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MHC CLASB-III DNA-FOLYMORPHISM 1IN BONE MARROW
TRANSPLANTATION.

M.T.Dorak, E.A.Chalmers, A.M.8proul, FK.I.Mills,
A.E. Burnett.

Leukasmia Research Fund Laboratories, Dept. of
Haematoleogy, Glasgow Royal Infirmary, Glasgow.

The increased use of unrelated deonors in allogeneic
bone marrow transplantation has prompted the =search
for additional mathods to better define the major
histocompatibility complex (MHC) and aid in
appropriate donor selection. The human MHC class-III
region inecludes tha genas for C4, €2 and factor B
(BE) all of which show extensive individual
polymorphism. Although they do not encode for
transplantation antigens, they are closely linked to
neighbouring HLA loci and show haplotype specific
polymorphism.

In this study, we have evaluated the significance of
MHC class-III polymorphism in the investigation of
MHC compatibility. Using two DMA probes, C4 and Bf,
65 bone marrow recipients and their HLA-identical
siblings as well as 7 matched unrelated pairs were
analysad. C4-RFLP showad Ci-mateching in all sibling
pairs. However, 4/7 serclegically matched unrelated
pairs had C4 genotypic mismatching and 2 of these 4
alsc had Bf mismatching. One of the 3 pairs matched
at C4 was mismatched at Bf locus. Class-ITI RFLP
analyses were alsc performed in unrelated pairs. All
C4 and/or Bf mismatched pairs alas had DRAR and/jor
DA mismatching.

These results suggast that MHC class-III
polymorphism may have a role as a complementary
technigque in determining the MHC identity. Recent
identification of new genes within this region could
further inecrease the ralevance of this part of the
MHC in ¢linical transplantation.
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USING VOLUNTEER UNRELATED DONORS (VUD] THE PARALLEL RFLP TYPING FOR HLA-DRB AS A PERFORMANCE INDICATOR FOR THE
RELATIVE RESPONSE INDEX (RRI) HAS BEEN A RELATIVE STANDARD MICROLTMEEOCYTONINIC ASSAY FOR HLADR ANTIGENS
HUBBISH IND

Paul Sinnott, Melanie Sheldon and Adrian Ivinson

Morth West Regional Tissue Typing Laboratory, 5t Mary's Hospital, Manchester

Mixed lymphocyt culture (MLC) remaine our gold standard
Ln donor saled i for bone marrow ansplantation (BMT).
become the RRI was introduced by comparing the
uptake of the responding cells to the VUD target
to a single outbred controcl target (a huge
iter a pool of cells froem four ocutbreds was
control requires a pool of ten outhbreds

[iv establish a definitive type for the purposes of organ matching we have undertaken
routing prospective parallel studies tor the definition of HLA-DR using; a standard
rolymphocytotoxic assay using B lymphocytes isolated with an immuno-magnetic
bead method and a linked RFLP technique using the cDNA probe pRTV 1!
We present data from 272 consecutively typed individuals, including both patients
entering the renal, corneal and cardiac transplant programmes (n= 193} and a non-
patient group of WIrs, i panel wvoluntesrs (n=79)
Discrepant typing b Its o d using the two t igques was observed in
19.5% of individuals. This figure includes a 16.6% discrepancy rate for the pat
group and 26.6% of the non-patient group.
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nad OF all discrepancies 2 2 I ; less
frequently occurring IENS ) entional sermlog been shown to be
weakest. This leaves a total of 26/272 (9.6%) which could be termed "unexpected
discrepancies” ie involving antigens that are not normally deemed 1o he problemati
This figure could therefore be used as a measure of performance for
conventional microlymphocytotoxic assay.
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IMPORTANCE OF ENDOTHELIAL LEUCOCYTE ADHESICN TLX-B SPECIFIC ALLOANTIBODIES TNOUCED HY BLOOD TRANSFUSTIONS
MOLECULE (ELAM) IN REMAL TRANSPLANTATION [N HUMAMS

J, Morgan, A. Lycett, T. Horsburgh, P. K. Dannelly, P. 5. Veitch, P. R. F. Bell

Department of Surgery, General Hospital, Gweandalan Road, Lacester, LES 4PW

White cell endothellal cell contact is mediated by various adhesion
molacules which ara in furn regulated by cylokine mediators. The
integrity of the endothelium upon reperfusion after transplaniation
may determine initial graft function and possible long-term
ultimate graft survival. In this preliminary study, we have
investigated the expression of ELAM-1 on cultured wmbilical cord
endothelial (HUVEC) cells before and after stimulation with IL1 and
in skin, vein and kidney from normal cadaveric donors and skin and
vein from palients undergeoing transplantation. ELAM-1 expression
was detected by either flow cylometry or immunohistology. HUVEC
cells showed staining for ELAM-1, which became more intense afier
incubation for 4 - & hours with 5 units/ml IL1, but declined upon
further incubalion. Addition of CyA or Methyl Prednisoclone did not
abolish expression of ELAM-1 in response to IL1. In contrast to
previous reports, some tissues were found to be posilive for the
ELAM-1 antigen. This basal ELAM-1 expression may be significant
in determining initial graft function. Most recipients of renal
grafts are already chronically aclivated as indicated by increased
circulaling soluble |L2-R levels, reportedly due to increased IL1
production. This might cause enhanced ELAM-1 expression and
consequent white cell adhesion to endothelium.
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DELAYED GRAFT FUNCTION DELETERIOUSLY AFFECTS RENAL ALLOGRAFT
SURVIVAL

