e ......r.....l..

II'II = i

lIEH AU JIDIED ‘000Z U2IBIAl PIEZ - 0T
ssalbuod |enuue pig Aye100S uonejuejdsuel] ysnug

000¢

uoljeiue|dsues




Y Buos10@Iee18I08s JBWe ZZPE GLE8 0Z0 (X84 DEFZ S.88 0Z0 8L
¥HF 8LMS UopuoT ‘peOY |1ywoalg ssnoy ajBuei) ‘uopnensiBey jppieg ‘Aeisog uoneluegdsuel] ysiug

31” m_.h.m{.____.ﬂ_zn_ h..uﬂ.m.mswﬂ__t_w_ Eﬂﬂ_._.._u_-. w_am_._n__”_mﬂm.&n:uu
AR U

uno SaAEH
uu] yBupoon
ssaudxg uu| Aepijoy
weybuupues
Aajianag
asnoylsod
10LLEY

shinp

|aBuy

LoyiH

S|310H

SUDIEZ0T |B10H pus ALllD 8Ul 0] aping v

anuag Aty yipieg

Puiasingy jpraeg g2 Assuncy oepy g aBeuy




C53
THE FIRST YEAR OF THE NEW NATIDNAL KIDNEY ALLOCATION
SCHEME, JULY 1998 = J1 1999

Johnzon RJ, Belger MA, Armstrong S, Fugele 8V, Briges JD, Morris PJ
an hehalf of the UETSSA Users' Ki v Advisory i_|||__.||

v omew  Mati vidney Allocation Scheme was implemented on
nt in the LK

m tches) amd

wrably h Thi significant improsement

six months of 1993 b I hle and 48% non-as

v sensitized patient wd 000 mismatched g ir wear July |
' {18 in the first & months, [ : ] ch grafls in 1

(4T These re h arester exchan

d ischaemic times were available for only @ of the transplants camed owt in
irst year of the new Scheme and in the previous s months. No significant change

obd ischaemas = WAS he greater exch

thi 412 listribution of r

the mean domor-recipient
amalier § =Lk LS )
factors
alysis of
new Scheme [T0®

pared wath the autcome of 1rans

1998 - 31 Diec 199
3 mo
[Famn

BS
25-0
B6-ER [7:
BET7-REO |32

ths with p functioning graft

Results of the first year of the Scheme are encoura in terms of the levels of |

zhieved and the preliminary analysis wEplant outcome
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OUTCOMES OF PULSATILE PRESERVATION AND VIABILITY ASSESSMENT
OF NHBD KIDNEYS

'1--|||||"| ri &, Buckley P, Mohamed M, Mantle D Kirhv ] LSoomro N Snowden |_-I Manas
Ly, TalbotD

|:Il-'..|1l. af Surpery, Ulniversity of Mewe and Freeman 1'|.;-.5.|;|:|i|| Mewcastle upon Tyvne
NE2 4HH i

¢ Domars (NHBD) kidneys are o
ischaemic damage The rec pients of su
|||II.'III|I | requiring post eeplang
ent of such or reduces the incid and F"\-I This iz &5p
1in unc } {Maastricht Care donors, In Phase 1] of our NHBD
ammee lau m ber 1998 |
il donors. Sinee 1}
15 poase where mac

n situ perfusion with a Double Balle
11 donors mean 4 0 vears (rafge 16 to & fean prirmary

5 to 44), All kidnevs were machine |'-'I|:l sed through a locally

bility was assessed by serdl measurements of total

PLa i E o 2 IS L ) 4 I:Il:L'l '.|\..||: ¥

||1||||1'.1I 2 _r:rm imit of ¢ minj [rad e ular resistance

|IR‘\ R}.

Results: 20 NHBD (15 Category 11 and & Category L -'||--|I'||-'~|'|'. of

41 Radneys (1 kidney im d1 27 kidn ere Lrans ed and 3 exparied a ._|

china per fuesion and viability a |
r VDRL, 4 had high tGST,

1ents | B4.6% ). Immediate function
WE idney Prima i function (PMF), There were two deaths,
nrelated 1o transplantation
Conclusion: pulsatile machine perfusior yssessment of WHBD kidnevs has
increased the donor poal by 1994 I Cenlre

Ll ROLE OF LAPAROSCOPY AND LAPAROSCOPIC
TRASOUND IN STAGING HEPATOCELLULAR CANCER TN
PATIENTS REFERRED FOR ORTHOTOPIC LIVER
TRANSPLANTATION

CP Fischer, KK Madhavan, and OJ Garden

The Roval Infirmary of Edinburgh, The Seottish Lives Transplant Unit
iriston Place, Edinburgh, EH3 9%Y'W

AIMS: To determine the accuracy of laparoscopy and laparoscopc
ultrasound in the dis of hepatocellular carcinoma, in patients referred
for orthotopic liver transplantation {OLT)

METHODS: 19 patien b ssessment for liver transpla rl-nllull
were found to have ¢ | on a rads nlr..l-.al Imag

o he expla
ollow-1 WS M s, The dist

.|||I-'-Il.||l_ l|||"|'-:" of lesions and involvement of

tion altered the clinical decision in 0% o
= |'||'._-'-."|‘. N CIuG 3 not avatlahle from the other stud
(metastatic disease in 2'19 cases, lesions > Scm o size in 2019 cases,
'||'I|'I|'ll..'.| disease 1 enis evaluated for OLT for susp

lap US - they had no further the
'“l."-‘u up. Two additsonal patients we
le to liver resection
nation
STRECEMEn
TG Ol II SERfe and 11 |'..I'I'.||l\.':| |'|.I|.':\'il'l'\-

Accuracy for Multifocal | Accuracy for
Discase | Mamber of Lesions

Angingraphy

Laparoscogy l ap

COMNCLUSIONS: The accurate staging of hepatocellular carcinoma in
plamnt assessment is crucial to successful cutcome and appropriate

i, Lapa ruf...up\ o ﬁlrcd u.nl' l ap LIS examination is the most
scanning, abdominal US, and
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OUTCOMES FOR CYSTIC FIBROSIS FATIENTS RECEIVING A HEART-
LUNG DR BILATERAL LUNG TRANSPLANTATION,

' Jowres, CA Rogers, AC Anvermis, AT Murokry

or behalf af the Sieering Growp, UK Cardiothoracic rsprlernd A nacdlin,
Eiffectiveness Linlt, The Roved Collepe of Swrpeons, London, [IK

J‘I’ll:'ﬁ.g‘r:’:’flﬂﬂl.' ' |- B
o bilateral hung (BLT) transplantation. The choice of ures st take into ac
not only outcomes but elso the potential loss of a heart donor when b
transplantation 1= used. This loss of donor heans may be of
heart-hung recipients fior domino ransplant procedures
Aims: To compare the outcome of heart-lung and bilateral heng transplantation for
eystic fibrosis.
Methods: Data were taken from a malti-centre cobort study involving all pulmonary
transplant centres in our cour 126 cystic fibrosis patients trar ed between Apri
1995 and May 1999 form the population for this vais Ohtec were compared
using the log-rank and chi-squared tests
Hesulis: Heart-lung tras '-.,'-| otation was the procedure used in 6% transplants
whi I|.. hilateral hung tran -‘|1|~|| iion was used in 57, The choice of |'|| oGe

dent. The 90 day patient survival for heart-lung

1=02% and for the lun |,:-_||1-'-H (s C1 73-923 { }

k] L=
sigmificant I|I1|I.I|.rll\.'\.l'g,l.'."l.,rll WO o

'|1~|r-.| action SE% va. TR, .Z-'..:r| teomn
} ‘|ll'll;|.,r|'

™ Iml..lll r
1 or mtra-acrtic balloon counterpulsation (HLT 4% vs, BLT 0%4), did
i statistically between the two groups, Heans were used from 61%% of lung-
ck donors while 50% of the heart-lung recipients donated their heart. Comprents;
The similar outcome of the two groups confirms that cystic fi recipients are
l.'-\.'_l.ln’.”'n' well treated wi 1"||‘ILI I,Il,._.'l LT I.'I':‘H.I'I'-IUI'.iL'II'. .‘.|'|I;||||;||||'||'| | |'||_= arEe
number of ‘doming’ heans from the heart/fung recipients appears {0 correct the potential
loss of donor b

THE EFFECTS OF CD40/CD40L BLOCKADE ON THE T CELL RESPONSE
10 SKIN ALLOGRAFTS

M. J. Monk, J. Marsh, R. E. G. Hargreaves, J, Pratt, S. H. Sacks and 5. Jurcevic

Department of Nephrology and Transplantation, Guy's Hospital, Guy's, King's and 5t
Thomas School of Medicine, King's College, London

zement of the T cell receptor (TCR) by its cognate ligand, MHC-pepuide, in

the absence of costimulation provided by the interaction between CD28B7 and

WLCEE0 molecules on T cells and APCs !'.'-|n1_'2nui:.'_ miy lead to antigen

specific mon-responsiveness (tolerance). Hence, there is considerable interest in the

ipplication of costimulation blockade i transg tion Indeed, with kidmey

fransplants in primates, anti-CD40L treatment lead to long term allopraft survival and

TROT SPEC ific Iy Pro=TEE OIS TV eSS
¢ have investigated the effects of COM0LACDM0 blockade on the T cx

pespore to fully IIII*'II21.I.;|ILIJ skin allografis (BALR/c 1o CSTBL/G mice). Mice were

reated cither with 250 mster anti-mouse CDM0L antibody (ME1) on days 0

2 4 Tand 10 post II.JI'I"F'I...I'I-. oK) or PBS Iu:‘-l'llﬁ.‘-'_: In the anis-CD40L treated Eroup,

in grafl survival lime was extended (MST=13 days vs 8 days in control group). On

gk 0 7, 10,15 and 21 post transplant, splenocyies from both expenimental groups

wore stimulated with donor (H-2d) or third party (H-2k) cells and the number of IFNy
producin [ Ca ks were determined (ELISPOT)

Fipure 1 - PES
« onB-COMIL

IFNy spols par 100,000
responders

. in the number of TFMy

".'II"E alloreactive cells (com ""-I-l1 kL maive) as early as 7 days post transplant

Kimg on day 15 (Figure 1) In contrast, the number of alloreactive IFNy producing

Is from mice treated with ant-CDS0L was not ¢ «r than the nafve response until

day 15, This response remained significantly lower than the control group thronghout
||'|i.' |'!Ii:\-. I|:'.||'\-;"-I,_-:r|‘_ I_k_'r Jl‘i.".:

In conclesion, anti=CO40L treatment leads to a delay in prifming and lowers the

number of alloreactive T cells. However, in this fully mismatched skin allograft

madel anti-CO40L treatment does not lead 1o the establishment of tolerance, The

I nmunogeme skin allo 5 T 8 combination of costimulation

blockade and immunosuppression to achieve this goal, o concept we a curmrently

investalnge

LABORATORY




PERI-OPERATIVE TPI0 (SCR1) IMPROVES EARLY GRAFT FUNCTION ABROGATION OF ACUTE REJECTION IN THE ABSENCE OF
AND IN COMBINATION WITH RAD AND NEORAL ;s DS SURVIVAL LOCALLY SYNTHESISED COMPLEMENT 2

IN HDAF TRANSGENIC PIG TO PRIMATE RENAL
XENOTRANSPLANTATION AFTER COLD ISCHAEMIA. Pratt LR., Bashcer 5.. & Sacks S
Eob Soain .'E_ Conrad M Vial ':_ Siln;,;ill Masroor ¥ Richard A Harrison ', Gilda Chavez Dep’t of Nepliraly
John R Bradley ? Kenneth G.C. Smith 2, Sathia Thiru %, David T White '1 . Emanuele
LoEn 1 and Peter ] Friend

wnd [rans=pls on, Guy™s H
Thomas”™ School of M

E: Synlhesis of complement C3 is upr
[mutran Lid., (A Novartis Pharma AG Co.), Cambridge, CB2 2YP U.K.; "University

Depts. of "',»II RETY, '\-L"||h ol & rhdlllt"lj..ll."\' .':ll.lJ.n.E..'.".hI-\. okes Hl_:pllJ.l L--llﬂ“'l'l-'l!o-- CB2 activation and terminal cascades of the complemn

200, U.K.; Dept. of Surgery, School ine, Stanford, CA, USA; "Dept. of ells a2 well 8 enhaneement of

Surgery, Henry Ford Hospital, Detroit, USA: and * e Deept. of Surgery, John Fr I,;i : ,.,T.-| o s i i e
Radcliffe Hospital, Oxford University, OX3 90U, U e L e e,

TEC) i 1schemialreperfusion injury

d donars for renal allograft wnsessed the response of cultured wild-type BL/6 (H2b) PFTEC
transplantat nave do sira ischaemal rfusion injury on we detecled a 4-fold incrense in the synthesis of C3 mRNA |-'. da
allograft early function |IIJxI.IL‘~ILI.|'“ long-term graft sur Complement plays a nulation, compared to onstimulated PTE( mistry using & momocl
pivotal role inis ter organ preservation, The ceniral role of antibody for mouse C3 detected C3 depositied on the PTE

nlemer aki V§ discor warafl rejection (HAR) is also well C from wild-type or C3 knockout BI

recopnised I'[-'n.R can '-w overcome by wse of donors tr genic for regulators o vimphocytes taken from BIOBr (H2k) recipients of BLY renal &

surlace, Such [F

0 mice Were |||I."' L3 = stomd

Erar antotion when graft histolo iy shiowed signs of severe ac
In this study the ndditrve effect of TP1O 1o the human Decay Accelerating imfiltrate, with widespread tubuilitis and vascul
(WDDAF) transgene on funciion and survival of renal porcine xenografts transplanted, I matanis :'-_.... ihe co-culture of stimulated PTEC
after prolonged cobd ischagmia, into cynomo nkevs was examined,

' nd primed ic ound a reduction in allostimul
Methods: In an establizhed model of hDATF trar e prg Lo-prarn E-5uppormng thia T ) |

th y cient 1n the ty 1 synthesise C3 (e from a C3 knockm
renal transplantation without _L'_L“"‘"'* TPI1 was administered on days -1, U and +1 S bo-calame FADS s i -r. lymphocyic subsets and the e .
as purt of an induction reg ). s trol growp received the standard induction i nt receptors 102, we fi 1 day ! '.'-|-|':-|| recipien :
were exposed to up to 12 hours of cold O colls wem CRI positive compane: : ”-..I.I. .“ ..I. . ..” .....
enil was init on day -1 and RAD, a novel T

e . 3 CRI/2 expression U8 cells
I ITILIRE S U ITE S5 ATy crolide, was introduced after day 3 for both groups. Graft A

rejection treated with pulsed parenteral steroid therapy. At post-monem all gr ! ot "Ih"' it
asscssed for rejection.

Resulis: Analysis of the contralateral LIII.'I\_':: s comfirmed hDAF eXPression alter fid not sucun
penods of ischuemia up to 12 hours. Biopsies of the control group recipaents showed [g, S

fibrin, C4, C3 and C9 deposition. In contrast, TP10 treated animals, were completely BUN (5. 94mmoll compary

free from fibrin, C3 and C9, In the TP1D Eroun, the i ||:-::\- post-I -'\.P.Ll!'l'.: ERCHTY i presive the

serum creatining level was lower than that of the coatrols (2.6+ 1.4 me/dL vs. 4.2-4H1L6
mefdl, p=lhi3 : mean survival of the TP1D grow up was long [hat of the
control group "~+-'- 1 ".2 \.l'l‘-'i VA,

hese  data present

INENDCyIes, ol i enhaneer
clan ol
Chuar
I |||.I up o I.“l-.'-lux-.'-l cobd isc the expres: igh compleme eplor i cills that s
& still sufficient 10 abrogate hyperacute rejection. Increasing the cell help in allograft rejection. In the absence of ||u pre=inflammate
duration of ¢ '-"'I schiemia from & to 12 hours had no detimental effect on the early vithesis, fulls '\L|-|:-': dizparate rennl allografis did not sucumb o acute rejection
function of the hDAF transgenic ||:n:-.| xen - Improved early graft function and it ihie e me SR A skl :
o Te s e e i 4 2 e ;. 5 -3 prcs unappreciated mechanism in trnsplantation
incrensed survival ] i -.uln:n carly post-operative therapeutically has the potential to further improve graft survival in the clinic
inhi':\inul-.-.-l';.-.'.-|n|1.|.-n - sved with TP in ¢ nation with the e il o ther improve graft survival in the clinic.
action of membrane bound hDAF
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INDIRECT ALLORECOGNITION PLAYS A PIVOTAL ROLE IN
FATHOGENESIS OF TRANSPLANT ARTERIOSCLEROSIS

I'||a.|n'i||g|.—r &M, Witzke O, Sprae vald BM', Yacoub MEF, Morris PI', Rose MI
kI
{Te Hespatal, Ot ford 1
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HLA-INDEFENDENT RECIFENT CYTOKINE POLYMORPHISMS ASsociaTED WITH GRAFT
VascuLar DiseasE OF THORACIC ORGANS

Green C*, Metcalfe
sSM'

'Dept of Surgery and “Tissue Typing Laboratory, Addenbrooke’s Hospital
Cambridge, UK *Transplant Unit, Papworth Hospital, Cambridge, UK
Northwick Park Institute for Medical Research, Harrow, UK

Graft wvascular diseasa (GVWD} remains a major obstacle to clinical
trangplantation, being the leading cause of chronic allograft fallure. This
condition s immune-drivan, although unhampered by currently used
mmunosuppressive agents. Studies into the pathogenesis of GVD have
suggested a role for certain cytokines and growth factors

We have asked if genetically pre-determined risk factors exist in transplant
recipients who develop GVD. Eleven previously characterised, physiologically
relevant polymarphisms were studied; these ars lacated within the following
genetic loci: IL1 (n=2), IL1RI, IL1RN [n=2), ILG, IL10 (n=2), TNFa, TGF and
FeyRil. We retrospectively genctyped two cohorts of transplant recipients by
SSP-PCR, cne compriging individuals that had either died or been re-
transplanted as a result of GVD (n=86) and the second consisting of long-term
survivors with good graft function (n=B3), We compared allela and genotype
frequencies for each polymorphism, as well as haplq ype frequencias, using the
appropriate non-parametric statistical tests (+° test with Yates' ,_,|_~|_r1_._.l|l::u|' or
Fisher's Exact Test).

Qur findings indicated that carriage of the IL1RN®1 allele, especially in the
homozygofic state, was associated with GVD-mediated cardiac graft n=-|pr1 on
whereas carmage of the less frequent IL1 receptor antagonist alleles (IL1RN*Z
4} emerged as a significant predictor of long-term graft survival (p=0.025: odds
ratio =1.91). This association was even stronger when analysis was performed
across graft categories (heart, h|=.'-|r ung and lung: p=0.003, OR=2.02)
Similarty, camriage of the C alle the IL1 receptor type | gene Was more
frequent among candiac parlﬁnh |'.|F'.'|'-'|-‘JF-| 1§ 4 more precipitous form of GWD
(p=0.029; OR=3.12). Outside the IL1 gene family, the IL10/-1082GG genotype
was pradominant in rejecting heari-lung patients, while being absent from long-
term survivors (p=0.013). Further, nearly all heart-lung patients developing early
chronic rejection harboured genotypes prev ously shown fo enhance IL10 gene
transcription (p=0.044; OR=6.31)

Our findings highlight the L1 regulatory/signalling netwark as a key, genetically
influenced pathophysiclogical component of cardiac graft vascular dizease,
Further, while they appear to support the involvement of a Ty2-type immune
response, they also suggest organ-specificity in the pathagenesis of GVD

Abstract category. LABORATORY

HISTOPATHOLOGICAL CRITERIA FOR THE DIAGNOSIS OF PIG TO
PRIMATE KIDNEY XENOGRAFT REJECTION. PROPOSED
CLASSIFICATION FOR THE XENOTRANSPLANT COMMUNITY.

Bob Soin'?, Sathia Thiru®, Emanuele Cozzi'”, Peter Friend”, David White' & Gilda
v 1
Pino-Chavez,

|| wiran Lid., (A Novartis Pharma AG Co.), Cambridge, U.K.; *Universi iy Ucpzﬁ_ of
. Nephrology & Pathology, Addenbrookes Hospital, Cambridge, UK. "Nufficld
L of Surgery, John Radcliffe Hospi t.:..erural.n..nr.\n:_ UE.

