudoldf -80°c

2. AulWfedfnmuesfiones HLA antigen
(panel) Idnnduamalafiafiomensidan Tsmen-
N wareenansaINEIR sasamniiu
wenFaven uasamifulsaionii S149m 60 118 @y
deannidudandm Neavtseanm 10 mL logld
acid citrate dextrose (ACD) (Wussrudaniuds
(anticoagulant) w‘m’nmuﬂﬁﬂmmn‘lﬂﬁﬁﬂwﬁaé
wnhinasamafiaras HLA class I antigen 108
1% HLA class I serotyping tray anlAsimsiaies
YOEN MERTITNERAMITUIAIEen AL
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MARASFRTTNENLNS A Anenduniiaa wia HLA-
ABC typing tray U89U3¥ One Lambda Usuinef
33043M ¢fiaiden panel cell 60 T Tidafiona
HLA antigen ﬂiauﬂquLLauﬁwuﬁwﬂuﬂ‘sxmn‘s
maasiusoniduamile” Fnsenoudis HLA
antigen 4 Locus A 6 ##ia éip HLA -A2, Al111,
A112, A24, A33 Ua¢ A74 HLA antigen 1u
Locus B 21 %iia fAa HLA -B51(5), B52(5), BY,
B44(12), B13, B62(15), B75(15), B77(15), B57(17),
B58(17), B54(22), B55(22), B56(22), B27, B3S,
B60(40), B61(40), B46, B48, Bw4, Bw6 74
27 1@

3. Sapuasbeummsiamsienes-
3% microlymphocytotoxicity test'**
3ms

1. \@3un screening tray

11 microtest-plate ¥Ha 60 wells/tray 8 meiA
mineral oil ¢3¢ automatic oiler ¥39 jet pipet LY
MU SNTdRIMsATIM HLA antibodies adluud
asvqun ax 1 lasdes (‘lﬁwaw?; 1A \Ju nega-
tive control LLazwquﬁ 1B 1w positive control)
udninluuudslifigunn® -80°C auiagihms
yaseu (mmaaouniisiasn 464 Mo wivdiu
2 NN NANWIN 290 T (5 trays) NAFBLMY panel
60 918 394 300 trays ﬂduﬁﬁad 174 98 (3 trays)
yaFaUL panel 30 18 TN 90 tray 714 panel
cell 2 NQy Lﬁaamﬂmmﬁammnmﬁaé}”’\mﬁﬁ 464
it i 2 929 FruaniFaAsi 200 310 ¥h
MIMAFIUNY panel cells 30 cells W Frafidng
PN 174 T Ynmamagewiy panel vl 8n 30
cells TnmdeiuildbdSungauan 290 1) an
ymanecauiy panel cell gofi 2 Tnevihm3asiiy
Funaai 2 (174 11e) Wedunmtui

2. wiundnlnded (panel cells)

wenduldes Taeldvien Isoprep (Ficoll-
Hypaque) D.W. 1.077 g5 density gradient
centrifugation q]m%’u interface ma”nﬁwﬁwmﬁa
(normal saline) #9798y viability v03adlaeld
A trypan blue wadinan |4 viability gon
90% wiRssuansdndueaagad lsssanm
2,000-2,600 cell/mm® denhen McCoy's 5A
3. IWIUMMAFDU microlymphocytotoxicity
test
3.1 ¥ screening tray sonangutudonty
fignmgiias
32 hanlndsTU e d MR
u screening tray é’wm‘ém lambda jet NgNaL
1 \luiﬂ‘iam‘i (W38 soft-drop techique) incubate
s igningiivias (22-25°C) 30 wi
3.3 I rabbit complement 13¢5 5
1ules305 (soft drop technique) incubate 7
qompiviasdialan 60
3.4 \fnd 5% Eosin Y 1511013 2 Tlasdes
(soft-drop technique) dofiasigadiisyanm 2 wif
3.5 \@iN 40% neutral formalin 331615 5
Tlnsdns e fix uasmyouliiden donolsligad
settle WivLlseanns 1 421 in mineral ofl uadle
¢ cover slips 941@ 50 X 75 mm.
3.6 B MNAIENADIgANTIEiTiia inverted
phase contrast ‘l%ﬁwé’wma 100-150 t¥1 79739
Yovasrnazadmy  defiwnelngnidudndii
e FhanNERATEEAn deildnsmeadan e
n Aerfssiliamsusaiiaen 8 (80-100% wod
§nel)
4. FBmTensiueudvadvasssuy HLAY
ARmMHIneNNTIETaMUTLR MTELY
HLAlasmamenhdsAvaamdaiug (correlation
coefficient ¥3a R-value) AMNMTI 2x2 eta
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vaneaMadiutIsnuaudiau Latuaudivad 1
femmngwie bisnnipediedle e Rvalue 7
fazagflnd 1
correlation coefficient (R-value)
= ad - bc
V(a+b)(c+d)a+c)(b+d)