KM Rigg, KR Clark, TWJ Lennard, G Proud and RMA Taylor

Transplant Unit, Royal Victoria Infirmary,
Queen Victoria Road, Newcastle upon Tyne, NE1 4LP

There are conflicting reports regarding the effect of delayed graft function (DGF)
upon renal allogratt survival, The aim of this study was to ana vse this possible
effect in 454 consecutive transplants performed in a single centre from January
1886 - June 1880. Patients with first grafts (n=387) were given CyA and those
with & subsequent graft (n=67) CyA and prednisclone or triple therapy. DGF was
defined as the need for dialysis in the first week post-transplant.

274 (60%) patients had immediate function (IF) and 180 {40%) DGF. One year
graft survival was significantly better in the IF group (248/274, 91%) compared
to the DGF group (123/180, 68% X*=35.76 p<0.001). Whan non immuneclogical
failures and grafts that never functioned were excluded, 1 year graft survival was
still better in the IF group (248/267, 83%) compared to tha DGF group {123/155,
79% X°=16.9 p<0.001). DGF lasted from 2-80 days with a mean of 13.6 days
[sd 9.2], but the duration did not significantly affect one year graft survival. One
year patient survival was 97% in the IF group and 90% in the DGF group
(p=0.01)

DGF, even when non-immunclogical failures and non functioning grafts are
discounted, has a significant detrimental effect upon both graft and patient
survival at one year. Measures that are known to reduce the incidence of DG
should be aggressively undertaken.
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DOES EARLY REJECTION INFLUENCE RENAL ALLOGRAFT SURVIVAL?

KM Rigg, TWJ Lennard, G Proud, BMR Taylor

Transplant Unit, Royal Victoria Infirmary,
Queen Victoria Road, Newcastle upon Tyne, NE1 4LP

Acute allograft rejection remains an important cause of graft loss despite
advances in immunosuppressive therapy. 454 consecutive renal transplants
performed in a single centre from January 1986 to June 1990 were analyzed.
Does the day of 1st rejection or the number of rejection episodes in the first
manth post-transplant influence graft survival. Patients with first grafts (n=387)
were given CyA and those with subsequent grafts (n=67) CyA and prednisclone
ar triple therapy. Typically the first two rejection episcdes were diagnosed on
clinical grounds and treated with pulse methylprednisolone, subsequent
episodes were diagnosed following biopsy and treated with ATG, OKT3 or
steroids

137(30%) of patients had no episodes of rejection in the first month and a 1 year
graft survival of 77%, corrected to 88% when non-immunalogical failures (NIF)
were excluded. For 1 or 2 episodes of rejection 1 year graft survival was B9%.
Overall 1 year graft survival was significantly better in those patients with =2
rejection episodes (83%) compared to those with >2 (67% X*=7.84 p=0.01, and
when NIF excluded X*=17.7 p<0.001). 1 year patient sunm/al was 96% in both
groups, Tha number of gratt had ne significant effect

142 patients had their 15t rejection episode before day 5, 115 between days 3-
10, and 60 after day 10. 1 year graft survival was not significantly differant in any
group even when number of graft or NIF were considered

In conclusion =2 episodes of rejection in the first month was predictive for poor
graft outcome, The occurrence of rejection before day 5 does not necessarily
indicate aggressive rejection. The effect of 1 or 2 rejection episodes upon long
term graft survival needs to be examined.

PAPER 12

WHAT FACTORS INFLUENCE THE SUCCESS OF SECOND TRANSPLANTS?

3 Carrcll, C E Philips, K R Clark, K M Rigg
G Proud, R M R Taylor, TW .J Lennard

Renal Transplant Group, Department of Surgery, Royal Victoria Infirmary,
Mewcastle upon Tyne

In a single centre from April 1268 to December 1988, 110 patients received a
second renal fransplant after failure of their first graft. We have examined
donor and recipient variables relating to the first and second transplants in an
atternpt to identify what factors affect the owtcome of the second graft. Donor
age, sex, blood group, length of ischaemic times, and cause of death along
with recipient age, sex, blood group, cause of renal failure, duration and form
af dialysis, HLA match, cytotoxic antibodies, type of immunosuppression
primary non-function, number of rejection episodes and cause of graft failure
for both the first and second transplants were analysed. In addition whether
or not a transplant nephrectomy had been carried out prior 1o the second
transplant and the duration of the first ransplant success were included in a
Cox’s multiple regression moedel for second graft survival.

In patients whose second graft was lost due to rejection, the number of
rejection episodes associated with that transplant correlated significantly with
graft loss (p<0.0001),

As we expected the use of cyclosporing in second fransplant recipients
significantly improved graft survival (p=0.04) when compared with second
transplant recipients recening azathiopring and prednisolone. However, we
also found that the survival of the second graft was improved in those patients
who had a ransplant nephrectomy performed when the first graft had failed
(p=0.015).