Introduction: Pathologists working in the field of renal allotransplantation have
ceepled world-wide the Banff w rking group clussification as intemnational standard
r Such agreement does not exist in discordant xenotransplantation. A grading
1 mimed a promoting intemational uniformity in reporting of the xe nograf
» would ideally have prognostic import and guide therapeutic interventions. We
l'.|'~¢ undertaken i v review of 235 pig-to-cynomolgus monkey renal
senransplantation ex penments f‘l'!'lL':I._l.I'I!_: outeome with climical, hi 5-""|:"i:'-'-'“| and
immunopathological findings. The majority of the recipients received donor poTcin
EAr sgenic for human Decay Accelerating Factor,
rejection (HAR) is characterised by hae merrhage, thrombosis and neutrophi
fon with the temporil criterion of immediate onset with no argan function
nu). Acute vascular snd delayed xenografi rejection have been re-clussified into
acute humoral (AHXR) and acute cellular (ACXR) xenograft rejection . AHXR is
-haructerised by histological features similar to hyperacute rejection but with increased
LS of monons and Iymphocytic infiltrition. However, in contrast to HAR. the

emporal courss is slower and there is graft function (urine prodoction), ACKE is

recterised by |ymphocytic infiltration producing direct tissue damage (vasculitis,
tubslitis and glomerulonephritis) in the ahsence of complement, immunoglobulins and
vessel thrombosis,

The vuscular, glomerular and tubular lesions wers graded 1-4, In addition AHXR and

ACKR were graded as mild , moderate or severe based on the extent and severity of the
les1oms seen, IUis possible for AHXR and ACKE 1o be seen simultaneously in dif

areas of the same xenograft

Results of Lhis study showed that 75 animals were euthanased for technical reasons and
I7 euthanased without evidence of rejection within the senograft for other welfare

Iere were six cases of HAR, only one from a tran spenic donor. Sixty-seven animals
had AHXR, 16 animals had ACXR and 34 animals showed co-existence of AHXE und
ACKR. There was & tendency for animals with ACXR alone to have a lower mean
creatimne as compared to those with AHXR, The fact that the tssues exomined were
Irom utopsy xenografts and not in life biopsies limits the prognostic vildue of this
inding

This work 15 presented to stimulate open discussion. It is hoped this will help to define a
Hmmon nomenciature and lead 10 4 grading system for renal xenogralt rejection tha
will be accepted world-wide. 1




REGULATION OF NATURAL KILLER CELL INHIBITORY RECEPTORS
FOLLOWING TOLERANCE INDUCTION

Jovee Popoola, M Heleng Marconell, Steve H Ko K, Kuthrym S Wood™ and Wilson
Worng.

Liepartment of Nephrology and Trarsplamation, Cuy's Hospital, Londos SET 98T & * Nl
Dhepaarimies rgeny, Unfversity of Crford, Jioden fodoligle Hosprial, Ovford X7 900

TOM Natural Killer (MK ) cells form part of the innafe immune aystem
hey do nol ire priming and can kil target cells independently. Their activities
{which include secretion nl'i\ll-'-:. [FMy and 102} peak after 3 days of the initiation of
the response, well before the T cell actions. These initial *first steps’ taken by the
Immune syslem may have important inflwence on the outcome by steering the adaptive
T cell response towards either rejection or tolerance. Unlike T cells which wse T cell
receptors for alloantigen recogmition, NE. cells utilise inhibitory receptors (Ly49 in
iice ) which bind to self MHC class | molecy sending & negative signal, inhibiting
the killing process. Allopeneic cells without self MHC do not send this negative signal
and arc Killed. Murine Ly49 receptors exhibit allehe polymarphism (A w0 1) which
determing the allospecificity of Lyd® MK cells allowimng them io be self-olernmnt
Some Ly49 molecules are ‘promiscuous’ (eg Ly49A and Ly49C binds to cells
expressing HPMSA while others are hughly specific (2.2 Lyd9D binds 1o H2* anly
while Ly49G2 binds to H2* only)

METHODS The role of NK cells in transplant regection and tolerance is poorly
undersioad. Here, we dev "'I'lr o tolerance induction profocol in a high responder mouse
strain combination CHA (HZY) o C5TRLG (H2") and study the phenotypic changes in
MK cells wsing 2 colour flow cvtometry and following tolerance induction.

BESULTS Recipient CS7BL/6 mice treated with 2 doses of anti Cdd, Cd8 monoclonal
anfibody (mAb) and 5x10° fully illogeneic donor CBA hone marrow cells (BMC) 28
days befiore transplantation showed significant prolongation of donor cardiac allografts
with 33% of recipients accepting their grafis in ui'lr.llm‘hx. :

Treatment with mAb and [ Rean percentage of splenic NE oclls expressinge [yd9

donor  BMC  resulted  in _____after inlerance induction (n=3)
downregulation | nane donor CBA | 3" pary BALEG

o Lyd9A, D and C BMC and maAb | BMC and

molecules that are known to [ Tyd0A | 4% | 4 395 0

bind to donor H2* BMC. [T.40 L T t

Ly49G2 which does not ABC | 6B | e 655 I

bind was unafTected (table) [Lyd9GT [ 300 | e 0%

Treatment using 3" : Ipz_mv BaALB/e BMC showed similar results, 1Ly490 which does not

bind 1o BALB/e MHC was even upregulated

CONCLUSIONS We showsd that NE cells paradoxically downrepulate  theis
mibatory Ly? receptors following tolerance induction. This can be explained by the
receptor calibration model” of NK tolerance: in the absence, or low levels of &
:l'.l-EI]'tIc::L‘!r MHC class 1 molecule, Ly49 receptors hinding to thal MHC molecule will
ve to be expressed at 1&i§|1 levels in order to provide a strong cnough negative signal
to inhibit MK killing, In our model, we hypothesise that the introdoction of alls

bone marrow cells under the cover of anti Cdd and CdE mAb were seen by NK ¢ 5
‘seif” and since these newly introduced MHC molecules were in abundance, ower
levels of the cormesponding Ly49 molecules were required by NE cells to generate the
negative signal necessary Tor NK cell tolerance. This is supporied by our observation
that Lyl which does not recognise CBA BMC was unchanged after CRA BMC
treatment while all other Ly4% molecules were downs ted amd Lv49D which does
nol recognise BALBfc MHC was upregulated while all the other | v40 maolecules
recognising BALB/e MHC were cither downregulated or unchanged.

LABORATORY

ACTIVATION OF ENDOTHELIAL ¢

Mational Heart & Lung Institute, Imperial C

jrompton and Harefield Hospitals, London

3 BY ALLOSPECIFIC HLA

ANTIBODIES - RELEVANCE TO CHRONIC REJECTION

Smith, I.D., Lawson, C., Yacoub, MLH. and Rase, M. L

ollege Schoel of Medicine, Roval

Chronic gratt rejection, characterised by & gradual occlusion of ._-_|v,:'|k-.| vess=ls ig

n associabed with chre

2. the precise mle ¢

ST W Ve 1Ny

e konEl oF derve ¥ Henis, cCause
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TRANSILUGULAR INTRAHEPATIC PORTAL-SYSTEMIC SHUNT TN
QORTHOTOPIC LIVER TREANSPLANTATION

Casey 11, Madbhavan KK, Akvol M, Pleass H, Readhead D, Forsythe JLR, Garden O]

Septtsh Liver Transplant Unat, Royal Infirmary, Edinb

[he use of TIPSS has mcoreased over the past fiew years as an effective means of
ith |||‘:|I:|| hvpertengion, As a resulE
i gly considered for orthotopic lives

ation (QLTY. Co her TIPSS facilitales or

ates OLT

afpre analysed the v delerrine whether blood p

fluenced by the prese

wi liver transplants care ween 992 and

ano

ng with aet

ccounting for th
e majority of patients in both groups
rary porto caval shunt was carried out in |

i TIPSS growp. Intra operativ

TTPSS

1 TIPSS

back OLT. The
¢ portion of the portal
ficulty of the proced

PSS autwith the liver in either the extra |
velns sigmiticantly increases the technical

T AN
AITES Nl )




Farsythe, O.). Gard

auriston Place
rgh, EH3 %YW

The classical technique of orthotopic Liver transplantation (OLT) involves clamping the
IVC and removal of the retrohepatic portion of the 1VC with the diseased liver. Veno
enous bypass was developed to improve haemodynamie inssabilisy during this
[ro :':_|||rl:|.1l.ll-.. cific complications are associated with it's use. An alternative o
. ack QLT procedurs which emplovs I
-venous bypass. It has become the technigue of ch
ntomns differ a2 fo the necessity of a tempor

l.d to con |'I.IIL-' results of p
I": shunt from October 1994 until

Results

med and patient demog
| PC shum
1

Muorhidity and !
P shum
Post Op renal failure T T
.{ 3 ( :
PNF |2
Biliary leak / stenosis 4 i

s outflow abstruchion |

i temporary PC shunt 15 dependart on ical prefere
although 1s often the technique of chaice in fulminants
adds time 1o the procedure. it reduces the ine
TTHEL| T -.'.'-m|-'-|--| ssoctated with OLT. A prospective

: andomised trial s required to
confirm the optimum technigque of pigeyhack O
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LIVER GRAFT FAILURE AND RETRANSPLANTATION IN THE UK

Belger MA, Seeney FM, Hamilton CJ, McMaster P
on behalf of the UKTSSA Users” I:.n-::r Advisory Groop

Background: The aim of this analysis was to ivestigate reasons for fuilure of first
cadaveric liver transplants and, given the shenage of donors I|,| assess whether regrafts
should ever be considered. Routing first cadavenc (ransplants, p-.rlurru.d in adult
recipients between 1 April 1994 and 31 December 1997 were analysed. 7 causes of
lure were identified and those patents subsequently retransplanted were examined

: ates for the first _L::'Zlﬂ and subseguent

The follow-up data for the one

Jear transplant survival wene 94% complete for rowtine first grafts and 93% for 1 fis

Results: 1613 routine adult first grafis were performed of which 433 had failed at
time of analysis ¥a were early and 73% were late failures, Of the esarly failures, 18
eaplted from |'|.'i wary non-function and 14% from !!::_ tic artery thrombogis,. The
majority of both these cases were retransplanted.  In 92% of early failures due to
technical reasons pient di Of the 316 late fallures, 23% were due to chronic
rejection and T ; ST T splan La tlures due to recurment disease
were more likely to result in recipien ath. The overall retransplant rate for the

nsplant survival for routine second prafis was signitic poorer than fior
a CIL 517 %) compared with T9% (95% CL 7o%%-
‘arly regrafi patients showed a significantly poorer
r transplant survival rate, 47% (95% C1 33%-61%) compared with 64% (0524
f'l 55%=T4%) for late regrafts, (Log-rank test, p=<(:001)

Conclusion:  The majority of early failures due to technical reasons and late falures
due to recurrent di esulted in patient death. Early fallure due to primary non-
function or hepatic artery thrombosis and late failure due to chronic rejection generally
resulted in retransplantation. The one year transplant survival rate for retransplants was
unt fi t grafts and worss still when it was an carly regraft,

15 still worthwhile retransplanting, even pabients




ER TRANSPLANTATION IN PATIENTS OVER SIXTY YEARS OF
AGE

Garcia C.E., Garcia B, Gungon B, Neuberger T, Maver D
Liver Unit — Queen Elizabeth | lospital — Birmingham - UK

The Erg Liver Transplant Registry Database has shown a mse in the
percentage of patients aged over 60 years from 9% in 1990 to 16% in 1998, Howeser.
the European data abso sy t that outcome is inferior in the over sixties compared

younger patsents. UNOS data show a similar disparity in T Sll_g:'t'hlil::.: that
elderl ents sh be more rigorously selected than your patienis
trs vl Methodys - Between wary §990 and September 1999, 5 of
875 adults underwent liver transplantar or chromic liver disease. Outcome and risk
tactors were compared for patients <60 and = 60 years old

Fesuiey atier re =60 years (48 495 females) and 173 were 260 vears
old {66.9% females). The main liver disease diagnoses were PRC (30.2%). PSC
(15 4%, ALD (12%) in the <60 gro i, and PBC {53 &%) ALD (% 70 % PSC (7

roup. There were similar mimbers of Child-Pugh A patients in the two groune
1 proporon of Child-Pugh C in the your
I of pre-transplant complications
lopathy, ascites, sastr I ransplant biochemica
i, bilirubin, PT) were simil and over 60, The
n fume of the duration of stay in intensive care unit afler transplantation was 3
both groups. The 7 vear actuarinl survival for the « s was similar ta that
far younger patients (p=0.2). However, for Child Pugh C patients, there was a trend
toweards worse survival in the over sixties (p=0 08)
¥ lustores. Thers were no significant differences in overall morbidity and
veen groups of <60 and =60 vears old  Therefore the advanced e by
a contraindication to liver transplamtation. However, we advise

3 patients at an eariier fage before their disease has progr essed o

ACTIVE TGFE; EXPRESSION N PROTOCOI. LIVER BIOPF
COMPARATIVE STUDY BETWEEN CYCLOSPORIN A
TACROLIMUS.

t Immunobiclogy Linit, Depariment of Surgery, University of Now
> upan Tyne ME2 4HH, UK +191 222 8514

Honic Il.!_'l.\."-i"'ll MEMmMaing 3 major Causes of gralt d'_-.FIIJ:I-.'I.IIEI Follox

ransplantation. It has been proposed that this fibroproliferative 152 mav he

womoted by overproduction of the growth factor TGFR. In this respect it is
gignificant that ( sportn A has been associated with upregulation of i i
snal tubul lia intersiitial cells. The curment study

measure the ression moprolocol liver biopsics

SEMmi-guaniinarive
ag the ratio of the

'?'I':lll.:'ul.'l'lll £ ol :II.' ERpETr T e COTTESPOTH rlu_'_ Wil

iral seclions

six protocol liv wies from the patients 1 b Cye |-.---|||'-|'r|

| significantly more [ mainly around the central »

lobules (rany Wf 1.8} g f
: nedian raticaf 1.1)

p g rocelving c n A than in hiopsics from
- the development of

izcrolimus-treated patients. This may he
availalile,

y |
rereclion thatgh
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SANGOYA USE TN ADULT RENAL, HEART AND LIVER TRANSPLANT ATIOMN,

rsl MR, Gaston RS, Pan 5-H. Renlond D; [Inirodoced by: Pascal Diesal]

Limiversity of

incinnati Medical Center
231 Bethesda Avenoe, MSRBS502
Cincinnati, OH 45267-0585 USA

iglya 15 a novel, oil free formalation of cyclasporine (CyA)

ral in healthy volu - Additional stedy of hic
aris ¥ (55Y) between products
d cardiac ransplant recipients has b
MRAriS0n w
WL, CIOSSOVET design in
netrdc il the upper 95% con
et (a standard sogpested by the US Fo
g ISV, Cls were determined wsing the hoe
2000 bootsirap sumples), with st ation [or segu
Iog AUCH-24, log AUCO-inlinity and log Cmax were comparable §
sanglya and Meoral (p=.835, =431 and p=I1.51
er 95% C1 for thets wis belowr the

is: Blinded randomized stodies compar
1. PR studies were completed in: 42 5t
table fiver Txp recipients (18 have =6m {'o
3 sulis of biequivalance lesting
ow for each transplant proop
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CHRONIC ALLOGRAFT NEPHROPATHY : A SINGLE CENTRE
RANDOMISED TRIAL OF CYCLOSPORIN WITHDRAWAL AND
MYCOPHENOLATE MOF L OR TACROLIMUS SUBSTITUTIHON.

MeGrath, 1S and § .M

The Mottingham Transplant Unit, Nottingham City Hospital, Nottingham, LK

ﬂ:irkgr\m:u:i: Chronic allograft r||_,|'-hr '||1.-|||'|'L -'I: '-.'\.'I T
aft loss and. although ity
@ I'II«I for cyclosponin (CyA
directed antention tow de CyA-: regimes. This study assessed the
impact of complete Cy A withd 1d conversion fo mycophenolate mofedil (MMF)
nus (FR) treatment on grafi loss, change in isotope GFR (0,6 and 12 months
in slope of serum creatinine, Profeinura, blood
ontrad and anti-hypert @ requirements v

spresenis the
evidence su

ML S L

ucouse, lipid prodile
vere ilso studied

th biopsy-proven chronic allograft nephropathy

ther "-]\” =15y o FK {n=15) v

vith complete withdrawal of Cy A therapy
tients were on CvA and predn H.o'.;.ru_

O CONYVErSackn I}\ WS commenced ot

AC-11 seram levels. Tn this

:.: le!;: ]l Ene "‘-I:‘-E] mroap il/i'll-li':'\rl'll.l WIS

stopped and ~|"‘\. wits commenced at 2g / day, CyA dose was u e 4 weeks
ise fashion to complete withdrawal at

azathioprine Was |1||.||||,'-:||

and then redy ina step =+ weeks, Patients
recerving less than |0mg

...lll'l LII\.IIJF:'\-

Results: Al submission, mean .'u:\-l'r-'.c--”' was 7 1

wonths (range 3-12 months). Thera
re bost in FE proup
A VETREE PTe-Cor 0 CTeatining 1'I-.|l.|rR W .-,..“||||- in I||'-||.|_| 15. In the MMF
n'll"' OVEIMEDT 1N Semm cresafining '\'1'|".':II 'll-;’d'
were similar, Mo signific:
prodeinuria. Lipid profile and blood pressure control improved in both groups
Conclusions: Complete substitution of cyclosporin in patients with CAN

were no episodes of acute rejection in eir

eaulis in
Initial stabilization of serum creatinine in both eroups

FK does not appesr (o resull in further improvement in serum creatinine or
GFR
MMF is ass d wi

a significant improvement in graft
evidenced |

! function as

¢ GFR and slope of serum creatinine, but only after complete
withdrawal of (

The results of this study suggest that the improvement in graft function is

nat
solely attributable to CyA withdrawal

were Ii:I'lIII'\IITI'\.I_"'.\_' (%]

solone per day had their doge increased to 10mg / day in

ASSESSMENT OF POTENTIAL RENAL DONORS WITH SPIRAL C1

Jan W' Koffman G, Chuie 5°, Rankin 8

| RADIOLOGICAL SCIENCES, GUY'S, KINGS AND 5T. THOMAS' SCHOOL OF
MEDICTNE

2 Renal Transplant Unit, Guy's and 5t. Thomas' Hospatal
JCLINICAL RADIOLOGY DEPARTMENT, GUY'S AND 5T. THOMAS'
HOSPITAL

turpose: To assess spiral CT as the primary imaging technique in the evaluation of
potennal live renal donors

srigls and Methods:  Forty-mine potentinl renal donoers underwent spiral CT
warmination before and after contrast enhancerment :

Esessment o fthe ru:n:LI col I"Lt ng &

e T

11}, In three cases
metar) wene mi w::l J_:LI bra ching arteries
tivity and specificity for identifyving the
eins and arteries was 99 6% I'- a- cessory renal arteries 91% and
ctively. OF the forty-nine 5, four (8%} had findings on C1 that

1l advances in CT helical technology as well as rapad data
ave combined to allow improved non invasive imaging of erienal and
CT engiography 1s rapudly repl a.:illa._'_ IV and conventional
-mpn-. as the p v imaging modality for evaluating potential renal donors. This

{5 |.| igue reduces the number of examinations as well as the risk and cost of Imaging mn

these subjects




LOW DOSE ASPIRIN AS PROPHYLAXIS AGAINST RENAL YEIN
THROMBOSIS IN RENAL TRANSPLANT RECIPIENTS,

Gray, D.W.R., Robertson A1, Nargund, V., MormrisP'J.
Muffield Department of Surgery, Oneford Transplant Centre, Churchill Hospital, Oxford
Hackground

Renul vein thrombosis (RVT) is an infrequent event th
‘ atft losses, since grafl failure seconda
¢ rare. The cause of renal vein thrombo
ing disorders, dighetes or cyelospe

i ve study was | rmed to examine the influence of AspArin

ncidens r_-'-l' RYT in cadaveric and living related renal lransplant Fecipients receiving
cyclosporine based triple imm uppresssion. The Oxford Transplant Centre database
Was |!<r_':| to identify early (=30day) nom-immenological graft faslures and case
hiztories were examined for cin and pathologic dence of RVT. In July 1991

(75mg starts ly before and contin for ome ma

i against RVT, Prior to this
5 was not used

Resylis

In the six year period from July 1985 to June 1991, thers were 27 cases of RVT in 475
transplants (5.6%). In the subsequent & veas i |
splanis (1. 2%) {p<001)

merg wers & cases of BYT in 480

Congly

Although not abolished, this indicates g

associated with the additisn of low dose aspinn. In the absence of 0 prospective

randomized trial, this study provides t 25l evidence 10 date to support the

wse ._1:.' Lo dose aspirin as prophylaxis against renal vein thromb sis following renal
ansplantation.

U8 CHRONIC ALLOGRAFT NEPHROPATHY: A PROSPECTIVE RANDOMISED
1 OF CYCLOSPORIN REDUCTION WITH OR WITHOUT RAPAMYCIN

RN Spumders, 5 Carr, M L. Nicholson
Jepartment of Transplant Surgery, Leicester General Hospital, Lescester UK

Imtroduction; Both immune and non-immune factors such as Cyelospornin (CyA)
oRE of chronic allegraft nephropathy (CAN)
Isuppressive properties but in add 1 inhibitz the
ath muscle cells and fibroblasts that may play a:
I tant role in the peneration of this condition. Rapa his been proposed as a possible
reatment for CAN with potential benefits over CyA reduction alone. The aim of this
trinl was to investipate this hypothesis

Methods: Thirty renal transplant recipients with biopsy confirmed CAN
mmunasuppessed with Cy A were recruited. They
20% dose reduction in CyA to maintain traugh levels at ¢ ‘ml {control) or a $0%
reduction in CyA with the addition of Rap Patients were assessed at
468,12 and 24 weeks
Results: Both groups were well matched in terms of patient characteristics, mean (50
time after transplantateon (Rapa 8440 vs Contral 69530 months p=0.33) and mean
uction (Rapa 68£21 vz Control 56419 ng/ml,
1.4 ng'ml

Rapamyrin

: FPre Post
H\.'IIW 20
(45)
Cr Clearance” 16 401
_{ml'min} (00 |23 (9.5)

expressed as mean {(sd). "Cockroft anc
d tweo=tailed 1=test)
om HEI_T"I WEIS COMIMON With i IS reporting minor

sympioms and demonstrating haematological or lipid abm lies

Conclasion: These prehiminary results suggest that Rapa at & dose of Zmg/day h
significant benefits over CyA reduction on the renal fenction of patients with CAN




Ci3
BELADDER RECONSTRUCTION AND TRANSPLANTATION (VER AN 158
YEAR PERIOD

Appanna T, Derby C_ Fenn M, Steinberg T and 54 son TP

Department of Urology, University Hospital of Wales, Heath Park. Cardiff
Introduction

Follow up was undertaken of patients who had undergone bladder reconstraction and

tiom for end stage renal failure

Patients and Methads

28 patients were reviewed, 23 had neuropathic bladders, and all but 5 were walkers
15 had substitution cvstoplasties and 8 had clam enterocy stoplasties, 4 had required an
artificial urinary sphincter (AUS), 4 of the 5 non-walkers had continent diversions. In
11, the reconstruction involved undiversion. Live dono transplants were abwavs

preferred where possible (18).

