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Detection of Platelet Antibodies by Platelet Suspension
Immunofluorescent Technique
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antigens (human platelet specific antigen, HPA)
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saafiuazihen stock PFA/PBS (paraformal-
dehyde 4% (w/v) s PBS 15U pH wfu 11), work-
ing PFA/PBS (25% stock PFA/PBS 11 PBS 151
pH NIy 7.2), FITC-conjugated rabbit anti-human
Igs (DAKO), HRP-rabbit anti-human Igs, anti-
HLA positive Wa¢ negative controls, Rees-Ecker,
Turk’s solution (3% glacial acetic acid, 1% aque-
ous gentian), Ficoll-Hypacque solution, 37% neu-
tral formalin (37% formalin 1 &34 0.04% phenol
red 1 & USU pH i 7.2), glycerol/PBS pH 7.2
(glycerol 3 & PBS 1 &), Rabbit complement,
2.6N HZSO4 0.05% Tween/PBS pH 7.2.
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plasma s EneSsit 2,800 g W% 20 W71
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%18 EDTA-PBS 4asnssaieiniaidan b 1%

paraformaldehyde/PBS (1% PFA/PBS) 1311615 3
e, Saalugnanniines 2:5 Wit amiiidndn 2 a5y
&) EDTA/PBS tiusminansnidandnenien Ree's
and Ecker uazy5ulsildenandadiu 150x107/mL

M15¥111§j%81 indirect immunofluorescent
technique 1h750uaY PFA-fixed platelet 1521615
50 LJ.L W ARSI mlcrocentnfuge tube
aufigoamgi 37°C Wi 30 g 2 e
(15,000 rpm 5 ¥171) ¢9e) EDTA/PBS pH 7.2 15U
15306 Wi 25 ML 1fN FITC-conjugated rabbit
anti-human Igs 38979 1:30 18snas 25 UL au
figanfl 37°C win 30 witniuiiudrs 3 ada
NIENEUNSATAGE glycerol/PBS 1331@13 10 UL
veeuala Tadhunszanui uashlinsagie
nAaWgaaLEiTLe

mims'mmam'azﬁimmzauelumiﬁmﬁﬁ%m
\638n PFA-fixed platelet suspension PRV
¢ vhifRenniu HLA positive uaz/%an HLA
negative control \39919 FITC-rabbit anti-human
Igs AN 1:30 ot EDTA-PBS wiaeaguuy
1a9t/f5eniu 9 gammesay Fauanslumnaied
1 I@EJQ EDTA/PBS it conjugate control

M519A 1 Optimal volume and titer of FITC-conjugated rabbit anti-human immunoglobulins

Tube No. Controls Titer* Volume (ML)* Grading
1 HLA positive control 1:30 50 4+
2 HLA negative control 1:30 50 Negative
3 HLA positive control 1:50 50 3+
4 HLA negative control 1:50 50 Negative
5 HLA positive control 1:30 25 4+
6 HLA negative control 1:30 25 Negative
7 HLA positive control 1:50 25 3+
8 HLA negative control 1:50 25 Negative
9 EDTA-PBS conjugate control 1:30 50 Negative

* FITC-conjugated rabbit anti-human immunoglobulins
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19799 2 Specificity test of the immunofluorescent test

Dilution of

Dilution of unconjugated rabbit anti-human IgG

PBS control

anti-HLA undilute 1:10
1:2 weak 2+ 4+
1:4 negative weak 2+ 2+
1:8 negative weak 1+ 2+
1:16 negative weak weak 2+
1:32 negative negative weak 2+
1:64 negative negative weak 1+
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9199 3 Specificity test of PSIFT

Serum controls Fluorescent intensity

HLA positive serum 4+

Anti-A positive serum negative
Anti-B positive serum negative
Anti-D positive serum negative
Anti-E positive serum negative
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9199 4 Sensitivity test of PSIFT as compare to the standard lymphocytotoxicity test

Dilution of serum

Fluorescent intensity

Lymphocytotoxicity score

1:2 4+ 8

1:4 4+ 8

1:8 4+ 8
1:16 3+ 8
1:32 3+ 6
1:64 2+ 1
1:128 negative negative
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5190 5 The effects of paraformaldrhyde to PSIFT

1 fixed platelet vs

Dilution of serum adsorbed serum

2 unfixed platelet vs

3 unabsorbed serum

absorbed serum

1:2 2+ 2+ 4+
1:4 1+ 1+ 4+
1:8 negative negative 3+
1:16 negative negative 2+
1:32 negative negative 2+
1:64 negative negative 1+
Gni‘Nﬁ 6 Reproducibility test of PSIFT
Dilution of
Dayl Day2 Day3 Day4 Dayb
serum
1:2 4+ 4+ 4+ 4+ 4+
14 4+ 4+ 4+ 4+ 4+
18 4+ 4+ 3+ 3+ 3+
1:16 3+ 3+ 2+ 2+ 2+
1:32 3+ 2+ 2+ 1+ 1+
1:64 2+ 2+ 1+ 1+ 1+
1:128 negative negative negative negative negative