We conclude that the success of second transplants can be improved by not
only optimising immunosuppression to reduce rejection episodes but also by
removing the first graft
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DUPLEX BOROGRAPHY ON DAY 2 POLLOWING RENAL
TRANSPLANTATION: A PREDICTION OF RESISTANT REJECTION?

H.J.London, M.Aldoori, V.G.Lodge, J.A.Bates,
H.Irving, G.R.Giles

University Department of Surgery and Department of
Rudjr'muy, St. James's University Hospital, Becksatt
treet, Leeds,

Thirty six renal allograft recipients we:e muniLﬁ.u“
by serial duplex Doppler ultrasound studie
post-transplantation and during early rejers tl:n
1vE:r:*ﬁ reproducibility study demonstrated no
significant inter or intra-operator variakbility i
measurements of resistive index of the interlchar
artery (RI) (2.1% [1.5%] and 2.2% [2.3%]
respectively, mean [standard error] of coefficients
of variance).

e

Twenty one patients had rejection within 3 weeks of
transplantation. These grafts showed greater overall
rices in the RI, from day 2 to day &
post-transplantation, than the grafts which had no
rejection. Eleven of the 21 patients regquirad mc
than one course of methyl prednisclone for persistent
Or recurring rp]urtjnF These grafts had higher RI
cn the day rejection was diagnosed ’CL [7.3], median
interquartile F-n"P]J than the remaining 10 patients
{62.6 [8.7]. TJE 11 grafts with persistent jection
had higher RI (p<0.005, Mann-Whitney U-test) aon day 2
mst-transpla nxdt con {76 [3.9]) than the 10 grafts
uccezsfully treated with a single courze of methyl
rednisclone (63.2 [10.92]).

This study demonstrates that grafts with a RI of
greater than 70 con day 2 pest-transplantation are
likely to have rejection regquiring additional
treatment (sensitivity - 100%, specificity - 80%).
These patients may be candidates for earlier or
alternative anti-rejection therapy.
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PRESSURE FLOW STUDIES IN THE EVALUATION OF URETERIC
OBSTRUCTION IN RENAL ALLOGRAFTS

BH Kashi, GR Giles, HC Irving

University Department of Burgery and Department of
Radiolegy, Bt. James's Hospital, Leeds

Dilatation of the pelvicalyceal system may
cccur in up to 43% of renal allografts and presently
most centres lnvnstlgate this dilatatien by antegrade
pyelography. The significance of a radiclogically
demonstrated ureteric narrowing is, however, unclear.
During the past 16 months 13 of 117 transplants have
baen studied by a pressure-flow study concurrent with
the antegrade pyelography to assess the functional
relevance of pelvicalyceal dilatation and ureteric
stencsis. After noting the resting pressure in the
collecting system, contrast medium was infused
through a 22G spinal neadle using at a constant rate
of 10 ml/min. A second needle in the pelviecalyceal
system measured the pressure change induced by the
infusion. A rise of more than 7 mm Hg at the
equilibrium pressure was considered to show a
functionally significant uretaric obstruction
{Whitaker 1973)1. The results are shown in the table
balow:

ANTEGRADE PRESBURE-FLOW FINAL DIAGNOSIS

obatructad chatructad cbstruction
obstructed not ebstructed acute rejection
1 chronic rej
ne obstruction no obstruction
— 1 nephro-toxic

Pressure-=flow studies are a useful adjunct to current
methods of investigation of ureteric problems in
renal allegrafts.

1) Whitaker RH. Maethods of assessing obstruction in
dilated ureters. BJU 1973:45:15-22
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INCIDENCE OF ANTI-EFITHELIAL CELL AMNTIBODY IN
PRAEDIATRIC RENAL PATIENTSE AND NORMAL CHILDREN

L.W. Harmer, J.E. Deal, K.I.Welsh, S.P.A. Rigden

'issue Typing and Paediatraic Renal Unit, Guy
London SE1 SRT

We have previously reported a correlation between an IgM
antibody directed against epithelial cells and renal
allograft rejection in our paediatric transplant pa-
tients. In this study we have investigated the inci
dence of anti-epithelial cell antitk ¥ [AECA) in all
paediatric patients receiving transplants between 1987-
8%, in paediatric renal patients and normal children
between 1989=91.