Results

i e

22 patents are well with stable renal function, though 5 have had second grafis
deaths huve occurred, one with normal renal function and one post-reconstruction. 4

returned to long term dialysis

Conclusion

Mo patient should be transplanted into a surface diversion. Ideally patients should be
transplanted before the end stage renal fulure is reached, and this and the preferred use
of live donor grafts avoids the potentinl hazards of the "dry" cystoplasty. Concerns

about the AUS and bactenuria in suppressed patients on self catheterisation have proved

unfounded

C

B

ROTEINURIA, RENAL TUBULAR CATABOLISM AND INJURY TN CHRONIK
\SCULAR REJECTION

m R, Sellzs RA. Grime 5, Malby P, 51 in A, Smith L., Brown M. Hammad A &
né JM

air Peter Medawar Unit, Roval Liverpool University Haspital, Liverpool,

urpose oF Study After

s Ihe commonest cause of graft loss. There are few clues to aetio

rinary ammania (mimol1)

neither were there sigmficant changes in K (plasma & urine)

smmaon feature. In diseased native kidneys proteinuna and
d. We proposed a pathogenic role for this excess protein in dissimilar
lar level. We demonstrated in both nephrotic ents with mormal function
failing kidneys increased remal tubular catabolism and turnover
ker, Aprotinin (Apr) and linked this to increased ammg

These injurious s

aatients with CRT Droes Lisinopril have a similar efit?
aiz with hiopsy prowen CR were studied |.i-‘i:'-.|||-'i| [ § 0=} mr) wis
for 2 months in 7 patients. 4 others were given oral sodium bicarbonate
0.0 ! p/Ke) for 2 months befor Listnoprl. Renal tubular

e {mlmin/1,73 m*}
To=Apr* (

an of ""'TL--"||I|" {/h)
e (mmal) | [ £ e 4
5.3
LR e
! 075%02
2108 (1044-3816) 1008 (76-2147)°

13ETE O TEnit
§ AN

"IHSA '_'.-I:H'.i'.
+ hourinary K {mmaol/24 k)

the mean plasma HCOy increased to
not recur after Lisinopnl (24.3 + 0.3), and

ho were alsc MaHCy
d

1 ol (peil2). Acidoss «

Conglusion In CR, Lisino i ductio Ouria, re
Apr* and MNAG, albeit at the cos

Ce ministration of MaHCO, prevented L
] 2 in progress using Lisinopnl {and MaHCOs) to se

and hyperkalaemia Longer term
1 of CR can

st mitazat ed
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CORRELATION OF & AND TOTAL GLUTATHIONE § TRANSFERASE (GST)
ESTIMATION IN MACHINE PERFUSED NON HEART-BEATING DONOR
KIDNEYS AS A VIABILITY PARAMETER

Balupun 8, Mantle D, Comell C, Mohamed MAS, Buckley P. Manas DM, Kirby J,
Talbot 1.

Dept.of Surgery and Freeman Hospital, University of Newcastle, Mewcastle upon Tyne.
NE2 dHH

Shortage of donor kidneys has led to a renewed interest in non-heart beating donor
(WHED) organs. Since organs suffer ischaemic damage, viability parameters have been
ed to evaluate such damage before transplantation, Machine preservation allows
ymatic evaluation, aGST, a cytosolic enzyme, is released into the perfusate by the
vimal tubular cellz in response 10 ischaemia. Measurement of oG5 T is done by an
I5A system which is time consuming and expensive. We analvsed total GST, a
simpler and cheaper biochemical test and correlated it with alpha GST measurements,
METHODS. (5T was determined by using NEPHEIT —ALPHA immunoassay
{Bioimn® International, Dublin, Ireland) Diluting the sample 1500 times was followed
by o standard assay procedure
Fotal GST activity was messured by & spectroscopic assay based upon the rate of
d e in absorbance occurming at 340nm when the substrate 1- chiom-Z 4-
dinitrobenzene (DNB) is L'l.:‘.l_ll.li_;':l'.cd with ::!u:'.'-.lhi:l:n;: The reaction was carried ot &l
25°C in phosphate buffer, 0. 1M pH 6.5; glutathione 1 55mM: and substrate. 4 2mM:
I Cobas Mira® analyser. The assay was duplicated. Samples with GST activity
LIl were diluted 1:5 with phosphate buffer and re assayed. Inter-assay imprecision
WL G%%
RESULTS 30 NHRD l\'l|-'h':~':= wers machine per fused for 8 hours. In 74 sarmples
analysed for alpha and total GST we found that in 10, the e of alpha GST was oo
fgh and was off the scale of calibra rve fedquiring a higher dilution. This was
it with the very high tGST ed in those cases In another 8 samples, where
was very low, alpha GST too could not be detected on the standard calibration
curve -'15_-'ilil" we find this consistent with our observations. In the remaining 56, there
was direct sigmificant correlation between total GST and o GST ir = 0771 Pearson
Correlation)
CONCLUSION Total GST correlates well with i GST estimation and can replace it as
a quicker method of ischaemic damage determination




SION TO GE NI_HIT. ORAL CYCLOSPORINE SOLUTION IN
y NT RECIFIENTS

Chinnock R, Johnston J, Thomas M

Loma Linda University Children’s Hospital
11175 Campus Street, Loma Linda, CA 92354 USA

Furpose: Prior studies have establish l:-i-::.:_'q urvalence between two modified

cyclosparing (CyA} oral solutions {SangCya and Neoral) in adult healthy volunteess and

msplant patients, Less is known of the equivalancy of these two preparatic

) LI-.Lll ic transplant population. This study was undertaken to compare Cy A dose, CyA

vel and renal function in pediatric heant transplant re cipients converted from

EI||r'||"| of heoral oral solution with SangCya was mitiated at our o
after i 8 panies changed their formulary because of financial reasons. We
ded not change our routine follow-up patient monitoring other than to obtain a fiol
CyA trough level soon version, From 1799 through 9099, 22 stable patients

e comverted on a4 me'mg basis, with appr te adjustments to maintain CyA ti
dosage requirements, CyA levels, BUN and Cre
fore and after o onversion, Results were evaluated using

neplantation was 80 days (9 — 40440 days) with a
median {range) time of conversion post-transplant of 5.1 vears (0.67 1o 12.8 years)
Fre- and post-conversion values are as noted in the table, Normalized Cy A leve
expressed as median (range), all others are mean £+ SD

iqll'l_u'_r ¥

sl -COnVersion)

115+ 42

{'.'11...|||'.L|'|',_|;rr~|_L i B Ti2d
[Trough fj_.ﬁu_ |!.\.|.| (gl 13 153 + .,‘1“
Iy level 2 e
(normalized to me dose) | (0.6t 5.0) 0.6 1 5.0)
A level 218 255

i (12 to 105) {13 to 107}

"'-:.1--2.|_ 8621

+

51+ 18 _ 62

I'here were no signific s in CyA trough biood level normalized to daily dose
nor in renal function pre- .md post-conversion, Odly | acute re P occurred, 9
months after ¢ tomn

Conclusion: Pediatric heart transplant recigpi 1 : converied from Meoral
to SangCya on a mg'mg basis. Rejection rates and renal function, at least in the shon
term, are equivalent. CyA medication cost savings could be realized

THE RELATIVE EFFECT OF ACUTE REJECTION ON DELAYED GRAFT

FUNCTION IN RECIPIENTS OF ASYSTOLIC OR CADAVERIC DONOR
KIBNEYS
M Metcalfe, SA White, G Murphy, 5 Jain, T Horsburgh, P § Veitch, M L Nicholson
riments of Surgery, University of Letcester & Leicester Creneral Hospital,
vt (DR are
..|I survival, The ':.| |'I I| is -I|,|\__-. wits t mas the

ite rejection epizodes in recipients of an asystolic oo
with DGE

recipients of a NHBD kidney (n=69) or cadaveric kidney (n=66) with DGF were
sctively identified ow I pe LaYe aft function was defined as
plantation with the
those required for fuid everload and hyperkalaemia, Primary immun

nrised either cyclosponn or Tacrolimus. All p ts with D{5F u
biopsies using ultras unce to exclude AR Histologically cos
graded according to se v ited with intravenous steroid AR episodes
o steroid were treated wi
excluded from analysis.

ITE WETE

MNHBD (n=69) CAD (n=0i)
Ma AR AR o AR
Ipient age (¥rs) : AL 43 b6
onor Age {yrs) 17 45 47 45
DR misgmatch 13 (B0)  26(49)  13(65) 1T(3T)

EAlomoss b {mins) 20 30

| Cold Tschaemic time (hrs) 16
DGF (Days) * 24

2 month Creatinine

L1 Year i aft surv B al
Al n._r] an val |."-,|||.|-;-x- stated (percentages). * ANOVA P<0.05
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ASSESSMENT OF POTENTIAL LIVING KIDNEY DONORS,
Dudley C, Hamilton K, Harper 8, Mathieson P, Feest T, Tomson C. and Lear PA

Richard Bright Renal Unit, Southmead Hospital, Westbury-on- rvm, Bristol BS10 SNR

L Ik donor assessment in our unit is performed aco wding to a defined pron From
A=1998 148 potential living kidnev donors were inftially id ntified. Eighty-eight
subjects were excluded for & variety of regsons afies blood tests imitiated by the
trangplant co-ordinator. These reasons inchided Blood group incompatibility, positive
eross match ete. Sixty blood group compatible potential donars were medically
assesced. TH -one dodors (52%) have un ne nephrectomy (26 LRDs, 5 spowsal)
Lomor, re and g rvival is 100%. Twenty-nine {(48%:) patients have not

;EE\'.'.“iL‘II-I recervied

Positive cross match
Glomerulonephritis on rena biopay
Renal impairmemnt

Severe obesity (BMI=35 kg'm®)
Otter

Six (10%%) potential donors had renal iopsies

Reason for biopsy TH!‘:I!E_ Tlnul:hrrn IFEIJ'.I'IP_
Microscopic aturia lgA Excluded {also  partial

Factor X1 deficiency)
Microscopic haematuria k Exclude

Microscopic haematuria 1 Excluded

Albuminieria 1nd possible  Normal Nephrectomy

heredstary renal ¢ 1

Microseopic haematuria Merrmnl Excluded (multiple renal

vessalg)

Microscopic haematurg Ighd and Clg on  Excloded
_immunohistology

Over this perind, live donor trar splantation accounted for 125 of the tatal transplant
programme. - Nearly half of all potential blood group compatible Iy kidney donors

did not progress WRAD dm'm“un .1r1L1 e 11c1| sessment Previously unrecognised
renal

Donor assessment is Time
consuming, lab nsive amd --:~-|I1.- I fie costs in e u-'J'-d donors totalled £31 000
Rased on our experience, we would recommend that: 1) Cross matching s performed
immediately after blood group compatibiinty is established 2y If the initial denor
ASSESSMment i satisfactory, removal of the recipient from the cad veric waiting list

uld be considered 3) Extra resources should he nl.j-_ availahle ing danation is
to increase in the UK

{Ill'l 1 P Sl g

4 PROSPECTIVE R-'I.NI}I']\-HH{'H TRIAL COMPARING MY (.L}I‘ILLI‘.\UL.-"I.].!_
MOFETIL AND AZATHIOPRINE AS AGENTS I_':.]_ Al q"_-.“.-'l.".. CYCI {J:‘\‘F.'[Jlitl.h
DOSE REDUCTION TN CHRONIC RENAL ALLOGRAFT NEPHROPATH

5 Jain, M Metcalfe, SA White, PN Furness and ML ‘\!;"I-:*h'.-n -
Depariment of Transplant Surgery, Leicester General Haospatal, Leicester
Cyclosporin nephrotoxicity is fel to be imponant in the de ; ,.|I -:'-I: -.'|=1.|L'|':-f;pI -
allograft nephropathy (CAN) an uction is a recognised therapeuhic oplio 1
his condition. This sudy co n|1..|-.-d (0] <'|;_'-:|~.l:. that can be used as .lddl:“.!'!".ﬂ. :
MIMUNCSUppression ¢ ow cyclosponn dose reduction, azathioprine (AZA) and

cophenalate mo

ITY=0NG T
ical and baopsy e

SHAE
it W3 AS5ES

e 1o calouls
ering the trial

In the AZA &
'::-.r-.lllr T 1 |'|.I.: other B patients on AZA, a\ml all those on
! closporin reduction with either a s rded 1]
Of an .a.r.ua' P

e n..l function b on of the mean rate of ¢

the trial confirmed a significant improvement for thos

l'!.llllll'lv:"" WHS 3 C & 1 '|I|||I. TiEan -I

|.|. caLse of -_'|.L_||'|.|_:||_-I'|h-; gt had failed, When t

overnll improvement in the other patients though this

MMF AZA AZA excluding
{n-lrj:l {m=11} Tailures (n=%)

e EY
Pre-trial !

Post=trsal 0L&: -0.45

(ml/min/month} :
<001 vs pre-trial slops + 09 ws pre-tnal slope

CUTTIE i
= im two. Tt » geute rejection episode during

tent on azathoprine 1% Was treated

In conclusion while cyelosporin redy
Improvement rmetion in most patients with CF
s e ekl
MM s used as additional immunosuppression :
loss due to CAN were alao prevented This may be due o an additio nal effect of MMF

on continuing immune damage
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I I |_r PREPARATION FOR AND PROGRESS OF AN ACCIDENT AND
EMERGENCY DEPARTMENT BASED NON HEART BEATING KIDNEY
DONATION PROGRAMME - A REPORT AT I6 MONTHS

Buckley P.E.!, Balupuri 5.1, Russell K.!. Rose P! Robson 1 |, Sen B2 and Talbot D, |
Freeman Hospital! and the Roval Vietora Infirmary?, Newcastle wpon Tyne,

This paper reports on the progress of an Accident and Emergency Department (A& E
Mon I:c:'._ reating donation (NHED) programme which was relaunched in Augus: 1908
Preparation for this programme included - () agreement pport for such a
MOETRITE the medizal and nursing staff of the A&E department of the selected
i subsequent education of these staff, (i) agreement from H.M. Coroner for
the insertion of the double balloon triple lumen (DBTL) cannula and in gty perfusion aof
the kidneys in the potential donor prior to the armival of relatives, and therefiore wit
the consent of the relatives (o this procedure, (i) agre of the Coroner's
Pathologist to allow nephrectomy prior to the autopsy, (iv) lack of objection from the
local public following a media campaign to inform them of the programme, {vi
tor the Maastricht to observe their machine perfusion and viahility testing teck
and subsequently 10 set up our own system and (vii) enlist the suppodt of staff
-.I.' ansplant Unit to assist the original team of thres
The preparation for the programme was completed and the programme commenced in
August 1998, The success of the programme in ferms of refarrals of potential donors
through to the members of kidneys actually ransplanted in the 16 months period from
VAT INi F:g-lll,: |
e | Qutcome of NHED referred from the A&GE dept. Aug 1998- Mow (099
referrals do tramsplant team 15 1
of attendas al the depi 0
=mtinl d not used =11

Tt mnable to perfori vishilin: tesiing
heceased medically unsaitble
Felatives refused donation
sed high sk for vinases
Caromer refissd

) ves unaviilahle
Actunl denoes 12
Kidmeys transplamed =16
| Eidneys mnsnitshle #
|J!"L' use of a single person to perform the viability testing led to the loss of & potential
dotairs

Twenty attendances at the ARE dept. resulted in 16 canmulation and in ity perfusion
pra echures being performed, thus there was some w astage of equipmer |||Jr fluids
Sixpesn kidneys were used for ansplansation. We fieel that this Propramime is a usefil
SoLTCe of kidneys and plan to continue. We have increased the number of transplant
unit staft involved and will closely monitor all outcomes

HOMOZYGOSITY ON THE NATIONAL KIDNEY TRANSFLANT
WAITING T

Johnson RY, Meubert AR, Fugele 5V, Ray TC, Belger MA, Briggs JD
i behalf of the UKTSSA Users” Kidney Advisory Group

Background: Homaoz 15 patiends are over-represented on the national kidney
tr 'x'|1-|._1'|l Wi p lis 4 of the currenl w lizt were HLA-DR h-::.n'u,}z'..'g..'.us
compared with 15% of donors in 1997, This problem stems from the use of kidneys
i ous donors for heterozygous recipients over & number of years. The UK

lonor.  Whilst investigating the scale of the

] y ity were considered: complete homozygosity at

HLA- A, B and DR loci and homo 3 _‘:l_:-,i‘.-. at the HLA-DR. locus i|rv_<}w-;'l,i'.':: of the
homozyeosity state af the other two loci

Viethods: First, a recent waiting list was analysed and waiting times were

for homozygous and heterozygous patients, secondly, recipient characterstics were
investigated to identify who had received Kidmeys from homozygous donors in the year
between 1 July 1998 and 30 June 1999

Resulis: Homozygous patients waited significantly longer for a transplant than their
heterozygous counterparts {both definitions).  For instance, the median warting t
HLA-DR homoz wip O patients was BT (I0) range 37E-1498)
with 545 (10} range 2-1191) days for HLA-DR heterozygous patien
] |.-:_;;Li-'.i\_' regreszion showed th MHOZY ;::l:-:i"'. Sirong |_'. i i

me was in excess of 2 years even when allowing for oth
Aialysis of 1169 transplamts of nationally allocated adult kidneys showed a
significantly higher porticn of HLA-DE bomozygous organs transplanted into 000
HLA-A, B, DR mismatched recipa highlv sensitised p s (H5Ps), children and
HE A | & ml f all kdneys trom adult HLA-DR
imozyeoas donors were transplanted into HLA-DR homozygous recipients.

Conclusions: Because the current TVE. Mational K.Lh'.l.". Allocation Scheme i:l"ll'iliﬂ,.‘}

L 5 are I"'|II;:|'.|'-. f |'|l.:||.'||:z1_u.';.-_a.'-u'\.
Homozygous recipients, particularly those homozygous at the HLA- A, B
often receive locally allocated, non- ':l.ll:'.!!-|'. matched I..:I'.Iﬁ'\‘ e loatiog
MM E 15 OTgans to priortised w of recipiets contributed to the excess of
homoz 15 patients on the waiting list




SMALL ADULTS - ARE THEY DISADVANTAGED IN LIVER
TRANSPLANTATION?

deency FM, Belger MA, Hamilton CJ, Mayer AD, Rolles K. McMasier P
ot behalf of the UKTSSA Users® 1 iver Advisory 'I._:|§1|_|F|

Background: The aim of study was to determine if ‘small’ adulis were
disadvantaged under the national liver allocation scheme in the UK. because of thais
requirement for a small donor’s organ.  This was mvestigated by assessing whether
small’ adults were disadvantaped compared with other adults and paedia ic patients
when waiting for a liver transplant and in subser Filfs UV Two
definitions of small adult were considered: adulis weig

Results: Onky 3% (28%2) of 1713

December 1997 were adult p

od | Jarlll.ir}' 1995 ta 31
an-Meier estimates of median
waliting time to transplant indicated significant d ) between the 3 patient
categories, =45 kg definition (log-rank test, p ke definition (log-rank
test, p= 0.0001). Small adu hing <43 kg wa zer than paediatric pati
a median of 0 days {95% 36) compare th 75 days (9 1 57-91). He
ndults had the shortest waiting time; median 50 days (95% €1 45-54)  The me
warting time for small adults weizhing =60 kg 67 dave (959 O i
comparable with that for pacdiatric patients, but heavier adults waited considersbly
shorter for transplant, 45 days (95% 39-50). Small adults =45 ke had a
propartion of deaths on the waiting list than both paediatric patients and 50 ki or less
small adults, 11% compared with 7% and 8%, respectively
The ome year Kaplan-Meier trs ant survival raes for both definitions of small adult
WErS posarar than pasdiatroc patients and heavier adults, although not %y cantly so
The rates for ransplants between | January 1994 and ecember 1995 were, small
adults =45 kg T4% (95% Cl 56%6-92% mall adults <60 kg 73% (68%-78%). aduls
45 kg 78% (T5%-B1%), adults =60 ky B0% (76%-83%) and paediatric patientz 79%

Conclusion; Overall small adults <45 kg had 4 loneer median warting tifis than
paediatric patients, Small adults, using either classification, had the highest proportion
of patient deaths compared with pacdiatric patients and heavier adults. Fo both
definitions of small adults, one year transplant survival rates were lower than for other
adult or paediatric patients, although not significantly. Tt was concluded that small
adults were disadvantaged when waiting for a liver transplant.  This resulted in the
introduction of a small adult registration scheme giving patients =45 kg the same
priomty status as children

ARE DIFFERENTIAL HOMOCYSTEINE LEVELS AN IMPORTANT RISK FACTOR
FOR THE TRAMSPLANT RECIPIENT TREATED WITH NEORAL AND PROGRAF?