NAMSATNATIER
5% 464 M0 ATIANL HLA -A, -B uaufiuafel
ﬂwﬂgmm (ATUUY 8) W 72 TB (Gnmw 1)

Aaflwdaeas 155 F5ugauan 290 T lenearay

M 1 Type of HLA -A, -B antibodies from

464 Thai pregnant women

HLA specificity No of sera

Monospecific
A2
Al1.1
A24
B51 (5)
B7
B44 (12)
B13
B77 (15)
B58 (17)
B35
B46
Bw4
Bw6

S R - I o0 R o L o ~ N oS B & 2 B (o]

[E=N
[ee]

Multispecific
Unidentified

N
—

Total

~
N

() =Board HLA specificity

1 panel cell 40 1 WAt 2 734 60 1Ad WU HLA
‘A, -B uaufiuadt 53 e (UARSEusIRzILY 8)
Fuunidu monospecific 24 T& Usvnaume anti-
HLA -A2 99 8 718, anti-HLA -A11 3 T,
anti-HLA -B51 1 71¢, anti-HLA -B7 3 714, anti-
HLA -B44 1 718, anti-HLA -B35 1 91, anti-
HLA -B46 2 91, anti-HLA -B77 1 91, anti-
HLA -B58 1 91¢, anti-HLA -Bw4 1 918 LAY anti-
HLA -Bw6 2 T (fw multispecific 13 T8 #
Wae 16 118 \u unidentified, typing sera fis R
value 3NN 0.7 u 24 T (39 2) ‘zﬁmm-n 2
M 174 310 fineseuiiy panel cell ‘nem 2
91124 30 1A WU HLA -A, -B antibodies 19 718
duunidu monospecific 9 ¢ Ustnaume anti-
HLA -A2 2 718, anti-HLA -A11 2 918, anti-HLA
-A24 2 974, anti-HLA -B7 1 97, anti-HLA -B13
1 T wey antiHLA B35 1 T fivdeidiu
multlspecmc 5 97¢ UaY unidentified 5 T8 typ-
ing sera mJ R-value 31NN 0.7 { 9 e (Gnmw
3 snmanmadnnediing monospecific
antisera #95Rmim 33 Telu 464 110 Aeufin 7.1
Wy multispecific antisera & 18 T8 Anidusatay
3.8 (M7 4) usicnasonian v typing sera
Suunleifu monospecific 23 Tt Anusouay
4.96 way multispecific 80 10 8 Aadusouay
2.16

321904

, My
ANM3ANW HLA class I antibody #leain
wiasanTsAisaray 165 Indifeetiunenu

a 22-26 ‘l a -‘; [3 5 \114» o
W ? lundedsnsarmameniawu lasoeay 15-
2 Vly X a9 1 a v ¢
207 uaswu lesnnaudiesaeay 20-30 luniaianssn
712 way 32 IndAsafunsnueas Ans Gendal
uaLAL® Aawu HLA class I antibodies Souay
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o . s
@919 2 HLA -A, -B antisera obtained from 1% set sera

HLA specificity No of serum R- value of each antibody
Monospecific
Anti-A2 20 0.90
29 0.78
75 0.93
96 0.93
119 0.82
121 0.87
137 0.72
140 0.86
Anti-B7 150 1.00
180 0.81
205 0.77
Anti-B44 48 1.00
Anti-B58 253 0.79
Anti-B35 14 0.71
Anti-B46 157 0.83
163 0.81
Anti-Bw6 279 0.75
Multispecific
Anti-B51+Anti-B52 22 0.81, 0.81
Anti-A24+Anti-B51 36 0.73, 0.75
Anti-B62+Anti-B75+Anti-B35 85 0.78, 0.70, 0.80
Anti-B7+Anti-B55 182 0.59, 0.85
Anti-B7+Anti-B55 192 0.78, 0.86
Anti-B51+Anti-B52+Anti-B35 232 0.78, 0.92, 0.94
237 0.91, 0.70, 0.85
Total 24