411 transplanted children were tested for & L
serum sample taken on day of ansplant or Cr

match samg The incidence « AECA in these pati
was 4/34 1In 1987 6/23 1n 1988 9/25 1in 1989.
incr E . positi children ¢ :sponds
decrease in 1 year graft surviwval duri

samples taken from 55 normal children in
chtained and 35 fu i8r Hormal samples were coll
between Oct 90 I B3, These were
samples from 42 paediatric renal
which were taken

1 children and 3

1 4 larger proporti

HNov/Dec as compar

dren and

=ldence
this antibody in

LUt
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THE INCIDENCE " ANTI-EFITHELIAL CELL ANTIBODIES IN PAEDIATRIC CONTROLS

S Martin, H Liggett, J Worthingion, P Morgan-Capner, N Parrott

NW Regional Tissue Typing Laboratory and Renal Transplant Unit, Manchester and

Diep i of Virology, Royal Preston Hospital

Il antibodies [AEC), reactive with the epithelial cell line AG49,
ried in assoclatlon with paediatric 1al transplant faflure! 2, Ho

using an cpi

re collected by virology laboratories throughout E

heir Orgolng F\.l":'-:'l:l.f_:‘il":|| surveillance for imumps, measbes and
rubella antibodies. They were randomly selected by the wirology laboratories as
residual sera from samples submitted for other investigations. There were B0
samples, 30 males and 30 females. [rom each of the age groups; 1<3, 3<5, 57

11«13, 13«13, All sera were screened against AS49% and those positive re

r screencd agalnst periphe bleod lymmphocytes [PBL) to check for the

ireserce of HLA and autoreactive |x|'1 phocyiotoxde antibodies which would also react
with AS49

86 of the 420 sera (47%) were po le 1ie presence of AEC, The 33 sera
1 also reacted with hmphocytes were cor .'.n:l-"rnl as being AEC negative, The
in the number of AEC positives befween males and fe males
! 47.6% respectively). OF the 60 samples 1est I:'II| for each age group, the
number ol positives was  1<3, 21; 3<5, 2% 5<7, 40; 7<9, 32; 9<11. 33; 11<13. 24
121519

el of AEC ina atric conttol population further emphasises the ne

to “igdentif the targel antigen and ralses the question of its role in pacdiatric

transplant failure

l 5 Martin el al, Tissue Antigens 15991 37; 152,
s AW Harmer et al, Transplant Int 1990 3; 66
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IS THE A549 CROSSMATCH IMPORTAMNT IN RENAL THANSPLANTATION?

N. Mistry, |, Underwood, T. Horsburgh, P. K. Dennelly, P, 3. Veitch, P. A. F. Ball

Departmeant of Surgery, General Hospital, Gwendolen Aoad, Leicester, UK

An antibody reacting with the epithalial cell line A549 has been linked with a high
incidence of accelerated graft failure in paediatric patients.  In this report we
have investigated this antibody reaclivity by a conventional complement
crossmalch method in transplanted patients and those awaiting transplant,

In sera from B5 chronic renal faillure patients only 7% ware sirongly positive,
7% wilh weak reactivily and 86% negalive for anti A549 reactivity. There was
no significant correlalion between anti A549 antibe and dialysis therapy nor
numper of graft failures.  In those patients positive against A54%, 5/6 were
elderly males.

In transplanied patients (n=132) 27% (36/132) were posilive, 19%
(25/132) showed weak binding and 54% (71/132) were negalive for anll A543
antibody.

Pﬂ“'i'-’”" negative (25/73) for A543 were regralts comparad

atients sirongly positive for AS49 antibody. The incidence of gra
'1 » different in either group and there was no correlalion with CMY '"5!|l.'1- I
of doner ar recipisnt. There was ne correlalion with panel antibody reactivi

Cur experience 1o date, with adult transplanis, is that anti A543 antibody does nao
contribute significantly to grafi loss or dystunction and therefore a positive AS45
crossmatch is not @ contraindication to ransplantation
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THE SIGNIFICRARNCE OF THE FLOW CYTOMETRIC CROSSMATCH
IN BENSITISED RENAL TRANSPLANT RECIPIENTS

A.W. Harmer, D.C. Briggs

Tissue Typing Laboratories, Guy's Hospital & Mid-
dlesex Hospltal, London

Previous reports on the flow cytometriec crossmatch
(FACS-XM) have failed to show a significant corre-
lation between a positive FACS crossmatch and graft
failure. These studies have not made a distinction
between sensitised and non-gensitised patients. We
have specifically targeted those patients with high
panel reactiwvity, previcus transplants or pregnan-
cies for FACS-XM.

Out of over 300 FACS-XM performed the data on 37
sensitised patients who proceeded to transplatation
are presented. Eight of 317 patients had a positive
T-Cell FACS-XM, all were negative by conventional
cytotoxic crossmatch. Seven of these lost their
grafts, in all but one case the graft was lost at
lezs than 30 days. The one graft which is current-
ly surviving at 2.5 Years was an HLA identical
graft and the :.':L'J:'-!.i".'._'ll.n':—'. crossmatch cannot, There-
fore, be attributed to HLA specific antibodies.
Five grafts were lost 1n the 29 FACS-XM negative
patients.

3

These results demonstrate a significant correlation
(p=0.0005) between a positive FACS-XM and graft
failure in sensitised patients and we would regard
a poslitive crossmatch in such patients a=s a contra-
indication te transplantation.

