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INTRODUCTION

It has been well known rhar

the HLA - SD entigcns, were almoir

recognized through rhe lymphoey-

totoxiciry test. A wcakncss of
l_v nrphocytotoxin developing in rhe

porous women usually creates the
discrepancy and error of the tcst.
Enhancing mcrhods of lymphocyroroxic

reacrion utilizing frozen cells{l), syncrg-

isric effect of sublytic dJse of lymphocy-
totoxic rotisefa (2), lymphocyte treatcd
wirh proteolytic enzyme, ficin and
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,/\BSTITAC I'
A re.iI)ique ol rhloubin tr.'ater.i i.vnroho::ytcs separated by Fico]l_

Ilypaqur-Srrcro.e tFIiS; rechnique ior nric;oli.i,r;lrr;ovtotoxicitl, tcst is descri_
bed. It is revealed in this study that 58. (13. l4Z) and 27 \15.42%) ot
175 pregnant women were positive for rhe anti -Hl,A screening test bv
ujir)g thrombin treated lymphocvtes and untreated lymphocyres, respectively.
The enhancing et'fect of aurigen-anribody and compiement acriviry of iymohocy_
tes separated bv FHS technique with thrombin rreatcd over those separated
by NTTRL and Batchelor method is probably due to borh rhe protcase
actiVity of thrombin on the tymphocyte mcmbrane and thc high osmolariry
of sucrose solution of which during climination of ptarelets from the
Iymphocyte . plaaelet mixrurc may cause rhe sublytic damagc of lymphocytc
membraoe leading ro rhe leak of cation from cells and resulting in the
increasing of the sensitivity of lymphocyrotoxiciry rest.
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rrypsin(3- 5) have been reported' The

presen( mcthod is to describe thc

cffect of lymPho:Yte treated with

rhrombin in iocreasing the sensitivity

ol' a micro-droplet l! mphoc) lotoxicity

tcst.

MATERIAI€ AND MET}IODS

Ethylene diamine tetraacetic

acid ( EDTA ) blood ( 0.1 ml of 5I

EDTA per ml of whole blood ) was

obtained from blood donors and

parous women who attended at the

Departmcnt of Pathology, Ramathibodi

Hospital.

The lymphocytes was Prcparcd

bv FtlS mcthod (6)and NTTRL and

Blt.hctor's method.(?)

Thc microlYmPhocYtotoxicitY

rcsi(7J was used for comparative study of
anti-HLA scrcening by using thrombin

tregred and untreated lymphocyles

separated bY FtlS techniques'

A total or 175 pregnant women

was compared for HLA tYPing. Each

sera was dcsingncd to test against 20

random acd untypcd donorts lymphocy-

lcs. lf morc than 30percent of kiltcd

lymphocytcs presant the rqaction is

considered positivc'

TI{E RTCOMMENDED METIIOD
FOR TTIROMBIN TREATED
I,YMPHOCYTES:

Onc volumer 0.1 ml, of lYmphocYtc

suspension prcptred bY FHS method

Bult Chiang M.|t AMS

wac incubatcd rvith an equal volume

of working thrcmbin solution 'Thrornbin,
Topical, Bovine origin,50C0 NIH units'

Parke Davis&Co, Detroit' wrs diluted

I :2 with normal saline solution ) at

37'C for l5 minutes. After incubation

rhe treated cells were washed wilh

Complemenr Fixation 'fest ( CF f )
dituenr (CFI; PH 7.4; Barbitone 0'58

gm, sodium chloride 8.5 gm, Barbitone

sodium 0.19 gm, MgCl2.6H2O 0.1 7gm'

CaCt2,2H2O 0.03 gm and 1000 ml

distitled watcr ) and centrifuged at 40O

G for 2 minutes. The cclls werc thcn

adjusted to 1000 celts per cu.mm' in

CFT diluent fJr a microcytoroxicily
test.

REEUI,TS

The score of lYmPhocYtotoxic

rcaction which the lymphocyte suspeo-

sion was prePared bY Ff{S method'

was higher than NTIRL and Ba-
tchclor's methoC and thrombin trealcd

lymphocytcs gave higher score thao

untrsated cells and was rcduced along

with the diludon of rhrombin ( Figur,'c l)
The cnhanced microcylotoxicity

rest of lymphocytcs treated with
thrombin was good in reproducibility'
Thc coefficient of variation ( C.V. )
was in the rrngc of 3'99 lo 8'86I
( Mean 6.60 ) ( Tablc I ) which was

betow the acceptable limit (C.V' l5Z)'

tn 175 parous vomcn, lYmPho-

cytotoxic antibody was found in 27

U5.427\ and 58 (33.14t) using throm-
bin unrreatcd aad treated lymphocytcs,
respectively.



V<)l. 12 No I January t9?9

DISCU€iSION

The sensitiviry of rhe present

microcytotoxicity rert mighr be rhe
effect of lymphocyre membrane damage
duc to rhe leak of carion from the cells
during rhe preparation of tymphocyre
suspension rhrough rhe subtytic dose of
lhe high osmolarily of sucrose sclution

rn the platelel eliminarion process.6).
Another cfl'ecr was probably due to
the property of a trlpsin-like pro-

leolytic acriviry of rhrombinr8-10) on
the lymphocyre membrane,

The presence of prcformed
cytoloxic antibodies in a serum of
rccipienr almost causes immediate

rejecrion (l l). Furrhermore, it was
rccenrly known that immediare allografr
fallure rvas more frequent in recipienrs
wirh preformed anribodies(l2), Srrong
preformed sntibody woutd show posi-
tive cytotoxiciry in a dircct cross-
malch of rhc serum of recipient wirh
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lymphocytes of donor(l3). However,
negative cross-match might result from
the prcsence of weak prcformed antlbody.
The prcscnt method is unsophisricated

technique and can elinrinatc this

problem.
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'l'able I The Score of Reproducibitiry of Thrombin-Treared Lymphocyres
Microcytoroxiciry Tcsr.
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n r': r'it rnicrolymphocytotoxicity test

lltgnr:tnill lvmphocvtes n'rlii ricott -

Hypaque- Sucrose lfl"''l anli-HLA 1u

oun',orrn' ,ru or-, "ln 
:'nni rr:1"'l"Hn

tn sB ( 33.1 4/ ) n'; trsi 27 ( 25 42 / )

ou n-'tunl111i thrornbin tfeated lymphocy-

tes liBl

n1fl1J

non treated lympioc}/tes nru
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protease Ectivlty na'1 thrombin i'tnt

high osmolarity lDJ sucrose fl! membrane

1O.! lymphocytes tulil4t',l Jn Itln'tB$

Iymphocyte suspen iion ltrr 111'1iJnteln1l
.v
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