Ouiroga |, Momis-56ff G, Darby C, Lord B, Jurewicz A.

Welsh T.':'||:|£|l'i:|||I Research G1uup_ Cardiff’
Cio. Ward BS, University Hospital of Wales, CF4 4XW

Hyperhomocysteinacmia is widely recognised as an independent rick factor for the
ll;."L'lL‘|-'l|'ll“ll".:1 of atherosclerotic cardiovascular diseaze. The aim of this study was to
document plasma homocysteine levels in end-stage renal failure and sequentially

finl Iy renal transplantation, We have compared the data between the calcineurin
inmbitors Neoral and Prograf in a prospective randomised trial. Post transplant differential
homocysteine levels between the two treatment groups may have implications for the
development of cardiovascular disease and chronic rejection

Az a part of this study, homooysteine levels were measured in the plasma of cadavenic
ansplant recipients at baseline, three, six and twelve months. The samples were
i e by high performance liquid chromatography and a level of 16 micromoles per
litre was taken os the upper limit of normal. At each time point serum creatinine, albumin
and drug trough levels were also assessed and an ultrasound guided renal biopsy was
performed and histologscal changes classified according to the Banff criteria
Assessment | Median Median [ Meoral % outside
paint Homocysteine | Homocysteine | versus normal range | normal range
level Neoral | level Prograf | Prograf Meoral Prograf
o= 435 | m= 46 |

Baseline 4.7 24 0 P=0.19

aulade

3 months 1.7 156 100

i months 143 (0% 51

12 months .3 128 000G | 615

There was a significant correlation between homocysteine levels and creatinine at
3. 6 and 12 months (Pearson coefficient 0,511, 0.37, 0.616). There was a trend
towarids lower homocysteine levels in the Prograf treated patients versus Neoral, at
3 I 6 months: this dilference had become significant ai 12 months, By 12 months
many moere patients in the Progral treated group had normalized their
homocysteine levels compared to the Neoral treated patients. There was no
corvelation between homocysteing and  either age, sex, serum albomin and
immunosuppressant trough levels.
At the relativ y time point of 12 months post iransplantation, there is no significant
[ n the development of cardiovascular events or histologically diagnosed chronic
ropathy betwesn Prograf and Meoral treated patients. We will continue to
monitor these data over at least the next five years




Plasma and urinary electrolyte regulation after
pig-to-primate renal xenotransplantation.

B.Soin'? A.Zaidi’, E. Cozzi'?, D.Ostlie®, A. Lockhart,
K.G.C.Smith®, JR. Bradley®, D.J.White' ¢ & P.J.Friend®

rnulr.;n Lid (A Movartis Pharma AG Company), P.O Box 399 Cam bridee CB2
- University depl. of Surgery, Addenbrooke's Hospital, Cambr idge CB2 200, UK.
D--|1| of C ._rdmlhr' C SL-FL,{.T}'.HI..-I. 1 Hospital, Cardiff, U.K.* Dept. of Surgery, Mayo
2 A " Dept, of Nephrology, University of Cambridge,
I-‘J\ll'-.l., & lllJ:]TlIl-ﬂ ~ambridge, UK, "Nuffield Dept. of Surgery, John Radclifie
Oxford OX3 90U, UK

Introductlon: The pathological consequences of discordant xenatr splantation have
dominated xenotransplantation research. The question of physiological compatibilty
between specics has been previously rised and speculations made based an in vitro amd
small animal fn vive studies. There are definite reported failures of hormones 1o function
between species. The use of human Decay Accelerating Factor (hDAF) trin sgenic
porcine organs, in combination with novel immuno SUPPTESSive negimes, has produced
"rr‘lm'-t'l'Ll survival of over two monthe in life supporting models. This has |-;|'.l.-_'r_: sludy
of the other metabolic and hormonal actions of & renl xenograft.
Methods: The hDAF transgenic pig-to-primate renal xenotransplantation mode] with
native nephrectomics is well estblished in our unit. The recipients receive an induction
regime based on cyclophosphamide, cyelosporin A and comicostersids in combination
with other immunosuppressives. In some studies recipient splene my was also
included in the immunosuppressive protocol, Serum clectrolyfes were measured on o
daily basis and are reported for twenty-two snimals surviv ing ot least 200 days, Analvsis
of urine collected from eynomolges recipicnis |
o week post-transplantation.
Resulis: The wmtmals were active and |-|_'<'||'|'|'L' im the
termination -.\I the I:"‘.“'_'Il1{"1|1-|.|1l.:l' v because of 1 sing renl fulure or

- sodium and potassium
IR |n|.|J W -h|| nirrmal |IITI|x-JrlI| L-'r n nal renal r.murn duwlupu' i
bodyweight were well maintained throughout the pericd the animal remained well
I lectrolytes were well preserved but a significant increase in proteinuria
tmainly globuling and albumin) was detected on electrophoresiz, The plasema cabelum
was maintained at near normal levels after transplantation. Plasma phasphate levels fell
contimucusly after renal Xenotransplantation unimals studied
Conclusion: Transgenic pig to primate renal xenografis maintain plasma clectrolyie
homeostasis ._i'1|'|.||I. from & previous] ¥ ||_[||,:r|,,_'d hyp RIS
electrolyte excration pattem L.._II'I'lF._"'I.J'I'I_ tor the primates n
increased probednun
handling by the pig L:.Im} Mare |1n:'-"|
COMm lement and imm: omplex domage to the kidney r_| xperience, in this life
supporting model with up to 78 days survival, demonsirates good regulation of
elecirolytes by a pig 1o non-human prirmate renal xenograft

THE EXPRESSION OF ENDOTHELIN AND INDUCIBLE NITRIC OXIDE SYNTHASE IN
HUMAN RENAL ALLOGRAFTS

] Fvans, 54 White, GR Bicknell, PN Furness, ML Micholson

niversity Department of Surgery, Leicester General Hospital, Leicester

lin and inducible nitne oxide (INOS) have potent vasoactive propenties. The aim of this
sterming the role of endothelin-1,-2, and i3, and iINOS in the development of
rephropathy (CRAN) Renal cortical and glomerular tissue from 41 consecutive
".\,]5 Ar I.||‘vb:,l.| Donor categories were C uaf ric (n= 17}, 1g related (n = 9), and
T
went a needla core percutaneous renal transplant biopsy at
ok & .||||| were plucked and placed in a lysis bindi buffer. Total
st M A extraction was pl_:;urrwd with paramagnetic Dynabeads. Endothelin and If‘-[]f‘\? transcripts
nplified by reverse trans -;,rlpluw PCR and quantified in an ELISA. The resulis were
| for cellularity Iw 8 J'.Juw:k-:' ing fene IL: 'I.I'L‘-II [) and expressed as arbirary units, Renal
] er for fibrosis pertaining to CRAN by
l.ll'( emistry and com *t-.r sed |'| 'hl.'l"phl: M As8esmn M al COmpParisos
= using the K1_.|.._‘-.1,]-_i ey U Test and the Kruskall-Walhs ! o -nfl:m-uf
ants were well matched in terms of age, sex, acute re) W episodes 1 ischaemia
wis no detectable e n expression in any biopsies at either time point. The re
NOS expression are Summar ized in the table b

Cortizal Cilomenalar
week G months | 1 week | 6 months
0.57 9

.
0.2

71

0. 44

0 cortical iINOS expression at & months and collagen 101, but a
Ve [ -r'ular.nﬂ h._r-.l.nﬂn |‘~It 5 expression if | week and collagen I11 deposition reached
iff 7). This study demonstrates that the expression of i ikxle: nitric
ase was not influenced by immunosuppressive agents or source of donor organ
e, increased expression in the early post-operative period may have a profective effect
t CRAN in the long-term,




REVERSAL OF COSTIMULATION BY CELL SURFACE EXPRESSION OF AN
ANTI-CD152 SINGLE CHAIN ANTIBODY

Malde, P. Dorling, A George, A T and Lechler, R1

['J._-l'.r of E1.-|1r|-J|1l_|J-.:§'J', Imperial College School of Medicine, Hammersmith Campusg,
Dy Cane Boad, London W1 2 0NN

Ihe balance between signalling throngh CD28 AND CD152 is known to determine the
outeome of T cell receptor occupancy. Both, CD28 and CD152 share sequence
bind to the same ligands, CDSNB7-1) and CDSHBET-2). Uhilike CD28
slated on the surface of T cells following an activation stimaliye
fed 1 the TCR and CD28. Although i 15 expressed at low levels on the cell
surface, it has | 2 igher affinity for CD30 and CD86 than CD28  Also.
CD152 and CD28 have antagonistic functions. CD28 enhances T cell responses and T
cell survival by enhancing [L-2 mRMA transcription, high affinity 1L-2 receptor
expression and induction of cell survival factors, In contrast. CD152 down repulates T
cell activation. The regulatory rofe of CDS2 is emphasised by massive .

Iympheoproliferation observed in CD152 knockout mice, More recent data implicates the

role of CD52 i induction of T cell tolerance. 'We have isolated CD152-specific
single chain antibodies (sFv) from a"phage display library® using soluble human and
mouse CDN52-Ig fusion protein. Membrane bound and soluble forms of the sFvs were
generated. The solshle sFv bound to human CD152 in'a comparable manner to that of

commercial anti-human menoclonal antibody prepare conventional methods, These

wizre expressed a5 coll surface maol s on 3 B7-expressing, MHC clags [
postive transfected cell line Co-expression of the sFv with BT led to 90% inhibition of
proliferation and reduced responsiveness on subsequent rechallenze in mixed
lymphocyie responses when the transfectants were cultured with _,I weic TG+ T
cells. Experiments using thess tra
ligation on different T cell

N VITRO ‘ACCOMMODATED" ENDOTHELIAL CELLS INDUCE A MNITRIC
OXIDE-DEPENDENT TH-2 PATTERN OF CYTOKINE PRODUCTION FROM
HLUMAN CD4+ T CELLS.

Dorlg, A. Brookes, P, Jordan, W, Delikouras, A. and Lachlar, R.L

Dept. of Immunology, Imperial College School of Medicne, Hammersmith
Hoepital, Du Cane Road, London W12 ONN

Transplanted xenografts, protected from hyperacute rejection and delayed
ografi rejection by xencreactive natural antibody [XNA) depletion or
hibition of complement can sometimes continue to function despite the return
of anti-donor antibody and complement back fo pre-transplant levels, a
phanomeanon termed graft ‘accommodation’. Although the precise mechanisms
underying accommodation are stlll not clear, recent cbservations from a
namster-hean-to-rat model have allowed the definition of an accommodated
phenctype, This is characterised by endothelial cell (EC) expression of
survival gene’ products, such as Bel-2, Bel-x1 and AZ0 and anti-oxidant proteins
such as HO-1, a skewing of the antigraft antibody response towards production
of non-complement fixing subtypes and a predominantly Th-2-like pattern of
cytokine secretion by infiltrating leukocytes (compared to the Th-1-like pattem
laund In rejecting grafts)
vever, the physiclogical stimuli that initiate accommaedation in vivo are not
f. An attractive hypothesis is that accommaodation might only arise if
endothelium s initially exposed to a low concentration of antibody, We have
sstablished an m vitro model of poreine EC aceommodation to investigate this
possibility. n previous in wvitro studies, we have reporded that low
centrations of human normal gobulin (HNG), which is a potent source of
an anti-plg XNA, Induced a change in the phenotype of porcine EC

-onsistent with the developrment of accommodation. A prominent feature was
the nec-expression of inducible nitric oxide synthase (INOS).

1 this study, we have shown that MHC class || - expressing porcine EC,
incubated with low concentrations of HMNG fo induce 'accommodation’, caused
activated human T cells to produce significantly less IFN-gamma compared to
control EG, whereas |L-5 and |L-10 production was mainiained. This distinctive
EC phenotype was accompanied by INOS expression and by increased nitric
oxide production. Two observations sugoested that this nitric oxide was
actively involved in the process of influencing T cell cylokine production, First

TA-MD, a nitric oxide donor, induced similar changes in porcine EC to those
iced by HNG Second, a nitic oxide synthase inhibitor, L-NMMA
spacifically  Inhibited the HNG-mediated changes in cytokina profile

Experiments to dissect the mechanisms underlying this phenomeana suggestad
that nitric oxide was actng m af least two ways, via a direct action on the
human T celis and indirectly through an as yet undefined action on the EC
These results imply that pre-treatment of EC with low concentrations of XNA
can significantly influence any subsequent T cell-mediated immune responses
our observations further support the hypothesis that low concentrations of XNA
may provide the physiological stimulus leading to xenograit accommodation.

LABORATORY




TACROLIMUS, BUT NOT CYCLOSPORIN REDUCES EXPRESSION OF
FIBROSIS ASSOCIATED GENES IN A MODEL OF RENAL ISCHAEMIA
REPERFUSION INIURY

a Jun, GR Bicknell and ML Nicholson
Department of Transplant Surgery, Leicester General hospital, Leicester, UK

Cyclosporin based ImmunesUppressive regimens are associated with significant chronic
nephrotoxicity, manifest in the long-term mainly as graft fibrosis. The cytokine TGFE is
afit to have a significant role in this. There have been claims that tacrolimos js a
rotic drsg than cyclosposin, and this smdy was designed to determine il thers
flesences m the expression of fibrosis associated genes between the pae dr ugs, in
a model of renal fibrosis cavsed by 1schaemia re |'||_||-|\_|r'\|| (IR} injury

Miale Wistar rats underaent clamping of the r|._|hr renil “-1 cle for 45 mingtes weether
with left nephrectomy. This model has previcasly been shown to be associated with
upregulation of fibrosis associated genes. Experimental groups {n=6 per u--lupl were
CONTROL (IR injury oaly), CYCLOSPORIN (IR mjury followed by cvel psporin A
1T 'rl‘L kg and TACROLIMUS (TR inju ry followed by tacrolimus

Imgkg/day orally). Animals were culled at 4 months and renal tissue snap frozen
wl\-l|"."-""-|'l'—'\-l RMNA was extracted and muantitative reverse franse r|'!_'||||3:_- polymerase chain
reaction used to amplify genes of interest. Expression of all Benes was a8 & ratio (o the
housekeeping gene GAPDH

Results in the table are exprassed as mean (standard error of the mean )

CONTROL [ CYCLOSPORIN | TACROLIMUS
|

TGFR 46 {012 1.55 (0.21) 1,13 {0.068)*

Collagen IT1 1.15 {0.07) 1.45 {0.22) 105 ((.14)

MMP2 1.02 (0.22) LG5 (0.13) 84 11)
MMPo (.55 (0.14) L35 (D20 (.58 (0.10)
TIMP1 0,64 {002 { 0 305 041 (0.05)*

TINP2 0,48 (0.04) 45 (0F) 0.40 (0.0)

*peil 08 ve CONTROL (students 1-test)

losparin did not have any significant effect on the expression of genes associated
with fibrosis compared to the control group, aithough levels of MMPZ and MMP9. two
collagen degrading enzymes, did fall. In the tacrofimus treated group there was reduced
expression of TGFR, and TIMP1 an inhibitor of extracellular matrix breakdown This
s is bess fibrogenic than cyclosporin and may have implications fior
Immunosuppressive use in renal transplam fibrosis

LABORATORY

SOLUBLE IL-15 RECEPTOR (slL-15Ro) PROLONGS MOUSE CARDIAC
ALLOGRAFT SURVIVAL

Smith XG, Ruchatz H*, Bolion EM, Frick TW, Liew FY*, Bradley JA

University of Cambridge Department of Surgery, Box 202, Addenbrooke's
Hospital, Cambridge CB2 200 *University of Glaspow Department of
Immunclogy, Western Infirmary, Glasgow G111 6NT

IL-15 15 produced by several cell types {not T cells) and shares biological
activities with IL-2. It uses the IL-2ZR[} and the <. chains but has a unigu
|5Ra chain, through which it mediates T cell JAK-STAT signalling and
"‘Il'i:"-.-'"l"ix‘-l In this study we targeted the IL-15/IL15R pathway i
cipients of cardiac allografts, by administering a soluble fragment of IL-15Ra
I_.."._I' a{H- el recipien [ a vascularised heterotopic heart .|:'_|.1':'r from B10BR

[H-2") or BALB/c (H-2") mice were treated with 60pg sTL-1 SRo daily for 10
days sIL-15Ra induced indefinite survival of cardiac grafis mismatched for
multiple mnor histocompatibility complex  {(mk IC} antigens (BICBR o
CEAMC, MST =100 days, n=10); grafts in control mice survived 10 days (MST,
=15}, Long-surviving recipicnis subsequently accepted denor strain, but
rejected  third party, skin grafts, Cardiac grafts in Major HC-mismatched
recipients (CBA/Ca to BALB/c) treated with sIL-15Ra alone

combined with a single dose of anti-CDM4 mAb caused p

survival (MET s 14 doys [controls], n=T). MHC-mismad

aurvival was associated with persistence of anti-CD4 and profound CD4 T cel
depletion, together with diminished i vitro proliteration and [FN-y production

e with donor antigen

ngs demonstrate involvement of [L-13 in the immune response to

<1 that antagonisis of L-15 may have potential therzpeutic

LABORATORY




.-t.\'.-u,‘.'ls_m 0OF _nn-: INDIRECT PATHWAY IN THE DONOR- CIFIC
ALLORESFONSE IN A SERIES OF LONGSTANDING KIDNEY
TRANSPLANTS

Hemandez-Fuentes, MP; Baker, RJ; Brookes, PA € haudhry, AN; Lechler, RI

Department of Immunology, ICSTM, Hammeramith Hospital
Du Cane Rd, London W12 ONN, UK

Acknowl ments; MRC, MEC from Spain

Despite the success -|=r--i|-:u| in n:.ju-:ir__;; i
chronic all:
transplantation - an be |-.|r|'n-:. 10 fespor |J b .I.|
pathway L\IIL'I\.'I.":\. tonor-denved MMHC e
by recipiem APCs,.
to the presentation of al
diminishes with time after t
ndirect pathway plavs in the onses of CAN

l'o amsess the immunologic |' \'I.'I:1r.|'-||'||'|' of the indirect pathway in this
process we have studied o series |II patients, all of whom | : py d a five
reloted kidmey .|! ograft (median time since tran: i 13 years). Nine of these
patients  have developed CAN (89 confirmed sv) while thirteen have
mamtained good graft function We haw : T TERPONSES o
membrane preparation from donor PBMC as a s £ 1gens and we

B 50 d fio esence of denor specific alloant b-. fies by flow oyt

crossmat d ELISA

ence of donor-specific gl g
ns through this pathway
1an, the guestion remains az 10 whad ||,.I|_ the

Frequencies to donor-specific peptide preparations were measurable and
”--ulng-.g-: v higher in the CAN p in tl v good Runcti
03). Anti-HLA Absz, detected by ELISA, w uh
t significant, in the CAN group. So far, dono
cytometry seemed to be absent in the CAN group
There is l."'L'dI-IIII supporting the presence of indirect allorecognition in long
: fed pateents bui the relationship with CAN ins to be

Category: LABORATORY

PREDICTION OF EARLY POST-TRANSPLANT FUNCTION OF NON-
HEART-BEATING DONOR LUNGS.,

Ajtchison J.Dn, Orr HLE., Flecknell P.A., Kirby J.A., Dark J.H.

Department of Surgery, Medical School, Mewcastle upon Tyne, NE2 4HH

Introduction, Use of lungs from non-heart-beating donors (NHBIY) is a promising
way of increasing numbers of organs for transplantation.  However, the warm
chaemic interval prior to retrieval may lead to significant reperfusion injury p
transplantation, which develops in up to t wenty perc ent of ':".1"-|l|.1| ted lungs Tfrom

current brain-stem-dead donors. Nes 1

those I|||'_|_;x least affected by this injury is0lal
ind :'!\_:Irll'\-il"'l L qué 10 A33888 OX IGnary venous Chl,
pulmonary  vasculas i of donor

retricved after |'.|1|:~:i' This tec |'.||i.|||-.- NEZ-LH established

a transplant model and is readily applicable to clinical use
lﬂw All animals were angesthetized throvghow and euthanased without
aining consciousness, Lungs were retrieved at mtervals of 1 hour (WNHBD 1) ar 2
rs (NHBD2) after hypoxic death from Landrace cross |1|_ APPras )
retrieved from matched animals immediat after cross-
ard l|."~.'||"|-l.|'|u'- and modified I:L' ; I were used
ach animal was venti ||' 1]
utes with ded IXVE ated and peufrophi snlated || il he WNHBD?