PAPER 20

AEMAL TRANSPLANTATION AFTER IMMUMNCADSORPTION IN HIGHLY SEMSITISED
RECIPIENTS

CH ROSS, G GASKIN, SM MCGREGOR, MJ DAVEY, Rl LECHLER, G WILLIAMS, Al
REES, CD PUSEY

DEPARTMENTS OF MEDICINE, SURGERY AMD IMMUNCLOGY, HAMMERSMITH
HOSPITAL, DU CANE ROAD, LONDON, W12 0NN

Twenty per cent of potential renal allograft recipients possess
high titres of pre-formed cytoloxic antibodies (CAB) which
preclude transplantation. Immunocadsorption (l4) with
protein-A is a novel stralegy to de-sensitise these patients
and we report three cases who have been transplanted
following treatment

All three patients were highly sensitised with no svidence of

spontaneous reduction in CAB titres. 1A was performed on a
Citemm 10 system and there weare no adverse affects. Treatment
of 18-40 (mean 27) litres of plasma owver 4-7 {mean &)
treatment sessions reduced the titre of CAB to <18 in al
patients and abolished reactivity to non-prohibited antigens

BT

One patient required re-treatment with 1A following CAB
resynthesis. Immunosuppression, from day 1 of A, was
pradnisolone and cyclophosphamide. Transplantation wa
performed at 125, 6 and 270 days after starting therapy, when
immunosuppression was changed to prednisclone,
cyclosporin-A, and anti-lymphocyte globulin - which was
replaced by azathioprine after 10 days. Satisfactory allograit
function has been maintained for 26 and 20 months in two
patients, and the third patient still has primary graft
dysfunction, due to acute tubular necrosis, at one weexk post

transplantation.

1A permits transplantation of selected highly sensitised
palents,
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DISCREPANCIES IN PERIPHERAL BLOOD LYMPHOUYTE CROSSMATCH
RESULTS AS COMPARED WITH SPLENIC LYMPHOCYTE CROSSMATCHES

5 Martin, JA Critchley, FA Dyer

NW Regional Tissue Typing Laboratory, St Mary's Hospital, Manchester

The use of cadaver donor peripheral blood lymphocytes (PEL) for prospective
crossmatching may be beneficial for cardiac and pancreas transplantation when

ischaemia times must be minimised. Following a report of inaccuracies in cross-
matching using PBL', this study was underiaken to assess the suitability of PBL. as
compared with splenic lymphocytes (SPL) for crossme tching.

L} donors (D) were retrospectively crossmatched against 23 renal patients (R} {71
each vs. 2R and 3D each vs. 3R) who had been selected at the time of organ retrie-
val as having <3 HLA antigens mismatched. DR pairs were selected so that for
each donor a positive and a negative initial SPL crossmatch were represented. 241
sera from 23 patients were crossmatched apainst Dynabead separated PBL T and B
cells and SPL.

For |8 of the 241 (7%) sera from & of the 23 (26%) patients the PBL crossmatch
was negative whilst the SPL was positive at >350% kill. For 3 of these 6 patients all
of the sera iested were negative with PBL, so a PBL crossmatch would have heen
falsely reported as negative

These resulis strongly support the previous report' that PBL are not suitable as the
cellular material for D/R prospective crossmatching,

We will continue to use splenic lymphocytes for all prospective crossmatching prior
to cadaveric transplantation

' 8 Hibhett, [¥ Phelan, T Mohanakumar

Clinical Histocompatibility Workshop, Falm Springs, Fehruary 1991
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ALLORECOGNITION OF ISOLATED DENATURED CHAINS OF CLASS I
AND CLASS IT MHC MOLECULES

Dalchau R.*, Fangmann J., Fabre J.W.*,

Division of Cell and Molecular Biclogy, Institute of
Child Health, 30 Guilford Street, London, WC1N 1EH.

The heavy chain of RTI-A classical class I and the & and
E chains of RTI-BE class II molecules of the DA (RT2VI)
strain were prepared from DA spleens by a combinaticn of
monoclonal antibedy affinity, lentil lectin affinity and
gel permeatioh chromatography followed by boiling in SDS
and preparative electrophoresis in 5D5 polyacrylamide
gels. LEW RTI' rats immunised with the isolated chains
in Freunds adjuvant produced strong antibody responses
in the denatured chains, but these antibodies did not
cross-react with whole RTI-A class I or RTI=-B class II
molecules of the DA strain. Immunisatien with each of
the 3 chains resulted in second set rejection of
allografts. Immunisation with the isclated

class I as well as the & and B chains of clas
resulted in accelerated antibody responses to who
undenatured DA class I molecule after DA skin grafting,
suggesting "carrier" priming of the T helper cells,
These results demenstrate that indirect allorecognition
can play an important role in allegraft rejection.
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ALLOGRAFT REJECTION BY INDIRECT ALLORECOGNITION OF DONOR
MHC PEPTIDES.

Fangmann J., Dalchau R.*, Fakbre J.W.*#®

Division of Cell and Molecular Biology, Institute of
Child Health, 30 Guilford Street, London, WC1N 1EH.

