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2% bovine serum albumin- phosphate buffer saline pH 7.3 (2% B3A
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1:1000, 1:2000, 1:4000 AY 1:16000

18 diluted standard anti-D US879S 100 ul TQ%HWQNKNTQ%LW&H

NS

(i 5% cell MW LISS USWIAT 100 ul wvianda 2
LA HAN LU ) ﬁﬁawamamﬁu u“mu@uﬁqmwg% 370% WM 15 U
$v015ad 2 adede 0.2% RsA-pBS TewAF ity tinuias wan

Ly 0.2% BSA-PBS USIAS 100 ul 9871709080

@ﬂtﬁaﬁﬁuﬁa 6 USINAT 50 ul AFIINIAT CHRNTUI

; & i ql,' p w 2
AL BARONASIAIY 0.2% BSA-PBS FUNifithy

§
¥. YUABU antiglobulin reaction

1.

pey sl & 2 o
{98 enzyme conjugated antihuman globulin #1309 UAIUSHIRS
100 ul &9IUUAAE HAN
LeNENHERARLLY 7 TIBUR 370 uu 60 Wi
@

3 g M N 3 oY Y & o
HﬁﬁWRW‘UﬂuquiﬁaﬂﬁUHLNlﬂilWﬂﬂL%ﬁlﬁ&ﬁﬂﬂEN@L%QWMWQQHW&HWQN

7% supernatant 50 ul V3 WANIW

k2
fl. YUABU enzyme reaction

1.
2,
3.

L6l substrate solution USNIAS 100 ul aa%uﬁau@ﬂwgu

]
4 =

tﬂ?ﬁg&%ﬂ&ﬂ%ﬂ? 7 H”ﬂUéu%@&ﬁﬂM 370% WY 60 W

k] U

VN T N NaOH U585 50 ul Al



4, WUIRAT absorbance ¥ wavelength 405 nm.

o o o 5§ G £ a v e
AUNSURAIDUWIUST NN TG %iﬂ?%ﬂulﬁﬂ&ihﬂiﬁ@ﬂ&@@ﬂﬂ@@ﬁ?ﬂ Wﬁ@ﬂaQ@Uﬁﬁﬁﬂ
- & o €, e oow v, 4 . TN TS .
W6 I IATHULRIRIMNATINIENYY 5% HELNEE  URB U ERAVIATENUANUSHIMS 50
: PR S Yo 2 o
ul %aaeﬁuwﬁwiusﬂiswaw A 4 959018 0.2% BSA-PBS FUVAUIN  uas L Gy enzyme

q
conjugated anti-IgG RAUIUNINYURDY antiglobulin reaction

ﬁdaé10ﬂ3U§n

1. Positive control

)t

13090 anti-D M 2% BSA-PBS W14 1:20001%) awdudadiniuam
U T 1089 anti-D 1 999Uy gtandard anti-D ﬁm%umau gsensitization
2. Negative control
19 AB serum WM standard anti-D %u%uﬁauﬂw% sensitization
3. Nonspecific binding of enzyme conjugated
14 2% BSA-PRBS UMW standard anti-D %n%u@@uﬂﬁ% gengitization
Lﬁﬂ@iﬂ enzyme conjugated Nﬁuﬁﬁﬂﬁuuuiﬁ@L%Eﬂuﬁ@ﬁ%aiﬂ
4. Reagent blank

nbstrate solution USu®s 100 ul,

23

QHHQN reagent blank a7d

{

2% BSA-PBS USHIWS 50 ul, WA 18 NaOH USW®5 50 ul Vgl reagent blank 19
NARDUTY substrate  A70790H spontaneous hydrolysis ERRE
&

WATVINATOU micro-ELAT 9N test un153iduadviinenaaouuuy duplicate

URZUFT absorbance WIANIWIAT LAY

N9 UIN Standard curve(15)
- S ) . a yow & a4 I3
TNIGIN097 standard anti-D BRVIMLTNBUENN 9 (W2 1ARDU TgG ULING
] ©oow oo A : ' ¥ & &
LR ﬁ?ﬁﬁlﬂﬂ%%ﬂﬂ@%@u%ﬁ {1gG) ﬂQUBQUHN3EﬁRaL§9£ﬂDﬂ ABNTOATRONIRY
o o v H
standard anti-D NENAIWLTHYY 300 ug anti-D/ml. Wwraifi 1 W standard
= 5 - . P Y- T a
curve ‘1% 100 ul 984 1:1000 anti-D wWWNGHINU 5% cell USHI0S 100 ul

O - o 1Sy~ L e B, O - 4
(0.5 x 10% cells) WHMAWINUENIN g6 NIUUUINALADAUAY 90 T£C 1 mole
g

e
)

o 27 o & @ &4 [ i
HWWUNIMINY 1.5 x 105 NS U8ed719 1 mole MIWIUIWIAY 6 x 1023 ANLANA
%



ﬂuﬁﬁmﬁ 1 9L iUSsNe anti-D = 30 x 10-9 g anti-D

1.5 x 10° g/mole
= 2 x 1g-13 moles

H

24G0 molecules/cell
BN ISNRNBY
1. MSUSUINATIIMIE micro-ELAT

d‘ Ay - &
1.1 O0SWSEEE 1MW RS ENASWRNSH DY enzyme NAFTUTIAY 19D
4N enzyme conjugated MY 2% BSA-PBS  M0@ASI015 19094 1:8000, 1:16000

of

N30 WA 50 ul wudhSenfu sub-

1:32000, 1:64000 Y™ enzyme conjugated

=

; g’ = =
strate 100 ul 988 IR 30, 45 URY 80 U NN 1 N NaOH WiN795 50

£ &a Gt 1 ;j
q Ugnsyy wWwlUIeEY absorbance ¥ 405 nm

=

ot
=
o
=
o
D
.