1 contralateral lung was transplanted with post transplam funclion assessed

Results, All expressed as mean (sd), t differences v contro K05, student’s t tes
r one hour's warm : ation d d not di ¢ bet
(n=4): 59 {13) 65 (3)
minutes of ass two hours' warm
4, oxygenation MHBDZ {n=6)
i (B)t; 43 (15 and Controls (p=8); 62 (5); 51, 62 The assessment
que showed '|H|:'I
{9y Wood unitz, and Contrals: 34 (T ), ar hetwe l.Il-\-”HI]' ¥
113; 52 (29), and Controls: 43 (24); 38 (20); 34 (19), st the same intervals

n the two hours’ wamm ischaemic group, the contralateral lungs also showed
ption in oxygenation after tran atation, NHBD2 5h (15
(23) 32 (209 and Controds (ne=6): 54 (17} &3 {14); 67 (14) af 3 OO mmimutes
post transplantation respectively. Differences in PVR between NHBD2: 47 (47), 29
I7 (47} and Controls: 6 {50 were oot sigoificant
sonclusions. The assessment technique showed no significant differences
mance between hungs subjected to one hour’s warm ischaemia
whereas after two | 5" warm
riorated signific v. A similar dete
vhien the matched contralateral lungs were
ischaemia. This method may therefore
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SIGMIFICANCE OF CYTOKINE GENF  POLYMORPHISM TN REMA]L
TRAMSPLANTATION

S.George’.  DTumer, M Reynard®, G Turakhis' © Mavarrete”. P Sweny
0N Femando', 8§ H Powis' 7 Varphese

Renal Transplast Unit. Cemre For Nephrology, Royal Free and Universin
; Medical School, Rowland Streer. London, NW31 1pE
il Blood Service, Monh Loadon Centre, € olmdale Avenue. London. NWwo

tammatory and anti-imflammatory cvtokines are bedieved to nfluence

the sutcome of transplantation, Polymosphisms in the promotes rerion are known

to influence the amomt of cvtokine produced, The aim of this siudy was (o

cumtine whether ovtokine pohymorphism had any predictive value m
dssessmng the risk of soute allograft rej n-and the eventual ramsplant ot come
Une hundred snd thiee renal transplant patients were genobvped i

INF-i_ and IL-2 promaoter reg polvmorphismes. Also IFN-v. TMNF-a and
INF-d microsarellite polyisomhi=ms were aalvsed s were grouped on the
Basis of hiopsy proven acute rejection episodes | more than one episode m the firs
fabion ) mnsk ereatmine levels Frequency of 1L-10 (-1082) AA

vies el in the rejection sroup when compared o

.02 F-ct and 1L-2 did not show any significan

Ihe Fequency of the T O allele of th

= bl in the rejection o wup when compared 1o the

Mis mirTors previous Fidmes i Japancse renal

el ol Tissue ens 197 500 B84-988). IFN- and

sl show iy tcant ference between the two

and THNF-a microsatellie pobyvinorphismes mny

acute rejection follewing renal ti ansplimtntion

HIGH IL-10 SECRETION IN MIXED LYMPHOCYTE REACTION T |.|-H'ZI (]
WITH HLA MISMATCHING PREDICTS ACUTE REIECTION OF RENAL
ALLOGRAFTS

ight', A Demaine’, B MceGonigle’. P Rowe', ] Shaw', R Szvdlo’, |

kaminskl

Immumablogy  Sechior Derriford Combined Laboratosies, Desriford |1 |'x|‘-i'-|_
Plymouth, "IIIn.'||;_|;|"<_"|' of Molecular Medicing, Plymouth
Diepartm Renal Mediane, Demiford Hospital,
. LRF Centre for Adull Leskaemia, Tmperia

renal transplantation remains @ muor ©

5 o clen

an irnpatant role

would predict gcute rejectio e= and post

{ -] k! - pary 1 i re
 up in the patient-versus-donor direction Ween Ty sevien

; 2 . 1 ; | i
nd secretion of eviokine proten (L= 1L-4. [L-6, 1L-10 anc

SLIpETHAtant was guant 154
ant inter-indivic VArAtions in protein secretion
dl evtokines studied, Lln + andlyses d
=00 in MLE amd hasel L-4_ together with [ ar sev and

HLA amd HLA-DE o 5 ere  signific v associated
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ies Renal Transplant Group

# more sensitive technigue fi
rd cwtntoxic crossT

ansplantation in sensitised

! s use the FOXM for unsensitised patients, mainly dpe
tion that the test is ove sitive for this group.
In this prospective sed patients we perfomed
i for
orean all 5 are expressed §
which is the median fuorescence of the test
ntalvaed with
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stlivity which
spective st

be cons
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MOUSE ISLETS OF LANGERHANS ARE NOT DESTROYED BY
HUMAN SERUM DESPITE BINDING OF HUMAN
KENOANTIBODY AND COMPLEMENT ACTIVATION

litus, T., Badet L., Chang L-W, McShane P., Gray, D.W.R.

The Muffield Department of Surgery, John Radeliffe Hospatal, Headington, Oxford
United Kingdom

BACKGROUND:
Mouse pancreatic islets transplanted beneath the kidney capsule
are rapidly destroyed and histole | evaluabion shows a |
neatrophil infiliration. The schanism of this early de W TEmAins unc
bumoral q._-g;.-|ccgg_'||h|,:'| '_'\-:. naturid .|.|'|I:_|'u_:r|iw, s :_||,|:|| plllr'l v affect the |'g|:" vi
by human complement activation, leading to cell lysis. We investigated hamoral xenc
recouTiion in 8 mouse to human combination and the effect of human sefum on mouse
isbet viahility,
METHODS
Freshly isolated islets weere analvsed by immunohistochemistery
I and Von Willsbrand factor and for binding of &
ament  componenis. The srnative pathway was not
i i by "'Cr release ass after incubat
yith and without added neutrophils, and compared with lysis
red cells as a |||:-\i' e eotrol
EESULTS
Freshly isolated islets showed significant expression of Gal{oel
correlated with Von Willebrand expression, but the bulk of the
i cells, were negative. Following islet incubation i 100%: human senum
ion human lgG and TgM was found to have bound with a pattern similar to that
allcc 1,3 )Gl ession Jslets incubated in 10 haman serum showed €3 and C4
el de } ) g the with weaker C5b-9 deposition but witl
1 pattern of as chserved for IpG and Igh bi I y, iglel tisaue expo
et zeh gection bouand m e |_:'i 1 and -I_JM
C A0 release
..'iil'l" I machy
were destr
condition, indicating that the complement system was functiona
ophils did not change the percentage of specific slet 1vsis
INCLUSION
results indicate that despite xeno-recognition by human natural xeno-antibodies
sequent complement deposition, human serum i3 not able (o induce more than
s makes no difference, whereas islets are badly
in wive, Humoral xeno-recognitior 1 ion is gither ot the
main event in early islet destnuction, or else the in vitro systems tested here do nod
provided the correct additional factors.
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BONE MARROW CELLS TRANSDUCED TO EXPRESS AN ALLOGENEIC
MHC CLASS 1 GENE USING RECOMBINANT ADENOVIRUS CAN
PROMOTE SURVIVAL OF A FULLY ALLOGENEIC CARDIAC GRAFT.

Fry, J.W., Morris, P.J., Woad, K.J

Muffield Department of Surgery, University of Oxford, John Radclitfe Heospital,
Crdford, QX3 5DU

introduction Replication-defective recombinant adenovirus veciars ara highly
gffactive at transducing many cell types at differant developmental stages, but
the ability of adenovirus to transduce bone marrow s controversial. In this
study, we investipated (i) whether adenovirus was a suiteble vector for the
transduction of bone marmow cells, and (i) whether delivery of adenovirus
encoding a single donor alloantigen to recipient bone marrow call (BMC)
ineages, could induce experimental tolerance to a fully alloganeaic allograft.

Methods The mouse MHC class | gene, HZ2-KP, was sub-cloned into a
modified pXCX sdenovirug transfer vector under the control of the SV40
promater, AJSVE0KE was produced by co-transfection with the adenovirus
genome shuttle plasmid pJM17, in the complementary cell line 253, and
purified by eaesium chioride ultracentrifugation to obtain titres of 7 = 109
pfulml, KP exprassion in 8 transduced fibroblast terget cell line (3T3) was
confirmed by FACS

Results Co-culture of CBAMCa (H2K) BMCs with AJSV40KP resulted in CD3*
and GR1* cells being transduced the most efficiently, with a 20% and 18%
increasa respectively in KP mean fluorescent intensity (MFI) as compared lo
untransducad, cultured CBA BMCs. M1/T0* cells increased thedr K® expression
by 5% following transduction by the virus, and CO43R/E calls by 6%.
Administration of 5§ x 108 AdSVA0Kb-transduced CBA BMCs on day -27 with
respect to transplantation in combination with 50ug doses of a deplating anti-
C0D4 mencclonal antibody given on days -28 and -Z7 resulted in significant
prolongation of graft survival compared to mice treated with anti-CD4 slone
(MET=100 days: n=10; 0% long-tarm survival; p<0.05). Increasing the period
of transduction &t the same MOI, from 4 to 24 hours, still resulted in significant
graft survival but with & reduead number of long-term survivars (MST=71 days
n=5 40% long-term survival; p=0.05).

Conclusions Adenovirus can be used for bone marrow cell fransduciion
particularly of lineages that are involved in antigen presentation and
recagnition. In addition, pretreatment of recipient mice with anti-CD4 antibody
and reciplent BM fransduced wilth a single allogensic MHC class | gene was
sufficient to prolong the survival of fully allogeneic cardiac grafis.

This work was supportad by the United Kingdom Medical Research Council.
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EFFECTS OF ANGIOTENSIN-CONVERTING-ENZYME INHIBITORS (ACE-i) ON
PROGRESSION TO END-STAGE RENAL FAILURE

Rustom R, Sells BA, Browi M, Hammad A, Bakran A, Owens G, Ahmad RA. Bell GM
& Bone JM

&ir Peter Medawar Unit, FRoyal Liverpoo] University Hospital, Liverpoal, UK.

Purpose of Sy After the first yvear of transplantation chronic vascular rejection {CR)

e commonest cause of renal ransplant (Tx) loss with few clues to acticlogy, but
profeinurea i a common feature. In ed native kidneys proteinuria and progression
tex fanlure are linked, and ACE-i are inire: "”bl" used to reduce e proteinura and delay
ston. Does treatment with ACE-i also reduce the rate of decline of graft function
m CB. There are no available dara.

Methods We selected 27 recepients with biopsy proven CR receiving cyclospoine-haged
K] |-..--u|:::||.'-\.'\.i-.-.'| (withowt tacrolimus or '-.:_‘.1F; I G""-'.'-: 1 {r=12), no ACE-i was
gived. In Group 01 15) mair -i thernpy was commenced at various times
after Tx in patient veloping p uria or for blood pressure control. Time from Tx
e CR diagnosis was comparable y£ 1.1 in Group | vs 5.5 y £ 1.3 in Group [), as
was the w-up time from CR diapnosis (1.7 v + 0.5 ve 1.4 ¥ £ 0.5). The mean period
therapy in Group 11 Was 30 + 0Ty
analysed in terms of mean creatinine clearance (Cr CI). proteinuria, and
om Tx to CR, and from CR to last follow=-up {F1)
Resul |-. iMeans + SEM)
| rotenuria at CR (g/24 h)
Progression from Tx to CR (mlfmindy)
Cr Clag last FU ()
Prodeinuria at last FU [g/24
Progression from CR to last FU (mUminfy) - |-1 44
Graft survival 112 3
| &%= 000]

Mein artenial blood pressure was compar able in both Grou ps throughout Tx, CR and at
last FIL

ients in Group IT fared better in terms of renal functi
| on than those Group 1 Thus ACE-
als are urgently needed and are in progress

OFERATIONAL TOLERANCE TO MOLUSE HEART ALLOGRAFTS:
VESSEL HISTOLOGY FOLLOWING CD4/CDB BLOCKADE ALONE
OR IN COMBINATON WITH IMMUNOSUPPRESSIVE DRLUIGS

Moffatt, SO and Metcalfe, SM.
Depariment of Surgery, University of Cambridge, Addenbrocke’s Hospital
CB2 200, UK.

CBA (H2K) mice wers rendered tolerant to fully mismatched BALB/c (H2d)
hearts using monaclonal antibedies {mabs) 1o block the CD4 and CDA co-
racaptors of the TCR. After 360 days, all surviving grafts were excised and
thair histological status recorded. Other groups of recipient mice recelved
dual therapy of CO4/CDB blockade plus either cyclosporin A, FKS08, or
prednisolone, This allowed us to ask i graft integrity was altered in
drug+mab groups comparad to those recaiving mabs alone

Each experimental group consisted of 6 recipients, Treatmernts were as
fodlows: 1'!]- o lI*e#ap,- (it} ratf::.'. TILE -'1|11r,|-'|-r,| B "El|l." F'" r 14”' (i}

dai ly, Eld o 1id'- (v) prednisolone (Smg 'k: r -:1.-.1| y, Odto ‘drl h‘l'} h' rfl"I:I
mrabs YTS105 and YTS177 o CD4d and CD8 E'F.DF"'TI'I,-N,' | 2mg total, ip
starting day 0 and on allamating days thersafter for a total of 8 '|n~=.—'- |. The
remai r.|nq groups "nml:urﬂd H'= ahn- & pr otocols to give |:1.|'Il] tacrolimus plus
and (x)

_DFE"IJF'SGK}."E pius ma.';us

Any longterm surviving heart allografts wera removed at 380 days for
histological analysis: the numbars ware as follows for the raspactive groups:-
(1) O¥5; () 208; (i) 148, (iv) D06 (v) OVB; (wi) B/B; (vil) 508; [viii) 46; (ix) 2/6
and (x) 4/8, There were marked differences between recipients receiving
CD4/CDE blockade alone compared 1o drug-mab combination therapies, Of
particular note, in fhe tacrolimus plus mabs group, 56 recipients showed
oparational toleranca with minimal graft histopathology: this was similar o
the mab alona group whare all ¢ s refaine air grafts at 36 In
marked contrast, combination of cyclosponin A with mabs resulied in
surviving pgrafls showing marked feastures of vessel intimal thickening
characteristic of chranic graft rejection

Owerall, although all recipients studied showed operational tolerance to thair
grafts al 360d, specifllc drug-mab combinations resulled in discrete tissue
pathologies. This confrasted to the axcallent graft praservation where CD4
and CD8 blockade was the sole therapy

LABORATORY
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CDdl T34 BLOCKADE: THE PERSISTENCE OF CHRONIC RE

HIGHLIGHTED BY A COMEI
MODEL

LD CARDIAC AND AORTIC TRANSPLANT

J.Stephen Billing, Stephan M. Ensminger, Peter 1. Morris and Kathryn 7. Wood

riment of Surgery, University of Oxford, John Radeliffe Hospital

Cslord CEC3 90

Objective: Block:

e of CDMNCDI

54 costimulation has heen shown o induce

term allograft acceptance in & murne cardiac tran , #ither as monotherapy

or in combination with donor allog

[reAmEr 15 eOronic re

grafi
cha I'I €5 SCCT TCprcscnt

C

Methods: CBA (HZ%) recipient m
(MR} on 0, 2 and 4, en

CBEK bone mamow (BM) cells on the

CXpresses fne or MHC
e were thres ransy

\ ool
The degree ol arleriosc

Lhe percentage o

o, und asse
.'-.'.rdl.ll. model is subjectiv 1 diff

gen e 't f 3 ungerain whether st
sculir rejection in the
icult. Aortic allografis have recently been nsed t
tly unclear whether the vascular
address this problem w
§ cardiae and aortic transplantation to allow precise

ice werg treated with
¢ of in combination :
day of transplant. CBE is & transgenic strin that
lecule K on a recipient-type H2* I~m;kgru'|':-_'.
a) CSTBL/IO (H2™) cardiac : it THI

i |I-o|,r<|.'| il
anmilys

il cross-secti

Results: Following MR + BM trestment, cardias ¢ |I~-_r~|J s continued to-beat for more

g and hiztale z N
coronaries showed varan
severity of vasculopal
- were: examined. These
n in lumen) after MR
i unircated o
it vasculop Wias
nt geoup. The deg
diffie

I I"'\l:\-” "|'\-"\I-'|'\-'\-|I '-\.-\.I-'_|.|| Fruciure I'Il\.'\l'u‘ul\."- er, :I'.

1 i:lu‘r.ur-.i;:run!r. T'o guantitate Lhe
e combined eardiac/aonic transplant
waeced intimal |1|1 liferation (58%12%

different from that

! MEL and BM.

present, with luminal rec of 484£9% in the

rhi¢ transplant
b after MR

(1= viascular discase in the s [E

ler MEL alone and 56

BM). Synge ifis did not develop any intimal proliferation

Conclusions: This comb
assessment of chroni '-'||| vascul
palpation. Although thers was a
cardiac allografis, only the aona
nstrated that C1

uld not prevent chronic vascular re
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wed cardiac and acrtic I"rhp ant model |\.rIII|'\.||-\.|IuII|I|I

1%, while monitoring gr survival by « |n||.
elation belween va
| accurate guantification of the lesions
ckade, with or without deli

ection even though scute rejection wWas overcome

lar |_'-|'|.=_-|'|--._ % i1 moriic and

SIGNALLING THROUGH CD31 PROTECTS ENDOTHELIAL CELLS FROM

APOPTOSES
Evans PC, Taylor ER and Kilshaw P.L.

Molecular ITmmunology Programime, Babraham Institule, Cambridge, UK

lial cells form a critic: rrier (o immiune cells an
imatory process. Long=lerm graft survival is associated with express
1es .|nq|ud|n|:. A0, belxl md hemoxygenase-1 (HO-1
rexpression of A20 in cultured endothelial cells has besr
ipoptnsis fd prevent | Ty malecule expre
1 iz itself induced by NF-xB and therefore cormpletes

(PECAM-1) exy 'lln.“- d at endothelial cell junctions is | leukoytes du
., Oar laboratory has recentdy shown that cross- inking of {

I { and subseq
tified pho vprotedns, ot ucly we examined the
endothelial cell :'.|1||E\Irwi-‘_ activation of NF-xB and EXpress

Methods

e human umbilical vemn endothelial cells (HI
v subjected (o serum starvation for 48
monoclonal antibody to CI3] {LC1-4) or wi
\poptotic cells were then detected by st ith FITC icxiny [ollowed I y

VEC) were nsed, Sub-c
i the pre e or absence of

lg(s as an additional contro
viometry. The prese v activated ME hFI in muck cts was d
prh tc mohility shifi a (EMSAY A20, belxl and HO-1
ted by RT-PCR

Resuilts
Crpss-linking of CD31 with LCI<4 conferred s

ficant protection
m apaploses compared to controls Lp [kOF, see I';__lll':_'|_ ihe
esults shown are based on triplic ls and are representative of
‘o independent experiments. CD31 cross-linking also led to
tion of activated NF-xB in nuclear exiracts and elevation of

nREMA levels whereas belxl dnd HO-1 mRMA levels were

Conclusions
?\IEI‘::l||i|1h I|||l.'u;.:|': CD3l on e vihelial cells | & 10 prodeg
Eaociation with NF-xB activation and exprezssion of the protective gene £

uent cells



COMBINED TRANSPLANTATION OF THE HEART-LUNG AND -LIVER
Prascedom RE, McNeil KD' Wallwork J' Watson CIE Jamieson NV Friend PJ

e University Department of Surgery, Addenbrooke's Hospital and Transplani
Unit Fapworth Hospital, Cambridge, United Kingdom.