LEW (RTI') rats were immunised with free, unconjugated,
22-24 amino acid peptides corresponding to the o helical
region of the first domain (peptide 1) and the B shest
(peptide 2) and & helical region (peptide 3) of the
second domain of the RTI-A classical class I molecule of
the DA (RTI®Y!) strain. Peptides 1 and 3 induced strong
primary and secondary antibody responses, while peptide
2 i1nduced only weak secondary antibody responses. Hane
of the anti peptide antibodies cross-reacted with whale
RTI-A®V! class I molecules. All 3 peptides induced a
LEW APC-dependent coa’ T cell proliferation response,
this being very strong with peptide 1 and weak with
peptide 2. LEW rats immunised with peptides 1 and 3,
and especially with a combination of peptides 1 plus 3,
showed accelerated rejection of DA skin grafts. Inter=
estingly, peptide immunised rats had accelerated kinet-
ics of antibody production to the RTI-A®Y' class
moalecule, in response to the DA skin graft, suggestive
of "carrier" type priming for antibedy production.
These results demonstrate that indirect alleorecognition
can play an important rele in allograft rejectieon and
point to some possible mechanisme whereby it can influ-
ence effector mechanisms.
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ORGAN SPECIFICITY OF SUPPRESSOR T CELLS

Suppressor T cells (Ts) are present in the spleens of rats
which hawe accepted an allogeneic kidney or heart graft
under cyclosporine These Ts are
demonstrated in adoptive transfer experiments.

Fate of grafts in DA rats given Ts cel
Origin
LEW kidney 3° party LEW heart

DA rat tolerant Accep Reject Reject
of LEW kidney
oA tolerant Reject Reject Accept
of LEW heart

Suppression i

is aleo organ speclfic. The simple interpretation ia ti
organ-derived peptides are s2en in associatic
allogeneic MHC molecules so that DA Ts have T
LEW plus kidney peptide or LEW plus

than just the LEW alloantigen molecule &

fine specificity of T ecells could be
extrapolating, it might be that

{vascular endothelium, parenchymal cells) of an or
might be recognised by different subsets of al
calls.
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T CELL OLIGOCLONALITY IN HUMAN KIDNEY
TRANSPLANT BIOPSIES

[.LE. Gecim, S.E. Christmas’, R, Brew, A. Bakran, R.A. Sells

Royal Liverpool Hospital, Renal Transplant Unit and
Department of Immunology

There have been several reports that T cells from human
kidney biopsies stimulated with donor alloantigens in vitro show
oligoclonal patterns of T cell receptor (TCR) gene
rearrangements. However, 1t 15 not certain whether T cells
expressing particular TCR V genes are specific for particular
HLA mismatches. The aim of this study was to investigate
whether T cell populations infiltrating kidney transplants during
a rejection episode express a limited range of TCR V§ genes.
T cells were extracted from needle biopsies taken from kidneys
of transplant patients, in most cases during a rejection episode.
They were stimulated polyclonally and grown in the presence
of interleukin-2 _in vitro for 2-3 weeks. DNA was extracted
and subjected to Southern blot analysis using TCR C8 and Jv
gene probes. T cells were also cloned directly from biopsies by
limiting dilution andCD4 and CD8 expression determined prior
to DNA analysis. Around 50% (n=60) of biopsies generated
T cell lines and in all cases an oligoclonal pattern of TCRS gene
rearrangements was found as compared to peripheral blood.
However, CD4" or CD8" T cell clones from the same biopsy
mostly had different rearrangements. This would suggest that
although biopsy T cell populations are oligoclonal these are not
composed of cells expressing the product of a single TCRS
gene.

PAPER &
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PAPEHR 3

SEQUENTIAL SINGLE LUNG
CHOLICE FOR END-3TACE SEPTI

Au J; Golgquhoun IW; Gascoig

Cardiopulscnary Transplant Unit, Freeman
Road, High Heatom, Newcastle upon Tyne

Since tha summer of 19%0 we have applied
procedure, the sequential single lung transplant
patients with end-stage suppurative respiratory

There have been three male and three female
recipients, mean age 32, with pre-transplant diagnoses of
cystic fibrosis (CF) in four and bronchiestasis of unknewn
aeticlogy in two. There was one early death from i
organ fajlure in the first 24 hours, in a recipient who was
gseptlic at the time of transplantation. Follow-up is from
one to eleven months: the longest surviver is currantly in
hospital with respiliratory falilure from obliterative
bronchiolitis (0OB) but the other four are fully
rehabilitated. Pulmonary function 1in these four patient
is normal.

The transplant was performed through a "clam-she
transverse sternum splitting thoracotomy in five patie
and separate posterc-lateral thoracctomies in one: cardio=-
pulmonary byvpass was only regquired in four patients.

Tha separate brenchial anastomsses have healed withaus
difficulty although cona distal endobronchial st
reguired.

This procedure has =several advantages
conventienal combined heart/lung transpl
transversa incision gives excellent access and
from dense pleural adhesions, a major prchklem in thi
of patients;, was minimal except for the septic patien
died. The recipient retains their own innarvated
all denor hearts were used for other reciplents.
anastomeses at hilar level the mediastinum i
antared and wvagal damage avolded. CF
particular previda A major challenge
transplantation and the SSLT i1s a significant
their management.

g oo
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BILIARY ANASTOMOSIS FOLLOWING LIVER TRANPLANTATION
DOES NOT BENEFIT FROM T TUBE SPLINTAGE

J B Novell, K Dawson, G Stansby, P A McCormick, A K Burroughs, K Rolles

Hepatobiliary and Liver Tranplantation Group
The Royal Free Hospital Schoal of Medicine, London