)

1.2 D RAREUIERTINAS L S0aN R winE ANTe enzyme conjugated
anti-1gG MOFOUIRY 1091 anti-D MIASIANS 1509 1:200, 1:400, 1:800, 1:
1600 ua L5077 enzyme conjugated IR RNRETEORN 1:6000,1:8000, 1:10000
1:12000, 1:14000, 1:16000, 1:18000, 1:20000 W ISHAROULIUIAMAUIE RSN
standard curve WWHRATIAIAT R absorbance WIWIATMAL L HEWISHIINS

& o
LRHOANUDY enzyme conjugated NIBNILAN



HANTSNARDY
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60 U ﬂﬁﬁw§4ﬂiw% 45 Wihe RSOy 0D 60 Wax 45 unf (B*) AN
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conjugated 30 Wit A% 45 I B* 60 UM
1:8000 1.18 0.40 1.58 0.63 2.21
1:16000 .67 g.21 3.88 0.40 1.28
1:32000 0.36 0.13 0.49 0.22 0.71
1:64000 0.22 0.07 0.29 0.09 0.38
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1:200 3.102  2.763 2.380  2.380 1.927  1.736  1.616 1.329
1:400 3,165  2.766  2.417 2.168 1.874 1.726 1.536 1.214
1:800 3.165 2.564  2.370  2.131 1.874 1.687 1.548 1.297

1:1600 3.165 2.612 2,344  2.12% 1.820 1.852 1.520 1.218

AB serum 3.102 2.712 2.260 2.090 1.817
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1:50 1.509  0.914  0.477  0.257 0.213  0.165
1:150 1,435  0.884  0.473  0.297 0.204  0.176
1:450 1.485  0.871  0.475  0.293  0.206  0.157
1:1350 1,499 (.856 0.479 5,314 0.216 0.154
1:4050 1.497 0.839  0.486  0.283  0.220  0.160

AB serum 1.525 0.3880 0.457 0.289 0.213 0,163
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415 nm, WD AR L AeKALINURDN nsiSeasehseIdganuay iauns1a i activity
#8% unbound enzyme conjugated anti-IgG %QL%H consumption test
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TUNISHUDNSEI NN NRRDN 099 anti-p  130396NS 1:200 IWAY 1:16000
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§N% UL SRR |9 ADAUEN AUUS RN 9 (anti-D 1:200) uaeluuSinntios 9 (anti-

D 1:10000) @7 ahsorbance Y0¥ consumption test MeneNnu #4139

LARRINAWANIS 1393 anti-D #RAWIY w5897 enzyme conjugated anti-TgG
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Kiruba WAy Han(li®) 16R971378 unbound enzyme conjugated anti-I1gG
auy 188G Wﬁ?lﬂtthtﬁﬁﬁu 9 L@RD Ué microplate ABULRISN LAY unbound enzyme
NRE aﬁa%ﬁ unbound enzyme conjugated anti-IgG FUNL igG ﬂ plate Q?ﬂﬁu
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wuiwﬂﬁﬂﬁﬁ%awé@ué 4+ WDI14) U TIUNAREURY enzyme conjugated anti-
18G %L%BQ?@ 1:2000 48zW™ unbound enzyme conjugated 1389 coated micro-
p]ate awn%u%qgﬂqéauﬁiﬂﬁuﬁu microplate 99A1U UAEIA activity UDY enzyme
w plate WUIIA absorbance e uAnA Y AeTuUNS i) 186G 5uaéuutﬁmzﬁaﬂ
UANHIN @1 absorbance ¥9¥ consumption test WH™

W?ﬂﬂ?ﬁ%ﬂﬁﬁﬂ%ﬁilﬁ%@aaﬂ%?ﬂ%?&ﬁ?&ﬂiﬁﬁaﬁ unbound enzyme conjugated
anti-Tg@ WNSsITAUEIIN 1g6  WUIIEWNSRTIANUUSION TG a4 3.28 ng/
well %uﬁmaﬁ Kiruba(ll) &390 Tausum IgG 16908 0.8 ng/well

LnaaaUuﬁa Ennsesatautin 1eG UBLRAL ﬁaﬂunﬁiﬂawm unbound enzyme
conjugated anti-I1gG W”ﬁ%ﬁ?ﬂﬁ?Nﬁiﬂﬂ%Bﬂ”ﬂé AN ANIENASNTIND UAFINNSD
% unbound enzyme conjugated anti I1gG iﬂaﬂﬁw”maﬁ%3W$Uﬁuuau%vaﬁﬁtﬂﬁauuu
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