Msuhamagaudmn 29 e linaINeods
MNAEAMIgANARURSTUANET Fonansli
TN 8

a 3
9l
A | A v A
ANMIANNNUNYI MU NIgA LA AN
I EENTIgemag FITC-conjugated rabbit
anti-human Igs §Sumadia PSIFT Aaiaaans
1:30 wawifasnes 25 UL I@ammmumwaﬂﬁﬁ%m
Yo (% Aa 1% [~
nuasau |daan Anwnsmsfeddsntin 4+ uas
Thuauaniumninieiden Wanesaudutuana
NLP89 FITC-conjugated rabbit anti-mouse

Igs WU’J'WL?JE]W PFA-fixed platelet suspension ¥

UAN3e Y anti-HLA serum 2INHuaIN62e
unconjugated rabbit anti-human IgG naUNILEN
waufivaffinamn WU ey Leee uncon-
jugated rabbit anti-human IgG @NRULSYLALA
TuaufveffeaamnynUiisentu anti-HLA ¢
Y& A  Ada o |ama o
wans uweudiuefifaaamnnU RS d iy
Sunaufuafyhiuasedlssuruueufiauuuinge
A = ° Y A v
Foauasiinavh e nauanUaosle
Tumnasauanudmgrastfizen wuh
Aa dd‘ dJ f 1 Aa A Aa A
waufuafaus gallsuaufiveddauaudiauumin
[~ A I o Aana % [~ (<3 U
inSavdanaslaivnugisenuas naiduay Winldh
wadia PSIFT Whimefinfiaaudredumy luns
nedaUamN Iaamefialaame TSNS anti-

a a € a a { o A A
'J'lﬁ%ﬁﬁ{a‘“@n"ﬂﬂ'lLLa%’J‘ﬂﬁ']a@]iﬂJﬁﬂ'ﬁIﬁﬂ@] 9 11 atiuf 2 NINEW-HEIIEY 2544



= € 3 a
80 Uenn 2efaune ey 63en Wadya

a19191 7 Detection of platelet antibodies in diseases by PSIFT

Diagnosis No. of sample No. of positive % of case

Acute leukemia 3 1 30
Acute lymphoblastic leukemia 7 2 29
Chronic myeloid leukemia 2 1 50
Acute myeloid leukemia 16 7 43
Aplastic anemia 7 4 57
Anemia 2 1 50
Idiopathic thrombocytopenic purpura 5 5 100
Hodgkin’s disease 2 - 0
Pancytopenia 9 2 22
Lymphoma 2 1 50
Non-Hodgkin’s lymphoma 5 3 60
Other 11 6 55
Not specified 13 8 62

Total 84 41 48.8

S1mne0e9n inaLIN@Ae35 PSIFT 41 318 Aoy 48.8%
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@1919% 8 Sera with antibodies detected by
PSIFT were antibodies specific to platelet mem-

brane gpllb and/or gpllla by indirect ELISA

Serum No. 0.D.
1 0.350
2 0.392
3 0.860
4 1.470
5 1.224
6 1.292
7 1.459
8 1.716
9 1.463

10 1.223
11 0.675
12 1.091
13 1.871
14 2.339
15 2.698
16 1.384
17 0.661
18 1.301
19 0.954
20 1.669
21 2.338
22 1.250
23 0.390
24 0.5624
25 0.370
26 2.204
27 0.487
28 0.339
29 0.540

negative control (n = 50)

Cut-off value O.D. = 0.145; conjugate control O.D. = 0.013
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Detection of Platelet Antibodies by Platelet Suspension

Immunofluroescent Technique

Preeyanat Wongchan, and Duriya Phongmul

Department of Clinical Immunology, Faculty of Medical Technology, Changmai University

Abstract: There is an urgent need for a simple and reliable method for the detection of platelet

antibodies, comparable to the antiglobulin test in red cell serology, for better investigation, following
up and monitoring the diseases in patients suffering from bleeding disorder effected from

thrombocytopenia. In order to develop and demonstrate that platelet suspension immunofluorescent

test (PSIFT) is sufficient for the detection of platelet-reactive alloantibodies, 84 serum sample of
patients suffering from hematologic malignancies, idiopathic thrombocytopenic purpura (ITP) with

platelet transfusion therapy from the Maharaj Nakorn Chiang Mai Hospital were tested. The optimal
condition of FITC-conjugated rabbit anti-human immunoglobulins was titrated and the result was

1:30 and 25 (L for dilution and volume, respectively. In addition, the specificity, sensitivity and

reproducibility were also studied. It was shown that all results were acceptable. The detection of anti-
human platelet antibodies in serum of patients with diseases mentioned above resulted in 48.8%

positive. To exclude that such those were not antibodies specific to HLA class I molecules,

lymphocytotoxicity test was performed. The results showed they were all negative. This result

indicated that antibodies were specific to platelet membrane antigens. Furthermore, the positive
serum were determined to specify whether there was anti-platelet glycoprotein IIb/Illa and/or platelet
specific antigens by an indirect ELISA. It was found that they were all significantly positive.

Key Words : ® PSIFT ® HLA class I ® Platelet glycoprotein IIb/Illa
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