The results of different techniques of biliary anastomosis were assessed in
seventy-four consecutive liver transplants. In sixty-five patients a direct end-to-
end anastomosis was fashioned between donor and recipient common bile
ducts. The Orst 16 anastomoses were splinted with a T tubg; no splint was
oved in the remaining 49 patients. In two patients early in the series a
h|||:|rl.- conduit was fashioned from the gall bladder, and in six patients biliary
drainage was via a Roux-en-Y jejunal loop. Omne patient succumbed to
pulmonary hypertension during surgery and no anastomosis was performed.
There were no biliary leaks from the two conduits or from the six jejunal
loops. Three of 16 patients with splinted duct-to-duct anastomoses sustained
|I:'..rv:.1!_':'._ requiring Koux loop conversion in two and removal of the T tbe in
one. Seven of 49 unsplinted anastomoses leaked, necessitating Roux loop
conversion in 6 and pereutaneous draipage in the remaining patient. Biliary
leakage was invariably due to donor duet necrosis. No strictures occurred
I':1II|.\',\|.|!_', duct-to-duct anastomosis.
difference in Jeak rate between splinted and unsplinted
= .98, corrected Chi-square test). The groups were well
ge, sex and indications tor transplantation, 1t s conchuded that
I' tube splintage confers no advantage in direct duct-to-duct anastomosis
following liver transplantation.

There was no
anastomaoses (p
matched tor
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HLA AND HEPATITIS B VIRUS INFECTION

Mohd A. D)., Davey N. J., Brookes P. A and Batchelor J. R.

Department of Immunology
Royal Postgraduate Medical School
Hammersmith Hospital, London W12 ONN

|imsulie enden i diabetes E L 1y both / xirmately G
‘N L ronms ntal : ne Farc lnr_"«. 1 Iting in protect
frequencies of HLA antigens in diabetics a linbetics and HBe antigens
P i - ol P gk 2P . VO T . L c i = - L
rom Lye dilleren : L B : s and the development of a chronde, i
an 1 H A AVLhE-10 Lhe e iR : e sistence of detectable HBaAg, These may be
a§ v F . . I - § 5. 3 3
Ln 11 i' 'In' Al b 1:. - e active hepatitls, Chronde carriers of
i) _NHW, 15.4/100,000/vear i apainst a standard range of stimuli: s
*ELT T his =] certaln 3 A
5 deliciency
y ~BAG, —Ba8,
groups (non-diabet e 0. -5 This presumahbly represents a specific i t
I-:r he Hi :‘-._.-..'.'I [ ol § L] na 2 i . mnse to HBY, ¢l: ally a T cel
bt n--:'-:!JI-I ant i guencies n N 3 Hctio . and ¢l T determing
caent r the s AT e . d 3 :
. for tho : AR ; i niigens in su ) iy to chr
ol , implying that - ;
similar 1 bot groups. The
Al were : ociated with
: e e e ) . )
¥ I";:' LR : have studled the HLA phenatype
DRS and DRw?Y E

: ! af 3 5 with acquired fmnian
patlients oml; | .

; il S :
J i ; ) 1al, hiealthy «
decreased 1t fregquency im KHW di ios

b

Mast gtrikinglwv, despite the

lation, » ages TATLEL m 18 o 72
z 1 o e = R o i adueed hr E 5 O ired with cor
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a
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MULTIPLE SCLEROSIS IN JORDANIAN ARABS HLA ASSOCIATIONS WITH MENIERE'S DISEASE

Hurdl A. 1, El-Khateeb M. 5.1, Brookes P. A.2, Davey N. J.2
and Batchelor J, B2 Brookes G. Bl,, Davey N. J.2 and Batchelor.J. R.2

1 Department of Pathology, University of Jordan, Amman, Jordan. 1 Royal Natlonal Throat, Nose and Ear Hospital, London, WC1 XADA.
2 Department of Inmunology, Royal Postgraduate Medical School, 2 Department of Immunology, Royal Postgraduate Medical School,
Hammersmith Hospltal, London W12 ONN. Hammersmith Hospital, London W12 0NN,

Considerable evidence exists to Indicate genetic predispositions in the actiology of .

MS. A gene or genes within the HLA region of the human MHC on chromosome 6p 1% anul mmav

have been consistently implicated as factors governing susceptibility in Northern . aet v of the disorder remains unclear, the =

Europeans. [na recent study of 71 patients with MS from an area around London in levels of circulating snmune complexes and compler

Lhe South T | |_'\-I"I".|:J_{I.-:'.|-:I_ using conventiomnal :-sl.'ul.‘l..lj_-"-:'l':-l..:.'||:'I|||:r:|:-s:|:|:| analysis of aned o rols, and the reporis of significant HLA assoct 115 = ex| {hal

HFLP patterns of Tag 1 digested fragments hybridising with DRE and DQB cDNA auicknmune reactlons are Involved, There 18 also a noded hereditary predispasition

probes, we demonstrated a statistically significant Increase in the frequencies of HLA

DRw15 and the associated HLA DOwE compared with 100 healthy control subjects.