R.K.Praseedom, Box 210, Addenbrooke’s Hospital, Cambridge CB2200

Background - Combined transplantation of the heart, lung and liver may be indicated in

|"a'."IL ks suffering from either end stape respiratory failure complicated by advanced liv

li failure complicated by advanced lung disease. In either case.
des sate isolated transpla  the &rl iI' Failiere

are those with cystic Gbrosis, af whom

se or end st

1 disease is complicated by cirrhosis of the liver.
pecive Deview of the mine patients who have undercone combined
ticn in Cambridge [ 1986 - 1909) hs en carried oul. Anen
] |:||:'\.'|:I.r.|'u:-j amd the rec |_'| el

appropriate.
& course of ¢

¥ I'\r-l Wiah.

iransplantation §
In seven patients, pri cirrhoses with gevere ple pulmonary
0 in one patient a |'-‘1¢ L-antitrypsin deficiency in one patient. There
| percentage of pr..dl-:l-b:: Forced Expiratory
w and 76 8%, before and after the
P&y proven a ection in the Tu and one
ped obl I|."'1Ii'. e hrane tis, of whom one
¢ ocourred
t o respectively
heart-lung T LEAnS ation 15 a feasible opiion for a small

WVolumes in
CpEratiod
m the lrver
developes

s particularty thoze =

i:! i I'.:I'll i_\.\_'l.:l
The incidence ¢ tion in this small number of patient
.'|k'|| Im 1 _|'_\_':J I'.II'.'_' IT: :Ilhlr'li,'rll,:'_lll:'\ln_ .___-_'l_\_\l!'_ll'. 3% 4 COf

influence excried by the liver

EOSINOFPHILS ARE MAJOR EFFECTOR CELLS FOR THE DEVELOPMENT
OF TRANSPLANT ARTERIOSCLEROSIS AND DEPEND ON THE PRESENCE

OF 1L-4

nrl'lIIH"LI Q\] Witzke |..|'_ ."\||'|.:'-'-':'|.|l.i BM ', Sorenzen :I'-

of Surgery and “Medicme, lohn

Methods: |
BLE&CDY

Resulis:
mice | Imtimal
I cells wens
{C Dt
% s &

CO IR lenkocyte

creased presence of

inti-1L4 mah
5% compared 1o 46270
2128 ve. G+
Conclusion: Eosinop
nsplant arteriosc s




AFPLYING A NOVEL TARGETED COMPLEMENT REGULATOR TO
MODULATE ISCHAEMIA / REPERFUSION INJURY LEADS TO
IMPROVEMENTS IN GRAFT FUNCTION

"Pratt LR, *Smith B.A.G., & "Sacks 5.H

"Dep’t of Nephrology and Transplantation, Guy's Hospital, Guy's, King's and 5t Thomas
School of Medicine, Kirla_'s l;'u'l-;:gn:l London
“AdProTech Plc, Royston, Hertzs, 3G8 SHD

Complement activation has been implicated 25 a mechapism of tissue ifjury in
ischaema'reperfusion damage that s 1 ransplantasion. We have developed
a novel method ta targel complemen

Our approach wilises a limea angement of membrane-binding units, ter

Membrane Addressing (ShAs) Each § exhibits a different h
y that, when combined, confer strong association of a biopharm:

eutical !
inembrane. An SMA I:||_s.'_-.:li|'|_-'. tag was added to a recombinant form of short

i receptor type 1 (CD35; a known regulator of

¢complement activation). Analysis of this construct {APTO70) in vitro showed binding to

j Id increases in potency as an mhibitor of antibody-mediated
haemaolysis compared to constructs with no SMA

We used APTOTO in DA to DA rat renal is wfls as a model of |_'.;|||-:||I=.-|---|-;

Syngeneic donor rat Kidneys were

with Smils of Marshalls kidney preservation solution containi g 200

), or Smls of Marshalls alone | [ g 5 of cold
followed by 60 minutes o

| of 7 Post transy we found reduced deposition of complement
components by mmunaol i tor €3 or C5b-% membrane attack complex in the
up that recenved TO70 perused kidmeys, This was

coincident to reduced
histopathological signs of

e tubular necrosis, vascular damage and neutrophil inf
which can be indicative of i ly=s15 of blood urea nitre;
erum creatining we also 4 nts in renal function over the fi
days compared 10 controls

In & subseguent
ri the treated group. ompared to controls (=<1
weeks the treated fitx exhibited markedly redu
arteriosclerosis compared to controls.

Our data reveal a sigmficant short and long-term improvement in graft function can
be achieved from reduc armige at the ves el of transplantation by inhibiting
complement cascade in the d This ith a single bol
0 knowm tooccity
ecting the praft at the very outset of transg atwon, our approach produced
ifi long term benefit i graft function

denvative of a naturally

t could translate to improved clinscal
transplant survival if applied to human donor OTERNS.
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LOVIRUS-SPECIFIC CD&

Hiltom EM, ||.J1|.__1|:;|xq:x REG, 1l.-m,l_.r| s RW, Sacks SH and O0'Ca ||"|=. than C/ A
Depardmmer of Nephirology and  Transploviarion, T Typireg' Gany's Hospi
Longdown, S8 ORT. Institate of Molecular Medicine®, . n'h'r Hrlu"r..'.'.“. Hospital, (xford
(X3 QO

Cytomegalovines (CMW) 15 the smpgle most imporiant pathogen affecting the chincal

course of organ transplant recpients. The vrus directly me 3 lissuwe Injury an

clinical disease and has in addibon a wvanety of indirect  effects, including

mmunosuppression and a putative in scute and chromic all fi rejection. Omce

niected the virus is harboured for hife, activation from latency i induced by many

of the factors to which transplant recipients are exposed, including immunosuppressive
allogeneic reactions and systemic infection.

cating CMV is highly cell-associated, the key host defence being MHC-restric
cytotoxic T lymiphocy (CTL). Serclogical tests play a key role in defining the cli
risk from CMV at the time of |r'|r|~,'ri:|n|:|1i-'|' SEORER ive recipients of organs
seropositive donors having a greater than 50% risk of symptomatic disease, but &
little diagnostic valwe thereafter. Prophylaxis against CMV infect igh
ndmiduals has besn shown ta be effective
crease the rate of scute cellular rejection during the first

Z.:ll'..‘~|'.l|?ll'.‘. AlTon

We have studied CMV-specific CDE' T cell fresqueencies in renal transplant recipients in
the first three months following transplantation us arescent tetrameric MHC class
I-peptide complexes. Using HLA-A*020] tetramers containing peptide epitopes from
the immunodominant matrix protein pps5 we have found that the presence

frequency of CMV-specific CTL in patients who are seropositive for CMY at I||L fme
of transplantation correlates with resistance to CMV disease Converse ChY

seromegative recipients have no detectable CMV-specific CTL and show no expanzion
of such T cells at the time of acute CMY infection

These data imply that maintenance of CMV latency i immunosuppressed individuals is

dependent upon the presence of sufficient numbers of vin 5-":I"'I.'L."'-I\; CD8™ T
and that the ability to recruit such ce

clinical |I:ewa'~e "-.Iea::ur-.n;g the frequency .1'




NON-COMPLIANCE IN RENAL TRAN
FUNCTIONING GRAFTS

S0¥ Charlett, A Asderakis, A Valentine, P Dy

Renal Transpla

Backpround: Mon-compliznce has been d
allograft fulure, This stody assesses the magnitude of non-compliance in recipients of
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A COMPARISON OF OPEN AND LAPARODSCOPIC LIVE DONOR
{EFHRECTOMY

ML Micholson, PS5 Veitch

[Division of Transplant Surgery, Leicester General Hosprtal

Introduction: Traditional open donor nephrectomy (DDN) leaves a sig
and this raises concerns serative pain and the need for a prolo
riod. Some of thes
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AUDIT OF LABORATORY PRACTICE IN ANTIBODY SCREENING AND
CROSSMATCHING FOR RENAL TRANSPLANTATION

e UKTSSA Ulsers' Kidney Advisary Group and
netics (Hél} Laboratories providing Services

e

o was conducted at the request of members of the
Advisory Group in those laboratories providing H & [ services
The aim was to assess the degree of variation in policy
ect the national allocation of kidneys. A questionnaire
body Screening Strategy, Crossmatch Molicy and
] [ |-'-x~||'-|h'|1 and was distribited to the 24 H & | Laboratories
s achieved
e strategies adopied by different
ores for .|-|.|I|-~-|} screemng but all appear to be designed o meet the
an exchange all centres samples for ani |'l|::::_.' sCTEenIng are
& monthly basis, ‘24 centres oblain samples every 2-3
C regrular samples from all
g list. Only 16724 centres obtain samples following
chived and screemed ¥ .

nition
Crossmatch Policy The
varying levels of sensitivity achieved
CLC in all faboratories, but 12 [aboratories add
donor is being cong Ina further 7
retrospectively o gd in the preparatio
Interpretation 1rf|:||- 'i rizsmatch Sets tch resulis were piven, covering
scenarics that may le .-~<I|II-.rr.'n|: 5 in opinion and laboratories were asked l.l.hc[.hl.-:l
mr on. The resulis showed that for sensitised
ive result from an Igh angi-HL A an
pan, while aaly 2605 of cent
Brt Serum negative, a contraindication
sence of antibody detected by CDC was
110 B7% of laboratories

N Current se ) | { ries, Historc sa I|_(| positive, current serum
negative crossmitches were considere ~r|r<|r...1|..~|r m9%

ised that any va

T transplants

o of laboratories. In
be taken in the context
. 1 hee donor and recipient and in p: f the clinical practice of
the particular Transplant L)

This audit provig

: licy and practice in H & 1 Laboratones
aml represents o snapshol of an evalvin

of clinical laboratary practice

INFORMED CONSENT IN RENAL TRANSPFLANTATION - DODES IT
REALLY EXIST ?

MeLaren AJ, Morns-Saff G, Casey | on bebalt of the Carrel Club

Informed consent prior to & sur
describe the 1

incidence of 1

I'he anm of thns st

ipproach this ideal

A questionnaire survey was sent to 62 Co tant Transplant Surgeons identified |
the 1 F\Tc\-qe\ Users Directory. This = I||_ ht details of current practice regarding

I P ovided i slients of the risks involved i tranaplantation and of the

iduals representing 24

oifered o |

issociated transplantion z
rifects were di 'i'l.l-w-i'l_l by most surgeons -1‘\- stafus and risk w

routinaly by anly 27 {37%) of consultants

dividual 5 is becoming increas evant with the necessity to
5 E0 meed rising l\.l'."l'lf.'.l'lll The quat imdividual
plantation by 32 consultants (68%) rticul
aensitisation and cold ischaemia time. OF those who did not currently g
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gainst a paternalistic ati Thi
4 view that greater detail is being given by some
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FACTORS INFLUENCING RECIPIENT SELECTION IN ADULT CARDIAC
TRANSPFLANTATION - AN ANALYSIS OF 466 TRANSPLANTS

AC ANYANWL, C JONES, CA RUOGERS, AJ MURDAY

on behalf of the Steering Group, UK Cardiot
Eifectivenass Linit, The Roval College of Surgeons o

Background When presented wit prospective donor heart, 2

has to select one T recipients, Some reciy
dligadvan: W ; thus less likely i

Aim: To identily § b selection

Methods: Multi-centre prospective study. 466 consecutive adult donor he
transplanted in 8 centres were studied. For each donos
r= old and registered on the waiting list at the unit 1

median number of potential recipients for a donor heart (ABO com
patients within a tran Nt CE {interquartile range 7 “actars fo

D B35( ted with a reduc

of select I 1). Pa 1 Vel art (3,96 (2.2

status | {303 (2.08-4.4])) e more likely to be cted, Distance fi
home to & it centre, previous transplant, I PWR (3 units), CMY mis-matc

Bl years) were il found to be -|t'"i|-|. antly associated with the

1ent selection is largely +d by clinical charactenstics, some
cnts wall be continually dizadva . Such patients are less Likely 1o
receive 4 ant and are therefore are mare hkely to de ax ng a transplant
Debate might focus on how best to t e climeal priorty, optimisation of oulcome,
in deciding which recipient should be allocated a donor heirt




.I'.]RJiT LUNG TRANSPLANT : THE PROCEDURE OF CHOICE FOR

Rao I, DeSoyea A, Forty J, Hasan A, Hilon CJ, Ledingham S, Parmy G, Wardle 1.
Gould FK, Corris PA. Dark JTH ; i

Drepartment of Cardiopulmonary Transplantation, Frees nan Hospital, Neweastle upon
Fyne
OBJECTIVE: 'l"\-'l.‘ reviewed our exper
ransplant (BLTx),
METHODS: Retrasp
ingtitution since August |90 @ W=l
RESULTS: OF the 100 patients, 8 seplic conditions - 63 Cystic Fibrosis {CF) and
212 other Bronchiectasis. / was |25 o 59.2 years(Mean 31 4 vears). Age ramee
For CF patients was 12.5 to 4 {Mean 25.8 years) and for Bronchiectatic puln:nzs
wits 23.1 to 56.9 years(Mean 46.3 years), One CF patient received o lveing related
donor lobar trangplant, Overall survival is 75 8%, 68.8% and 4. 7% ai I, 3 and 5 years.
c lung disease, two cohons were examined 1990-1995 (n=41. Group 1) and
ate {n=44, Group 2). The 1 v and 3 vear survival was 70.7% and 61°
ip 1 and 83 6% and in Groug ; :

nce with a specific procedure, the bilateral lung
rliculi |!.n use in seplic lung disease

5 of the first 100 consecutive BLTx performed ar ous

o in
dny mortality was 12% in Group | falling
arty deaths in fast 23 patients {‘Jrth 170
ses, thera has been | dehiscence and |1 required stent inserfion (1.8%
won rate) The Jast ._l'. consecutive bronchial anastomoses have been

d us seen in all surviving patients

lung disease in our hands is
ed figures for combined heart and hing

ated, allografted hear

4, there have been no

uncomplic
CONCLLUSIONS: Surviv
comparable to or exceeds
transplantation, without rh._

Col
[NDIRECT RECOGNITION OF DONOR ENDOTHELIAL CELLS FOLLOWING
CARDIAC TRANSPLANTATION

. A T.. Batten, P., McCormack, A., Banerges, B, Y acoub, MH and Rose ML

M.H L L, Imperial College School of Medicine, Harefield Hospital, Har efield
Middlesex, B2 6FH

Indirect recognition of donor antigens is likely to b Tway of
allorecognition after solid organ transg
survivors of solid organ transp
ped via the: direct 1

B0l FECoE
sction Most studies hive I 5 fic "xII iC ;I 132 M1 |1l:‘|'r
nsiveness. Here we reas i e sl likely source of MHC mokecules m
or grafts would be endothelis ] A e dy yped an assay wherehy
can test the frequency of IT: onor endothelial denved
i tean of third party endothelia

CUrSE 1"‘r|_._'-|,.|_| C188 Were f3sessed by ming dilufion an

o normal volunteers and transplant recipients, Briefly

m BN Prescncc v
-\.'-Q'|'1|\I evi with Lifml IFM for 4 doye Endothelial cells were
btained from :I MO A0 me of transplantation. Following three da

'.I'n'_u'.'! ion the presence of | 15 defermined by conventwonal CTLL-2

SO EXf VLS .'|.||,,|I||_|-._I gells were freezeil d in the absence |'|:"|F\'-':
Confirmation presentation of endothelal o nents proceeded via

indirect pathway in this assay was obtained b uM ¢ |uine & concentration

found to inhibit indirect but not dur recoenition. In addition purnfied T cells were

unable to respomd 1o endotheli gments in the absence of APC

i | s e C s were found for indiredt

ificant increase i sursor cell freg v is obtained -.'\-h'l endothelial U.II
IFMNy activated (range /137,000 - L/17.644  n 3 ity v rll.h'l Wity
to determine whether this 15 exclus

'|| oang I| Jen

I'o date we have examined fix
rejection and tw ng transplan
there was a significant hy |-|"r~|‘-:‘l siveness to IFMNY e
f h an equivalent FILA
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IN VIVO MONITORING OF MITOCHONDRIAL NADH DURING HEART
TRANSPLANT: AN INDICATOR OF FUNCTION AND ORGAN VYIABILITY

HARAMIS H, BALOGUN E* SHUREY C* & THORNILEY MS

Deparrment of Instrumentation & Analytical Secience, UMIST, PO Box 28, Manchester
MG0 10D *Department Swrgical Research, Morthwick Park Instinte for Medical Research,
Narthwick Park Hospital, Harrow, Middlesee, HAT 3171

Introduction Ischaemia and r 30N injury 15 8 consequence of storage and
transplantation of organs and is associated with a fall in pH, ATP and & rise in
wondriel WADH levels, Su e fluprotietric (SF) measurements of NADH have been
te with histo al findings, ATP levels and viability post transplant, in rat

ver and rab h|1 ren splant models'” aim of this study was to determin
changes in the redox state of NADH co 2asured in an in vivo beating trs

heart &l 15 an indicator of 1

frial function and hence
Ve helerotopic ral heant
AIDH: emission spectra, time analysis and
rations in the vascular supply
Methods All ;!|\I:.L'|J'.I 5 camed out accord

ihity pre-trans, aeve our airm we hive
muodel and used s 15 tor rsasur
TUEIHTIEne mel I WS im e :FI":P\;' i

e Animals (Scientific Procedures) Act
el Cardiac isografts were camied out in
scedure of Ono and Lindsey (1969)°

¥ fluanisone) im and 2.5

1 with (0|l injections as necessary. SF measurements of NADH were

mer 15 50 with a fibre-optic probe, placed on the surface of the

The effect of arterial occlusion of the iransplanted heart on the NADH emission al

nmy {excitation 3 wis determined in 6 isografted hears

leasurements were
v and between 2 to 5 arleria

> 1 the zame animal
rbitrary values)y
al artenal occlusion on WNADH
alues in 6 in situ transplanted learts was
733 in the occhuded heart. {n=

:';:I.FII.h present

lues were ohtain

aesi in less than 30 seconds

'[ mullm-un | the heterolopic heart transplant model reproducible NADH measurements can
be made in response to arterial occlusion. We

NADH prod loss during ¢ amping. These measurements are a function of blood
il C hese measmrements thould enable us to determine whether this
an indicator of mitochondral finction and hence organ viability pre- dus ing and
! nd possibly enable early imtervention resulting in a better prognosis,
H:th.'r‘i “NCes

mbey MS, Lane N1, Green CJ 199492, Kicvey fnf 45, 148521496

4 Thormaley M, Simpkan 8, Fuller B, Jenabzadeh M. Green €
3. Okamura B, Tanaka A Uvama 8, Orawa K 1992
1. O K, Lindsey ES 1969

D5g F L"'ti’l Wiy 21 1602-3
Tremegdennt T 8, 165-160
S Thowgeic Condbovwrsoular Swre 57, 225-279

will y present measurements of the rates of

INHALED NITRIC OXIDE ATT ATES ENDOT! '.LI,-H._ INJURY AND THE
BAMAG CFFECTS OF FL.U OLUTION IN THE LUNGS.

Sudarshan ©C D, Bell A, Pritchard G E. Orr H, Flecknell P A, Shenton B K, Dark J H.

Cardiothoracic  Cenire, Freeman Hospital, Department of Sorgery and  the
Comparative Biology Centre, University of Neweagile upon 1yne, MNewcastle upon
Tyne NET TDN.

i i : iz I wireating the d II'|I.r with inhaled
'l|.|ms ‘ﬁ. have astal d offects of pre-treating { )
We have
h solution

i TLTEAn
|_|_|-|-,._-|-, _=|;.._ Wik in g._rr.:_j thr weastomy incigion, MO at 20 ppm was delivered to
one of the lungs for & period of twenty minutes. Serial blood samples 'i:_“ neutropl il counts
were taken from |:-.|Ir'.1t.-nan griery (PA) and vein (PV) on each side during this peri
jon 3pm micr res were imjected into the PA iman -f'“-"f'.""‘. prioT to I‘;l.l- hing the
||'.:|l.||1||.'-.| Euroc aolufio By B |-:.'--J'"-r' I|!"-" was

F i i i 1 arker of = 1l leakage
were made of the efflue ; Nin, as arker .I : ks
¥ r hine entifv the expressio
measured.  Biopsies were obtained from both lung: 1 the exg [&1]
Intercellular Adhesion Molecule-1 (RCAM-1}

Results: Neutrophil sequestration, indicated by differences in PA and PV cell :I.-'.HII.. i

observed in both lungs. fcant differences in loss of white cells into lungs were ':."“"f‘:

al 10, 15 & nutes of MO treatment {p=0 Fé p=0.00 clively), White

cells were found in the BAL from both lungs. The number of cells m the MO treated lung
v less when C'I.'I'I..ul'l.'l\.! wm '|i'..' oo P "R M T HI" Imikn

ity the lavage of the control lung was 3 46pa/mi ar s ¥ gmifi ly red

in the treated lung which was 1.%lpg/ml (p=t ). There were spnific _'.I'. n'-nl-'t

microspheres in the contiol lung when compared to the N cuted fung {p | . The

expressicn of ICAM-1 which was very obvicus in the control hung was virually 3

the MO treated hung

Condusion: Surgical trauma - sternotomy and cannulation - leads I:.l". eaclothel
and this is exacerbated by cold modified Eurocolling salution leuding to leakay
and protein into the alveoli even in this non-hrain-stem-de indel. The ~:_I1|L|- i

of sequestration and leakapge seen with MO may explin some of renefits in attenuating
acute I'-'"'i' inqury after single I umg transplantation
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EFFICACY OF DIFFERENT BONE MARROW LINEAGES IN PROLONGATION
OF ALLOGRAFT SURVIVAL

| HI{:; £ri ﬂ-i“i'.l_l.:_ Wilzon ".1l-i.'ll'lg1‘. Peter J. Maorriz and Eathryn 1. Wood

Muffield Department of Surgery, University of Oxford, Joha Radeliffe | losprtal
Omxford (X3 9DU
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inducing operatic
donor bone marro
1 with conventiona
I'l.'llll\.' &N W
Wl some cell tvpes
may even accelerate rejectio this study restigated the ability of differenst
BM lineages to prolong the survival of muring I fts

Methods: Recipient CBA (H2") mice were pret 1
ecile
JEEIIVERY selected

2 5 4
administered at a range of d om 1x107 o 5x10

cells 27 nspli 1t infusion w ered by 2 doses of depletinge
lis 2 I 1. The BM | by } depleting

anti=CDM 1 on davs <28 and -27. Fully allogenesic CSTBLAO (H2T
hearts were transplanted ¢

Results: The BZZ0 = ion was the most effective
ith 100% long-term g vival induced by 1x W5 I cells were
tolerogenic, with k T afi Bi% and 75% after Ix10°
v with even 1210

ar |I':.II|"'. cantrods

the donor-specific transgenic struin CBE
i '|'|I as ':-II
ence may be due | traffickin
e ability (o present deo i 1% These resuliz identify BM ce

varticular patential i srraft survival chimcnlly
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IMMUNE CONTRIBUTIONS TD CHRONIC ALLOGRAFT
NEFHROPATHY: DIRECT MECHANISMS

Baker, R ; Hernandez-Fuentes, MP; Brookes, PA; Chandhry, AN; Lechler, RL

Department of Immunology, ICSTM, Hammermith Hospital,
Du Cane Rd, London W12 ONN, UK

Acknowledgements: MRC, MEC from Spain

Ihe main cause of late renal graft loss is chronic allograft nephropathy (CAN).
Despite major improvements in short term graft survival there has been little impact
on indolent attrition of grafts due to CAN. Thers is evidence to support the
contribution of immune mechanisms to the development of CAN. In order to assess
the immunological contribution te CAN we have studied the T cell responses in 22
recipients of bve-related renal allografis (median time since trar 1splantation 13 years)
E ul these patients have developed CAN (82 confirmed by bio psy} while 14 have
ained good graft function

B T (A h g the Dd+ T - o

We have enumerated the © []:I cell responses to both donor and comtrol
alloantigens by the technique of limiting dilution analysis CD4+ T cell frequencies
have besn determined according to the secretion of the cytokines, 1L-2, TL-5 7-IFN
We have also examined the frequencies of CTL precursors in PAMCs

The results are shown in the tabls below
CAN Mot CAN Total

Qi 13/13 23,22

IL-5 Pis 73 14/22

IFM-y 0 12/13 18/21

CTLp 7 1212 1719
Figures shown represent the proportion aof patients wio hod significantly lower
frequencies of responding T cells apainst donor when camprared o thivd party.