Antisera with R-value > 0.7 were presented

20.83 Waemeuzed 1530 WAedl waseow®  fiflgmienii@dfige WUGMReuse (gadane 80-
J0eaY 14.4 Ua Payne wusauay 17% 100%) WUTINVI9AU 33 T8 1u 464 Tt Aonfiu

iyl . A v U 3 A U - !
Monospecific antisera 23aIUNG antisera  $aeay 7.11 Jogandmenures fxa dended way
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- .
@19190 3 HLA -A, -B antisera from 2™ set sera

HLA specificity No of serum R-value of each antibody

Monospecific

Anti - A2 359 0.86

Anti - A24 303 0.91

459 0.89

Anti - B7 315 0.85

Anti -B13 375 0.75

Anti -B35 425 0.75
Multispecific

Anti-B51+Anti-B75+AntiB55 365 0.67, 0.74, 0.60

Anti-B7+Anti-B55 391 0.75, 0.68

Anti-B51+Anti-B52 435 1.00, 1.00

Total 9

Antisera with R-value > 0.7 were presented

mm'fn 4 R - values of HLA class I antibodies from 464 Thai pregnant women

R - values of HLA antibody No of sera Percentage
1. Monospecific antibody 33 7.11
1.1 High R- value (= 0.8) 15 3.23
1.2 Medium R- value (= 0.7) 8 1.72
1.3 Low R- value (< 0.7) 10 2.16
2. Multispecific antibody 18 3.88
2.1 High R- value (= 0.8) 7 151
2.2 Medium R- value (2 0.7) 3 0.65
2.3 Low R- value (< 0.7) 8 1.72
3. Unidentified (R value < 0.5) 21 453
Total 72 15.52

AL (4.38%) UALTIBUIDNREAA WA WAY  monospecific typing sera AAAEN 23 ey
DK (2.03%) Yiollonaiflaan panel cell AT aehalsfonn HLA -A2 u monospecific anti-
#ilowns HLA antigen snnniadiemiownlvwuuas  body Ui AEnTUsamEUtna4
a a 13 x ] ‘ll ° | 1 4 v

fuaddldmniuudidadmane Rvalue wdh o
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Multispecific antisera Wu 10 ﬂaﬁﬁm R-
value s 0.7 sansovisn 148 typing sera
15 LLGI"??J monospecific antisera Wa¢ multispecific
antisera fowan u typing sera fiamaday
U panel cell MazdmwRNgw viadsl
Armeidioraniiifims HLA Sue) Womstuiu

Unidentified antisera fanguasafitisaan
withbisansoienstldnduiendvedeiale
91PN panel cell HAAATViITN blank ¥3a
unknown antigen ftiolaist typing sera &3V
a92adaulé ¥3aiinan non-HLA antibody panel
cell ﬁlﬁ blank # 11 $7¢ locus A 9 T locus B
27w

ToerUuds HLA antibody ficnsnsmiunididu
HLA -A, -B typing sera & 33 11t Usv@nsnmwaay
typing sera # 2 swdulauodeendnlsvansan-
JNWUS v30 R-value lumsduun Ao

1. Anti-sera ifilszAvBnmgs Rvalue ann
MWL 0.8 4 1mau 22 118 U monospecific 15
4 WaY multispecific 7 3¢

2. Anti-sera AiftsAVENWMNA R-value
AP 0.7 udidhndh 0.8 S1wam 11 e 1fiu
monospecific 8 18 Wa¢ multispecific 3 318

LaURTIIA Lo szon 80 RoRARS (~ 2
mL/sample) Fovsudunadelud we. 2542
(P.¢1. 1999) ardlyaeulsvanmy 320,000 UM (N
weER ML) Wafipuiuen Waelumedensaa
ioad uazmnTionay HLA antibody 18995
464 M0 {FuiI 201,400 11 Foguitewngnn
nudneufisian 4w typing sera Fomagoy
M cell '?}i"nﬁﬂmn%uua::Lﬁu'«hwm%?uﬁuv‘mamz
qﬁu 5m’1~’qﬁnqﬁu&maﬁﬂ HLA DNA typing léign