These data agree with a number of previous reports implicating DR2 and DQw] in MS i
lied a consecutive series of 60 caucasian pati

A high incidence of MS is seen in the Jordandan Arab population, Our very early study } iteral disease and 40 unilateral cases. Diag

i 1977 [Lancet 1:1123) suggested an increase in the frequency of R4 in this ul 1 ological protocol and conformed 1o AAOO criteria, Ther
population compared with a control group and 28 fem: with a mean age of 53.2 years. HLA A, B, Cw, DR an
complement C4

In a recent study, we have analysed the HLA phenotype frequencies of 36 Jordanians

with M5 I_l:n.' seralofical and RFLE '._',"|Jlr:||_l_ and 1he |,'|:-|||',|||-1'|‘;r'r‘|1 C4 and factor B

allatypes by high voltage gel electrophoresis, There were no significant differences in Distinel differenices were ohserved between the pati

HLA or complement allotype frequencies between these patients and a control group narinal cavcasians, 1lso hetween the hilatera

consisting of 68 healthy volunteers. These results argue against the previcusly nated ghiy signilicant (p<0.01} posttive correls

reporicd asseciation with DR4. This may reflect the relatively crude serological Meniers's patients, which agrees with previous repor

definition of HLA class I alleles which existed for the early study. [p<0.1] in unilateral cases. There was also a highly 5
associatiomn i 15ts withh HLA B2, In cor

However, the evidence Irotn these and the London study 15 consistent with the sigruific positive ¢ lorn of B12 with unilateral cases, The inciden

hvpothesis that the true disease susceplibility gene for MS ia not a class I HLA allele, 1 niere’s group was nod statistically o . w1 the control §

but lies elsewhere within the HLA reglon of the human MHC and in Northern

Eurgpean populations s found in significant association with DRw1S and DQws.

subjecls, or between bilateral and unilateral cases

These results sugdest that autolmmune factors are Important &
bilateral M re's disease. Our study conflrms p

susceptibility to Mendere's disease | bul suggests a

B2, These data al=so indicate that dilerent HLA alleles may be i lvecd

_Z!l.|||'.l.-|:l'l.|':--i-- of unilateral and bilateral Menjere's disease
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GRAFT REJECTION ASSOCIATED WITH HLA-DP MIS-MATCHING
IN ALLOGENEIC BONE MARROW TRANEBPLANTATION.

E.A.Chalmers, M.T.Dorak, A.M.Bproul & A.K.Burnatt.

Department of Haematolegy, Glasgow Royal Infirmary,
Glasgow, UK.

Using conventional oriteria for establishing MHC
identity in allogenaic BMT HLA mis-matching at the DF
locus, secondary to genetic recombination may be
overlooked. Although DP genes are expressed at lower
levels than cther class II genes they are known to be
invelved in GVHD and possibly also in graft rejection.
We have recently observed a case of graft failure
following allogeneic BMT from an apparently HLA
matched sibling donor where HLA-DP disparity was
ratrospectively revealed by DNA analysis.

A 30 year old woman with AML(CR1l) racaived AN
allogeneic BMT from her HLA matched gister.
Conditioning consisted of cyclophoaphamide and
fractionated TBI(14.4Gy), donor marrow was T=-cell
depleted as prophylaxis against GVHD. On day 35 post
BMT, following initial eangraftmant, har WBC fall
dramatically and graft rejection mediated by recipient
cells was documented by PCR analysis.

Genctypic identity was confirmed by Southern blotting
at DQa, DQRE and DRA, however genotypic disparity was
notad at both DPa and DPA. This case demonstrates the
occurrenca oF mis-matching in tha context of
intrafamilial BMT secondary to genetic recombination
and its potential role in causing graft rejecticn. The
findings 1in a number of other matched related and
matched unrelated transplants will be discussed.
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AN ANALYSIS OF THE SEROLOGICAL FINDINGS IN 21 CONSECUTIVE
CASES OF NEONATAL THROMBOCYTOFENIA

A Walkinshaw, MA Paeterkin, JD Tomkins, R Mitchell

Glasgow & West of Scotland Blood Transfusion Service
at Law Hospital, Carluke MLB SES

Between April 1%%0 and June 1991, 21 cases of Neonatal
Thrombocytopenia ware referred for serological
investigaticon. Mategpal platelet counts were universally
normal (over 150 x 10°/1) with the platelet count of
babies wvariably reduced. Tests on maternal samples
included PLA1 phenotyping; anti-PLA1 screening and HLA
screening by lymphocytotoxicity. When available,
paternal blood samples were also investigated. Nineteen
of the 21 cases are fully evaluable. & diagnosis of
HNeonatal Alloimmune Thrombocytopenia (HATT) wWas
established in 11/19 (57.9%) of cases. In the remaining8,
where maternal platelets typed as PLA1 positive, a non
immunolegical cause for neonatal thrombocytopenia was
established, Anti-PLA1 antibody was present in the sera
of 9 of the 11 (81.8%) MAIT cases, Our findings in these
cages are in keeping with other reported =series. Thae
number of cases of NAIT diagnosed in the period under review
reflects the population of 3 million served by this
Regional Transfusion Service,