IL-2

In conclusion there was 2 global donor- specific hyporesponsiveness according to [L-2
secretion. There was aleo e of widespread donor-specific |'|'~'F:-.‘lr-::i:h::-l:l'\j=\'r_':1 ]
when the cytokines and g-IFN were measured Tn addition donor-specific
cytotoxicily was specifics reduced in most patients, There were no significam

TENCES between pa th or without chronic allografl nephor hy. This
contirms our earher impression that di allorecognition 15 markedly reduced in a
HINOT-SpECIlic manner in recipients of longstanding renal allografis. If immune
mechanisms are contributing to the des elopment of CAN then we |-|-|;\-|ig-.L e that they are
more likelv o be operating ugh the indirect p

Category: LABORATORY

THE EFFECT OF DIFFERING IMMUNOSUFFRESSIVE REGIMES ON THE
FUNCTIONAL AND MORPHOLOGICAL CHANGES IN A RAT RENAL
ALLOGRAFT MODEL OF CHRONMNIC REJECTION.

MleGrath, 1S and Shehata, M

Mottingham Transplamt Unit, NGS 1PB

Backgrownd:Chronic rejection (CR) represents the leading cause of late graft loss and
there are curréitly no effective measures for its prevention or treatment. We assessed the
effectiveness of cvolosporin (CvA), tacrolimis (FK ). mycophenolate mofetil (MMF) and
SDZ-BAD on the development of CR in the F344-LEW renal transplant model
Methods: Orthotopic renal transplant was performed from F344 donors into unilaterally
nephrectomised LEW recipients. Isografts (F344 to F344) served as col s (n=B) Groups
of animals (n=8) received one of the following drug regimes;, monotherapy (CvA or FK) o
dual therapy { MMF+CvA or MMF+FK or S8DZ-BADHCyA). Animals were sacy :
and 4 months and both kidneys were retnieved for histological and morphometric ar
Serum creabinine and 24-hour unnary protein were measured before transpland and a1 3.7
and 10 days and at 1,2,3, months and at sacrifice
Resulis: Unireated all T afts de -L|-:||ll.|:| functional and .'|||:-|[:!:-:|::|;-_l|-.::|| el nges 1y |'i-.'<~ of
chronic rejection by 2 months. Further progressive changes were observed at 4 months
There was no \Ig_l'urll.nnl deterioration in serum creatinine in all groups except rats t fed
with CyA SDE-RAD in ¢ n Significant proteinuna was only noted in untreated
allografis and those trested with CyA
Tissues from animals treated with CyvA displayed artersolar hvalinosis { AH), proximal
tubular vacuolation {TV) and thickened glomerular basement membrane with no evidence
of cellular infilirate at 2 months. At 4 months, AH progressed and was associated with
e tial fibroses {1F) and glomenalosclerosis (G5 Tissues from FE-treated rats showed
minimal TV and AH but a moderate degree of interstitial i te was noded at  and 4
months. Sections from ammals treated with MMF+CyvA showed minimal TV and AH BRats
treated with MMF+FK did not show any histodogical changes except a mild interstitial
infiftrate. The most significant b gical changes were seen in animals treated with SDZ-
RADHCyA. In these animals severe AH, extensive TV and atrophy and TF were noted
Native kidmevs of rats from all groups showed no histological evidence of nephrotosdciny
I“:'-\.-[.--l hose treated with CyA or SOZ-RADHCyA The :llll-\.l aroup showed evidence of
AH, TV and interstitial oedema and the latter :Iumr-'u. kar atrophy and IF, but only
minimal hyalinosis.
Conclusions: These experimients suggest the Follow

[he Fid4-LEW combination 15 a Jucib pdel of CR

All drugs used are effective in preventing C ring the reatment perio

Interstitial infiltrate noted in FK-treated rats suggests insufficient doss

The combination of SDZ-RAD+CyA iz effective in preventing CR bt appears

nephrotoxic

The presence of hyalmosis in both native and allograli kig dneyvs treated with I' v

suggests that these changes are ¢ o CvA nephrotoxicity




T GENE DELIVERY TO VASCULAR SMOOTH MUSCLE CELLS COSTIMULATORY BLOCKADE BY THE INDUCTION OF AN ENDOGENOUS
A NON-TOXIC, SYNTHETIC PEPTIDE VECTOR SYSTEM XENOSPECIFIC ANTIBODY RESPONSE
Rogers, M., Mirenda, ¥., Jackson, L, Dog A and Lechler, K.
Kenth Gustilsson

Immunclogy. Impenal College School of Medicine, Hammersmith
London, W12 0NN
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LOCAL AND S5YSTEMIC CTLA-4Ig PROLONGS RAT CORNEAL

CONTRIBUTION OF T CELL ANERGY TO DONOR SPECIFIC HYPO-
ALLOGRAFT SURVIVAL

RESPONSIVENESS IN RENAL TRANSPLANT PATIENTS
, B. Baker', M_P. Hemandez-Fuendes', A. Che ~ and R.I. Lechler Comer B, King WI', G
ts of fmmunc and Renal Medicine”, Hammessmith Hospatal, Imperial 'Department of Trimus

e .
af Medicme, Loadon, Uniged hl:l_.'lll\.:'ll

Long-term allograft survival s the ulimate goal of transplantation. [t has been
] previoisly that the direct allospecific precursor
i [E rn:li-:'l‘.x of

encies of CI amtiEens W

The mechanisms} for this d

1 few weeks and the
rived APCs. From then
mal cells on the
are requined for T
BT [0 ;l|'l' 11}
SEl AnerEy

| antigen presending cells (APCs) are elimi
aied tissue is repopulated witl
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! these cells are
cell aci on. I the
by drect pathway T cells not

this stwdy was designed 1o determine whether t

Based on these observanons
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THE EFFECT OF NIFEDIPINE ON LONG TERM SURVIVAL OF RENAL
ALLOGRAFTS

M Metcalfe, SA White, G Murphy, B Saunders, ] Moerehouse, P8 Veitch, ML
Rl (T

Department of Surgery, University of Leicester & Lewcester Creneral Hospital, Lescester

AIM

The beneficial effects of nifedipine for renal transplant recipients 85 meaagred |
terms of renal function an
reponted, The aim of this so

L&t long-term

| years has previously beer

2r these beneficial effects

METHOD

Ower a3 vear period 103 renal transplam recipients were recruited into a randomised

or not

controdled clhinical trial. Patients were allocated to receive either nifedipine (n=15)

n=681. with ¢ I'he dose of mfedipine was btrated

ypertensives a5 NECessan
Eroup was o weeks

RESULTS
HEnEa v eceived mifi vine continued to demonstrate 1L
nared to controls, A log rank analvsis uaing Kaplan-Meier =
vtage (p<0.05). Owverall the 10 vear grafi sunvival r:
growp compared with 38% for the controls

CONCLUSION

Theze resulls SUgEes] that 1he shodt term heneffts of

effects of cyclospaorin toxicity are still apparent at 10
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SPLENECTOMY AND LIVER TRANSPLANTATION - OUTCOME AND
SEPSIS RELATED MORTALITY

Kumar N, Grant DR, Wall W (Jurewicz WA)
University Hospital of Wales, Cardifl ",
London Health Sciences Center, London, Ontario, Canada.

enits who have had splenectomy at the time of or
transplantation (LT) is not well documented, We analyzed the incidence of rejection
anid long-term survival in patients who had splenectomy at the time of LT and compared
this to a matched group without splesectomy

METHODDS

" BA3 Jiver recipients sixtéen adult patients had splencetomy at the time of
» conirals were selected for every case, matching for the UNOS status at the
of tranaplant, age and vear of |=i||'.‘-r"|i i, Act survival was
the Kaplan Meier method and compared with log rank test. The ra
WETE CLM | :"_I \.\'ill'u L r||'_|._l_i||_‘:_' -"_':1t

RESUIL

The indications

spiemc artery aneurysm (2}, idiopathic thrombocytopenic purpura (2), 1o reduce

anti 1y formation in a sensitized liver'kidney recipi \.|l|-=:|.-|'- dependent portal

hypertension { 1), intraoperative rupture of spleen (1), previous Warren shunt (1) and

granuloma of spleen (1) There were two retransplants in the study growp and ane in the

comtrol proup.  The rate of acute rejection in the enits with a1 ctomy was 3 1%
: the control group (P=0 54). The ten yea uarial survival in the

study a ntral groups were 74,6 nd 51.3% respectively (P=0.21). Twoof

three deaths in the study group were due to sepsis and one of them died wi

of LT. Four of the 12 deaths in the controd group were due to sepsis and 75% of these

were wi 0 davs of LT

CONCLUSION

We o e from our study that splenectomy does not affect survival following LT
compared to liv ) hey have not had their splesn removed. The rate of
repection is nof al this expenence splenectomy did not increase the
mortality from sepsis fio i

24
ALLOCATION OF LIVERS FOR TRANSPLANTATION

M Akyol; M Ho, P C Hayes,

Scottish Liver Transplant Unit, Royal Infirmary of Edinburgh, Lavriston Place,
Edinburgh

the ume of cond iz siudy there were no

ultant liver transpla ns amd heg g in
were assessed with an wous postal quest aire. There
{32% response rate) . on & visual ana e scale (VAG) indicated them
to offer liver transplantation o otential recipients. Case i
hypothetical recipients were writien (o explone views on liver tr itation fior
lehovah’s witnesses, [ Vo busers on
tation for
1 living
L,
meainn SCore "I.Z\.lll CRRE
There was considerable v
the respondents most of the cases. The alts also poant o 4 discrepa
opinions of transplant clinicians and actual practice in the UK. Allocation
0 il:'_l_"'r:"'l nc '.l,;'ll_"'l,hl_'"r il 'I.'.|I-\.'|I'|ill SYSIem o LIII.'.L'IIZII."-

are required to ensure equity of access to this scarce and life saving resource
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IMPROVED HbAlc AFTER PANCREATECTOMY AND ISLET
AUTOTRANSPLANTATION WITH A MARGINAL ISLET MASS FOR PATIENTS
WITH END STAGE CHRONIC PANCREATITIS

White SA, London NIM, Davies JE, Pollard C, Clayton HA, Swift 5M. Dennison AR

Brepartment of Surgerys, University of Leicester & Leicester General Hospital
I..L'i_'l\.'.‘hll. T

151 resoft, palients with cheomic pancreatitis (CP) may need pan (TP). In order
1abeies some patlents may be suitable for simuol i aulodransplantation
The aim of this study was to assess glycacmic control after AT

a 5 year period 25 patients (14 F: 11 M) hove underpone pancreas respction (23 woal |2
o destul |, 2 subtetal) combined witls LAT in un e £ and
ol b les, Afver res
Itoanuted panc flgestion, Wi T islets
nsily gradient, These paticnts were compared »
wlerwemt TP without 1AT Altespis solation in 3 of these
= of severe pancrestic Mbeosis and calcifcui

Aly ot the liver via the poal visin (PVY), 3
aic &nd MY aamograls and 2 splenic alon: median volu
ITs median number of islets transplented was 1820 IEQke (runge 32092403, Poma
WS IFansient during the iransplam proceduore | One paticnl died 4 weeks
aficr a

enis by elevated seram O
spendence (ran e 2 chiys 1o
2= 1year). Despile the need for
r HREAlC's (imedian 7.4 %% versis

nls having TF alone. The majority are
s completely foee of §

In comelusion T whan com
nreler, Compsrid o patiends having TP alone, 1AT recipiems have sipnificantly
ty insulin redquirements and HbAlc’s, Whether the effiect of good pain relict
il dinhetes will improve patients’ quality of life, in preference 1o lower rates
relief with ingulin independence offired by a lesser, subiiotal fesectional procedure wil
n ST CVREEon.
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SPOUSAL KIDNEY DONATION AND TRANSPLANTATHON — A SINGILE
CENTRE'S EXPERIENCE

Dudley C, Hamilton K, Matheson P, Harper 5, Temson C, Feest |, Lear P
Richard Bright Renal Unit, Southmead Hospital, Westbury-on- I'rym, Bnistol BS10 3NB
Because of the shortage of cadaveric donor kidneys, we have for a number of years

pursued an active programme of transplantation using living donors. Since 1995 w

ned 46 hving kadney transg & of which 9 ) hivee been from spousa

of these nine transplancs are providad below

Mlaichibng [ I o= [ .-\.Hh [ Curredt | GFR" [ Length
grade suppression’ creatinine | mils ol follow
wrnl| up

(FICA

PC(A)

[ATG)

P C (ATG)
o

Immunosuppres
M=mycopher
* Mumber of acs
Creatinime clear
Cwer & of 43 ential spousal kide onors who were blood
p compatible with the recipien were assessed accor a protocol. Thiny-one
%4} spouses have not procesded to donor nephreciony a variedy of reasons
| REASON FOR EXCLUSION FROM DONOR NEPHRECTOMY
| Positive cross-match E
| Recipient received cadaveric transplant during donor work up
| Anather better matched living doenot
Medical contraindication
Other . .
One donor has been successfully assessed and has a date for nephrectomy, Twao donors
are carredntly L||1:§l.‘:|_.;:l|| i ASSESSMERnT
Assessment of the spousal donor is time-consuming and demonding  However, the
sutcome both in terms of donor, recipient and :_l':!ﬁ srrvrval 15 exce it &% iz the quality
of gratt function In sddition SpouEEn donors may obtain greater pavchological and
social benefit from kidney donatron than Irvingr-re wted elomors
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NEUROLOGICAL COMPLICATIONS FOLLOWING LUNG TRANSPLANTATION THE SELECTION OF AN ACCIDENT & EMERGENCY DEPARTMENT FOR A
; NON HEART BEATING EIDNEY DONATION PROGRAMME

Sudarshan CD, Crackett R, Corris PA, Dark JH,
: Buckley P E
Department of Cardiopulmonary Transplantation, Freeman Hospital, Newcasile
upon Tyne NET TDN, Freeman Hospital, Newcastle upon Tyne

1731

viv and H E L i e b o i P, i L + i o
ung and Heart-Lung Transplantation ve been carried out in 269 patients. at a II--- selection of an a|1|1'n'\r':|r-_ ucudcn[ & l-mu:u-.-nur (A&E) department 15 paramount
regional Cardicpulmonary Transplantation ( in thie United Kingdom between July

1987 m.l September 1992, 51 neurol I complicitions developed in 44 patients

itson | patients received Cyclosporin A (Cy "-J and BT ;;,-.-i||le1h|h|;_1,- of space within the unit to ,'.\n:rf:'-rrr. the NHBD procedures are clearly a
5D o I|||-.'|~ immunosuppressants for at least a month requirement, the numbers of potential donors in the department must be assessed to
il ins n 15 patients in the ; oup and 2% in the Neo ensure that the effort will be worthwhile and to review the subsequent workload for the

group {2 TR ed neurological comphice 5 {p=0 OF the 16 whe transplant team. 1t has been speculated that an A & E department should be selecte
den '|"'|‘|" seizures 8 had Cy A (6.0%), 8 had Neo (9.2%., p=03 The details

folbows
|:-'"mll't“:“':":”" ‘. Predizposing Factor/s
tleg Large rises in Cyclosporin
: -"-1i;._'_|:_'i|'r I Cychosponin - 3, Hypertensic

its numbers of new patients per anmam as this will indicate the numbers of deaths and
potential donors, To assess the potential from the A EL E unit chosen I'm our NHBD
programme an audit of new paticnts per annum cI-. )
day and time of death were performed for the months of I'
made with data from 1995, Suitability as a ~"-I|:'11| donor wis &

Cyclospoin - |, fm tid 18-60, fio medical contra-indications to kidney donation and total WIT <30 mins
i Hypertension hror penia - | Method - Data was obtained from the A & E trestment cards in respect of day, date
fuston Multi-organ failure (MOF) - 3 time of death and age of all deceased patients
sorimator neuropathy ¢ MOF Results - Table 1. There was a 16% increase in admissions to the department between
T witakness 1995 and 1999, However, the number of deaths has a8 ¥ 73 Forty four

Cyelogponin potential donors were identified in 1999 as opposed to 16 n 19935,
ropathy
f ]

£ 1. Demths in the Deparment and Podeneial Domors
t blurring of vision | T T Dian from 1999
ntra cerebral Abscess I Number af new paenis n depamiment 42,105 £l G I'.r;'m'_ I"- ll:'-‘ll'l:hii .
in 1 | . N b al dizs de q 161 TR AN« )
in the Meo group who had seimures underwent cransal MBI scanning ."'“Lu s e i :
' LGl . e i Mumber of deceased aged 15-001 H i
LT ALE fidltrple as of enha intreased T2 signal, predomn

" Musiber afl pater danees { 44
the white matter and in a patient wh scans thers was resolu

saths in 1900 in respect of o
Dty amd Time of Dissth
b wiis compatible with postesior leukoemcepha ¢ syndrome, & condition that is ol ’n | MonFn | MonFn |
assncialed with hypertension and immunosuppressive therapy, Anothér patient had to he 31117 01750 | 1900-2350 |
ventilated following the seizures and ov ally died of multi-organ failure, 4 patients | | T
(2 with intra ce . £ due to mult-organ failure not related to their
asur COT a5 P'-rf" stent lefi '? ded « kness. 2 are on i:ll'l;..x lefin

iction in the dase of Neo thereby aiming for lower 1 gh I"I.!J'u'

34 [ 10y

67% of deaths in the 18-60 ape group cccurred outside the Monday-Friday, 0800-1759
time period. This would equat 30 donors per anmam in on-call duty periods
Comments - The department selected has ; I I

increase in deaths in the department was

admissions on to this hospital site. We w

establish and A & E bases NHBD programme should perform a comp I-."hr.lﬁ ve audit of
deaths in the department to ascenain the numbers of potentizl donors

ansplantation, are a combination of high Cyclozporin trough
CyA or Neo), low Megn ypertension - and e
ugmentation with intravenous steroids for acute rejec It iz commoner in patients
Meo although the difference is not signifies Meurclogical complications
= not u mmaon and seem to be commoner in the Nea
¢ however are fow
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USE OF LIVER GRAFTS FROM DONOS WITH BACTERIAL M INGITIS

saton 3, Solomon M, Bramhall 5, Gunson B, Buckels JAC, Candinas D, Maver AD,
MceMaster P Mirza DF

Liver aund Hepatobiliary Unit. Queen Elizabeth Hospital, Edghaston Birmingham B15
2TH, United Kingdom

Introdiction: Bacterial meningitis is an i frequent couse of brainstem death. Use of
cadaveric donors with ba men may be associated with an increased risk of

sepsis,  \We audited the resulis of tran ation (LT} from 27 such donors
between [982-1999

Methods. During this perind, 27 of 1700 livess were retrieved from donors wdth
bacterial  meningiis menmgocaccal  (n=13), haemophilus  influenzas  (n 1)
umococcal (r=3) and unknown (i I and 28 OLT (9 miales, |5 adulis) were
performed mchuding | split LT The indic re FBC (0=8), biliary atresia {n=6),
fulminant hepatic failure (n=35) retranspl .er.llln.r' (=4}, malignancy (n=3), familial
estasis (=), o ‘patn deficiency (n=1), LT was & ¢ in 21 patients and
mergency LT in seven. All donors received adag |II-I|: unllml...'nhm therapy before
( 1 procurement and all recipients received prolo pot ative broad sp
antihiotics. The mean post transplant follow-up was
data was expressed as mean = SEM

f\'.'ur-"n No infectious complicatic cavsed by the meningeal
noRerves AST ang el8 OF ¥ atrye 3 {
e rari 1 4557 and 160 + 22 ymol/L (r 21-364
S ! There weng 9
’ 415 adulis and Idren). The
Were null pl-. argan fatlure (n=3, 13 emergency LT), haemorrhage
¢ cancer (n=2), chronic rejection (n=1; eme zency LT and cerchral
). Twa patients were re-transplanted and are still alive Cherall
rate was 68 % (1928). The survival rate in elective cases (76 %,
than emergency cases (43 %, 37, p<0.03, log-rank test)
Conclusion Liver tramsplantation from donors wi th bBacterial meningitis i% 8 safe
procedure provided bedh donoss and recipients receive adequate antimicrobial the APy,