° v .!’ 1 lll v €
dsnfnmulasmawza s AnnA NSNS
fulse Wasnaansnaumn sub group leene
faviuslomisnsmsesus HLA -A, -B typing
v
sera #t 2 laTamafingas HLA antigen Wau
v
Inevmnfuazitnmenudmiusiumainalse
X v P ° \1 [ a
Weswm Waduuamahlugmsasamewmaia
HLA DNA typing ¢ W
athalsfenaeiionas HLA antibody 7 latalsl
AsBUAqH HLA specificities vivaia 7iwuluemlne
£ antibody Svameriia daulvjauduriiad
a o v
d phenotype frequency mldEnn un locus A
9 79im waL locus B An 18 1Hia T2 27 Tha i
i antibody 7iidinedmuanAeui HLA
antibody 87| Mitmermafiidneaululsene
Wiagolndnamsiidme waslissnsnuan
a‘ v v ava ‘l' ¥ : | .
WRsunumasfuemsdus 18 wenanfinouian
1w antisera Mslomasauiugads UL
v 1 v U [4 " Yl l./
g0 Tud biennioen 100 wad WalWslemadiu
Wluanuduwzdsldlumsedon HLA -A, B
X
typing tray WesUfudsysolau

findnssuyseme
vau aa

ALK L TR TBUAUYARRNMEIE AN U
aiumlimsinuidelueseiidisaqansluded
WNNTHEUNS I A Wy FAOT R
Aewismsaniunensinen  nsumsunng
NINTRANDITUFY, AMLLIMNINUIAY, NI,
nENnYSUANE wazaminaLLlszanms, Wamshngaom
a a . v v va a4 v
gAusT, wiedaes viadtios WmhiGaavas
rhnasart Tsawennamein, wesmvyaanl waRuh

Y v da ¢ ¢ v ava a
RINUNINENFNFAITNITUNNEY Madﬂgummiauu‘,-
Tulag
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Preparation of HLA -A and HLA -B Antisera for HLA Typing

in Thais

Pensiri Himmungan, and Kanchana Sujirachato*

Department of Medical Services, Institute of Pathology, Rajvithi Road, Rajthevee, Bangkok 10400, Thailand,
*Histocompatibility and Immunogenetics Laboratory, Sirikit Medical Centre, Ramathibodi Hospital,

Rama VI Road, Bangkok 10400, Thailand

Abstract: Four hundred and sixty four sera were collected from pregnant Thai women who attended
prenatal clinic at Rajavithi Hospital. These sera were screened for HLA -A, -B antibody specificity
by standard microlymphocytotoxicity test using panel lymphocytes which covered HLA -A and HLA
-B antigen specificities commonly found in Thais.

Thirty-six out of 464 sera were strongly positive and could be identified for HLA class I antibody
specificity. There were 23 monospecific sera [representing 9 HLA specificities i.e ; 9 cases of anti-
HLA-A2, 2 cases of anti-HLA-A24, 4 cases of anti-HLA-B7, 1 case of anti-HLA-B44 (12), 1 case of
anti-HLA-B13, 1 case of anti-HLA-B58, 2 cases of anti-HLA-B35, 2 cases of anti-HLA-B46 and 1 case
of anti-HLA-Bw6]. The R-value of these HLA antibody specificities were greater than 0.7. The other
10 sera were multispecific HLA antisera.

To our benefit this project is not only racially specific HLA typing sera for typing of HLA -A, -B
antigens but it could be also used for preliminary study of disease and HLA association in Thais
leading to the study using HLA DNA typing technique. However, the HLA antibody specificities
of HLA typing sera obtained were not covered every HLA specificity in Thais. Some HLA antibody
specificities have to be purchased to make a complete HLA -A, -B typing tray.

Key Words : ® Anti-sera for HLA -A and HLA -B ® Thais
Thai J Hematol Transf Med 2000;10:41-9.
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