Co9

SELENILIM DEFICIENCY: AN IMPORTANT RISK FACTOR FOR THE
DEVELOPMENT OF CHRONIC GRAFT NEFHROPATHY 7

.'-.jg_;_r_]:.:-fi‘nﬂ': 5. bi.n]i1|'|.11 'I')u'lq'q_-_-::_ H. Siockdill, G.Jopes, A Janezic, R Lord, C
v, D Qleesky’, WA, Jurewice

Welsh Transplantation Fesearch Groug, LJ-:pillln'-"l‘ of Surgery, and Department of
Biochemistry ', University of Wales College of Medicine, Cardiff, CF4 4XN

AIMS: : Lipid perccidation by free mdicals 15 a key step in the development of
atherosclerosis, Chronic graft nephropathy (CGN) is a common cause of allog
faillure and shares many histological features with atherosclerosis.  While
|-.-|1|.|I1r|u|m_r|| a is o common finding in renal transplant recipients, not all pa :eru
develop OGN, We hypothesise that the degree of damage sustained is r
recipient: antioxidant status and oaly those who are antioxidant deticient .x'uc';-.:rrh to
free radical amack develop CGM. The aim of this study was to determine
antioxidant profiles of patients with biopsy-proven CGMN and to compare their prof
T splant patients with good renal function
HODS: Plasma selenium and Vitamin A and E concentrations were meas:

10 patients with biopsy-proven CGMN 10 contemporanecus, sex-matched |
with normal renal praft function, who received identical cyclogporin-b
immunosuppressive therapy. Plasma selenium was measured by electrothermal graphite
furnace atomic absorption and com i

h performance I.'qui;l xl'.l.,1 a0 I-,.|.1h~ i & % immunclogical and non-

ely maimained da

Selenium (umoli) | 0.54 + 0.23 {0.47-1.22)* LT (0.33-0.92)

Vitamin A 2524 1 -4 31 1 1060 (1 28-4.94)
{puma U} A lET |
Vitamin E ¥ N ] 2530 & 3 B8 (16.6-38 §)
[pema 1)

* p=i0.05 Student’s par red f test
There was no difference in the prevalence of any of the
immunological risk factors

CONCLUSIONS: Patients with CGN have evidence

suggesting that impaired antioxidant status may cont e to the development of CGMN
studies are in progress to determine whether selenium deficiencies at the time of
pation predict those individuals who will subsequent




AMALYSIS OF CYTOKINE PRODUCIMG T CELLS FOLLOWING REMNAL
TRANSPLANTATION MAY PREDICT CHRONIC REIECTION
EFFECT OF RACE ON TRANSPLANT OUTCOME AND LIKELTHOOD OF
KIDNEY ALLOCATION, Aurclia Zamauskaite "', Shara Cohen®, Alsjandro Madrigal = | Poul Sweny ™' | Zac
. - . Varghese'', Adam McLean™' Stephen H Powis™'. "'Cemtre for Nephrology, Roval Free &
Pl Sinnott’, A Gupta’, MJ Raftery” and M Yagooh® Unmversity College Medical School, London LUK, " The Anthoty Molan Research Institute,
: . : The Roval Free Hospital, Pond Street, Hampstead, London, NW3 2006, “The Depanment
lssue Typing Laboratory' and “Department of Renal Medicine and Transplantation, of Haematology, The Roval Free Hogpital, Pond Street, London, NW3 206G
Baris and the London NHS Trust, London El |BR : :
Chronic rejection remains the major cause of graft failure following renal transplantation
The aim of this stedy was to iovestigate whether changes in the pattern of cytokine
production might allow prediction of patients at nsk of developing chronic rejection . We
studied the intracellular cytokine profile of peripheral blood T {CD3+) eells from 31 patisnts
with biopsy proven chromic rejection and 26 patients with well functioning grafts. We also
analyzed 10 healthy individuals as normal controls. Cytokine profiles were determined before
and after 4 hours stimulation with mitogen phorbol- 1 2-mynistate-13-acetate and wnemysin

The demographics and ethnic diversity of the population served by this unit are unigue
in the United Ri!‘.t_zdnm Wi have attempied o determine differences in |:.~';|-||_5.-F||u|;||;
outcome in Caucasoud (C) and non Caucasoid (NC) patients

Oine hundred and gighty-nine patients who had received their first transplant during the
last five years were analysed. We mcleded waiting time (from efitry onto waiting 1;g| o
date of tr: \'|."|iII'I'|. the mratch PrOEIGSLE it {MPL) and ABC Blood Broup 38 pre
transplant indicators. Post transplantation, the mismatches for HLA-A, -B {-Cw) and
R I_-iH:"I as per the LUKTS5A OTRAN sharinge scheme and |:||-_:|p_x'\f proven r:‘-j{-|_,|i;_-||_-|
emsoddes in the first year were recorded. The ients were divided imto Caucasosd
(=114} and non Caucasoid (n=67) gproups which included mnonh European and
MMediterranean Cascasoids in the former Africans, Caribbean blacks, |n-]-.'---"';5|:l|'|!i
{Indian, Pakistani and Bangladeshi) in the latter. The two ethnic coborts were compared
using chi squared analyses

Both groups were comparable with regard to age, gender distribution and waiting time
on the transplant list {mean ng Cvs NC, 35 ve. 12 months prnx). The number of
mismatches at the HLA-B, -C and -DE loct were similar in the two Eroups but the there

in the presence of monensin We observed that [L-2, IFNg, and TNFa were increased
following mitogen stimulation in all groups analysed. When we compared healthy controls
and recipients with chronsc graft rejection (Tx-chr) we found a difference in expression of
the Th2 cytokines TL-4 after stimulation with mitogen (controls 308120, Tx-chr
154814 49, p=0.011, afl values meantSD), and in Thi cytokines TNFa after stimulation
(10,034 90; 18.02212.06; p=0.049), IFNg after stmulation (13.53+3.93; 221 45£11.57,
=0 022 When we compared healthy controls and patients with well functioning grafts (Tx-
M) we found a sigmificance difference i [L-4 production before (controls 1.72+1.31; Tx

8. 1348.9747.71; p=0.014) and after stimulation (controls 3.08+1.21; Tx-N 14,9213 B1;
p=0.011), and in TNF-a after stimalation (codtrols 100032490, Tx-M 213241565,

were significantly more mismatches at the HLA-A and -DOQ loct in the NC group p=0.033). When we compared the two transplant groups we found a difference in TL-10
compared to C g f I'his 15 reflected in a mean MPI score of 3.9 in NC and 5.5 in C expression before stimulation (Tx-N 0302023, Tx-chr 2 7543 96, p=0.003) These
group. Despite apparent poarer matching at these loci, total number of rejections were pe mnary results sugirest that renal transplant patients exhabit changes in cvtokine profiles
significantly decreased in the NC compared to C group in the first twelve months post which may be used as non-invasive monitoring of the immune response and might he

transplantation (31/55 vs. 6799 p=0.02), This ificant difference could be explained predict chranic rejection
chse 1 atients having 3 rejections in the NC compared to C group (2055 vs, 16/99
p=0.03y Trterestingly our corent waiting list of 332 patients includes only 138
Cavcasoids suggesting an increased likelihood of transplantation in this group

We therefore conclude that despite apparent poorer HLA matching, NC patients had
fewer rejection cpisodes than C patients. It also suggests that the current UK marching LABORATORY

system, results in reduced transplantation rates in NC group




IS QUANTITATIVE MEASUREMENT OF INTRA-GRAFT PERFORIN AND
GRANZYME B mRNA TRANSCRIPTS OF VALUE IN DIAGNOSIS OF ACUTE
BEMAL ALLOMGRAFT REJECTION?

Khanna R, Bukilica M, Janezic A, Jones G, Morms-S6ff G, Stockdill H, Baboolal K.
Jurcwicz WA

Welsh Transplant Research Group. Department of Surgery, University of Wales College
of Medicine, CardilT CF14 4XN

INTRODUCTHON
One ol the mechanisms proposed for T cell mediated acute renal allograft rejection is
release of perforin granules n nter-cellubar clefi between T cell and target cell
Perforin polymerises and inserts info target cell membrane forming pores. which permil
fMlux and entry of pranzyme B thai sctivates the apeplotic machinery via the
leukin 1B converting eneymes. Reports in the literature on the value of intra- grafl
forin amd grameyme B mENA detection for the diagnosis of acute renal allografi
rejection are conflicting ; L
AlM
The newly developed technology of SYBR green hased neal time quantitative PCR was
¢ the mira-grafi mRANA expression of perforin and grangyme B
rrekivte 5t with the histological BanfT scores
OO LG Y
MNeedle sigs were obtained from 37 renal allografts whenever indicated due to graf
dysfumcti The mRNA was extracied, reverse iranscribed o cDNA which was
 to real time quantitative PCR for perforin and gransyme B, The hiopsics were
Llocated a Banff score as per histological findings.
RESULTS
e of eDMA copy numbers for perforin and granzyme B were ohtained by
LO00 eopies of cOMA 25 ng. of mEMA), The positivity rates of
the PEnEs A5 por BaniT seore jire tabled below,
__BaniT Score e e PN e I e
= | {Nommal) | 4 Acule rejection) | 3{Borderline) |
Granzyme B & perform n | T5% | 35% 38% '

Either or both penes positive Ya 5% |

Ihe combined sensitivity and specilicity of presence of perforin and / or granzyme B to
dmgnose a his sically prove ing or acule rejection episode was 57% and
i a pozitive and negative test for both genes in

combination was 78% and 63% respectively.

CONCLUSIONS
We found that graneyme B and perforin appeared 1o be playing a role in
h ically osed aculely rejec kidneys and 62% of bord » cases. The

e o wmbers of the genes showed litle comelation with the histological

severity of the rejection proc The involvement of other T cell mediated meehanisms

T5% of

inchading Fas L acti ¥ e currentby under investig

Lahoratory

THE ROLE OF NITRIC OXIDE IN SURVIVAL OF MOUSE CARDIAC
ALLOGRAFTS

Smith X, Bolton EM, *Wei X-0Q, *Liew FY, Frick TW, Bradley JA

University of Cambridge Depantment of Surgery, Box 202, Addenbrooke's
H:'lﬁp'i[:’J_ 1:.3.‘1'||.'||:'i|'.|5: CB2 2000, *University of ﬂl:s-q_:.--.-.. Depariment  of
Immunclogy, Western Infirmary, Glasgow Gl 6NT

Nitric oxide (N has a range of biological effects, including potentally opposing
roles as an immune effector or immunoregulatory molecule. Dunng allografi
rejection, cytokine-dependent upregulation of inducible nitric oxide

{IMOS or MOSZ) lerds to increased NO produection, but because of its bi
diversity the influence of iNOS on graft survival is difficult oo predict. We have
previously found that iNOS-deficient mice showed an enhanced in
profiferative response to alloantigen and increased Thl cviokine production. but
no net influence on the kinefics of skin allografi rejection

In this stedy we have used recipi 129 (H=2") mice homozv

disrupted iNOS gene fo determine (he role E
iNOS-deficient 129 (H-2" mice received vascularised het wpic  cardiac
allografts from minor HC-mismatched, CS7BL/0 (H-2") mice or from MHC-
mizmatched, BALB/c (H-I7) mice

Allograft survival was prolonged in minor HC-mismatched, iNOS-/- recipients
(M5T 15 days vs 7d in iNO5+/- controls) but was the same in MHC-mismatched
iNOS+/- and -~ mice (MST 7d). Treatment with anti-CD<4 plus anti-CD8
depleting mAbs resulted in prolonged survival (MST 40d) which was not WNO-
dependent, while combined anti-CDE plus anti-TWF-o mAbs failed to extend
graft survival, suggesting that NO does not influence the contribution of DTH 10
acute allografi rejection. Administration of 3 x 10" donar lyvmphocytes at the time
of transplant, together with a single dose of non-depleting anti-CDd moderarely
prolonged survival of MHC-mismatched heart grafts in iNOS+- {(MST 20d) bt
ol iNOS=/ mice (MST &d)

These results suggest that N0 is involved in rejection of mHC-mismatched
cardiac allografis but its role in MH( matched, acute graft rejection is
eclipsed by other effector mechanisms. They also suggest that immunomodulation
by treatment with donor MHC antigen appears o involve N0
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POST-TRANSPLANT CYTOMEGALOVIRUS DISEASE AND THE LEVELS
OF TUMOUR NECROSIS FACTOR ALFHA AND INTERLEUKIN &

A Bakran', C_¥. W, Tong”, H. Williams®, L Cuevas’, M. Peiris*, C. A Hart®
Renal Transplant Unit' and Department of Medical Microbiology”, Roval Liverpool
Liniversity Hospital, Seatistics and Epddemiology Unit®, Liverpool School of Tropical
Medicine, Liverpool, UK. and Department of Microbielogy”, University of Hong
Kondt, Hong Kong

Background Cyvtokine production has been implicated as being important in the

ation and pathogenesis of post-tranaplant cviomegalovirg (CMV) disease

o increases the production of temour necrosis factor alpha (THNF-x) and
interleukin-b (1L-6]. At the same time, TNF-q is known to stimulate the replication of
CMY. High level [L-6 exp on has been demonstrated m CMVeinfected .Iungg_ IL-6
level has recently been found to be independently associated with CMV disease affer
bone marrow transplantation
study the relationship of TNF-x and 1L-6 levels with CMV disease after

renal transplantation

Methods. The plasma levels of TNF-a and TL-6 were studied using weekly samples

collected from 34 prospe lively recrut enal ‘.l:’:l'-'.|||_|||! recipienis during the firsg 12
weeks afier transplantation. The patients were mutched and divided into three growps
uroup A - patients with CMY dizease (n = | ip B - patients with CMV DNA
letection but no CMY disease (n = L1} group C = patients with no detectable CMY
actrvity {n=11)
Results. The paak THE-o level roup A patients were significantly higher than tha
in groap B {p < 0.01) or group C ( p =< 0.0Z) A significantly higher proportion of
group A patients had a TNF-a level of above 100 pg/ml (p= 0001) compared to those
in group B and group C. The peak 11-6 levels in group A and group B patients were

3 those in Hroup e | Eroup A Ve group Lo p =< 0.04 group B vs
group C: p < .03}, MNone of patients in group C had 1L-6 levels ahove 15 p/ml
wherea v and 18 2% of patients in group A and B respectively had this level (p=
0.04) A THF-ix level of above 100 pa'ml was =i antly associated with CMV
disease and high plasma CMV loads, but not wit er confounding factors including
HHY-& and A detection o sction episodes. An [L-6 level of above 15 |1-_4'_'nf
was significanily associated only with CMY DNA detection but not with CMV
disease, plasma CMV loads, FIHV-6 and -7 activities or rejection episodes,
Conclusions. A high TNF-o level 15 significantly associated with CMY disease and
high plasma CMV loads. THF-22 levels may be useful as a non-specific predictor of
CMY disease. A high IL-6 level ts significantly associated with the presence of CAVY
DNA. However, unlike TNF-a, it is not associated with CMV dise
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THE ASSOCIATION OF HUMAN HERPESVIRUSES 6 AND 7 WITH
CYTOMEGALOVIRUS DISEASE AFTER RENAL TRANSPLANTATION

C.¥. W Tong', A Bakran®, H. Williams', C. Y. Cheung’, M. Peiris’ Department of
Viralogy' and Renal Transplant Unit®, Reyal Liverpoo] Univessity Hospital, Liverpoal
UK. and Department of Micrabiology', University of Hong Kong, Hong Kong

Background. Human herpesvirus & (HHV-0) and 7 (HHV-T) tog with
cytomegalovirus (CMV) are members of the ”l,‘::al‘l\‘.IF:{"i'«.'i:II“ subfamily. Activities of
all three viruses are freguently detected after sold organ transplan n. ChY disease
15 established as a major cause of infective complication after transplantation, Both
d HHV-7 have also been linked with the occurrence of post-transplant

ations. Two recent studies have shown that serological response to HHY-G is

ped with CMY disease after liver and kidney transplantation
Aims, To study the association of HHV-6 and 7 activities with CMY disease after
renil transplantation
Metheds. 37 renal transplant recipients were monttored weekly for CMY, HHY-6 and
7a £S5 USIng xur:_'uk'.t:}' ¥ e 1 (PCR) for 12 weeks after
renal transplantation. The eccurrence of CM sease was refated to viral activities
u I tvariat vaes were carried out to identify factors significantly
associated with CMY disease.
Resulis. ChY disease was identified in 12 patients (32 4%). Une patient had a viral
syndrome associated -;:1:_|_E|,|:_::'.'r':. with HHV-& variant A, Univariate analvses showed
that pre=transaplant CMWV serostatus of the recipients, HHY-6 and 7 serological
responses and Hi V-7 DMNA detection were all associated with UMY disease
However, only the detection of HHV-7 DNA and CMV serostatus of the recipients
were found to be indeperdently associated with CMV disease in a logistic regression
analysis, Patients with detectable HHY-7 DNA also had significantly higher peak
plasma CAV loads (p= 0,01}
Conclosions. HHV-6 could be responsible for a viral syndrome that resembles CMY
dizease. HHV-7 DMA detection 15 significantly associated with CMY disease, The
actron of HHV-7 iy be ¢ ffected via an increase in CMY load
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an IMPROYED SOLUTION FOR LIVER PRESERVATION IN ISOLATED
PERFUSED LIVER MODEL

Ahmed I, Song 5 B, AttiaM 8, Corps C L, Ports D J, Lodge J P A,

Department of Organ Tra ntation, 5t James’s University Hospital Leeds; Schoal of
Biomedical Sciences, University of Leeds

There remaing & need for an improved flush preservation solution for muli-07gan use,
University of Wisconsin solution (L'WY} is the present pold standard but i3 not ideal in
all siteations. Phosphate buffered sucrose (PBS 140) is & clinically proven preservation
solution for kidney. We now report that & modification of this solution (PBSI) is very
effective for liver preservation as ju by an isolated perfused liver model.

Methods: Rats were anaesthetized, o loparotomy carried oul and the bile duct
cannulated with a fine (0,28 mm internal diameter) cannula. The liver was flushed with
either cold U'W or PBSI via the aoia and portal vein,, After flush the lver was removed
and stored in 60 ml of the same preservation solution at a temperature below 4°C for 24
hours, The liver was the -pErt ised at 377 C at a rate of 15 ml‘m Obzervations were
mide of gross appearance of the liver, weight chanpe after storage and re-perfusion, bile
flow. oxygen consumption, liver enzymes (ALT, ADH, LDH) and pressure in the pertal

vein throughout the experiment

Resuirs: Fallowing preservation with PBS| gross appearsnce of the liver was better.
lver weight gain was lower and bile flow was superior. Liver enzyme release was lower

_ Parameter [ PRSI [ [
e flow (ul/min'g) 072 4 |:;|Ia 'r-';fg“— |-;-|.:
i {pumclesdming) | o 04 |07 £ 003
|4 : 612 4582

| Weight change 2 Morage (V)
Weight change 2 re-perfusion (%)

005, Palves are expressed ax meany = SEA
Comclusion: PBE| provided better preservation than UW solution in this experimental

madel

| Aldned is supponied by the Roval College of Surgeons of England
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RAPID REJECTION OF HLA-AI TRANSGENIC SKIN GRAFT DUE TO
INDIRECT ALLORECOGNITION
Iyreevic § . " Chandler P, Sacks 5 H and "Simpzon E

Department of Mephrology & Transplantation, Guy's Hospatal, Guy's, King's and S
Thomas' Medical School, King's College, London
"MRC Clinical Sciences Centre, ICSM Hammersmith Hospital, London

Skin transplanted from HLA-AZ transgenic mice (Bo.AZ) wo Bo litermates was
rejected rapidly, in E2-14 days While naive B6 mce did not respond to BE A2
splenocytes in vitro, transplanted mice showed strong proliferative responses. A
BtvsE6, A2 T cell line from transplanted mice made proliferative responses 1o Bo A2
splenocytes, but did not recognise HLA-A2 on human cells or transfected allogeneic
mouse cells P1.A2Z (Figure 1)

Figure 1

150000 1

100000

E
=
o

Human P1
el (Had)

The indirect, selt-MHC restricted recognition of HLA-AZ implied by this was
confirmed by finding that lysates of HLA-A2 positive, but not HLA-AZ negative
human B cells were stimulatory, and by inhibition of BAvsBo A2 proliferation with
anti-mouse MHC class 1 and anti-MHC class 1l antibodies. In conclusion, indirect

recognition of xenogencic MHC antigen resulis in rapid graft rejection
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CHARACTERISATION OF THE ALLORESPOMSE FOLLOWING HUMAN
REMAL TRANSPLANTATION USING THE ELISPOT ASSAY

CET, Monk MJ, Sacks SH and Jurcevig 5

nt of Mephrology and Transplantation, Guy's Hospital, Guy's, King's and St.

Thomas' School of Medicine, King's College, London

Many methods have been emploved in an attempt to assess the nsk of rejection in
renal tranzsplamt recipients, includ limting - dilution assay {LOA), proliferation

asgays and stminng for inracellular ¢viokines. None of these 1

wped an ELISPOT assay to detect albore
cing T- ELISPOT is more sensitive than ELISA and using T ecell clomes we
have shown that it can detect virtually every single eytokine prodocing T cell, PEMCs
from normal volunteers and rens splant recipients, both prior to transplantation
and during « ! aft dysfunction, were stimulated with donor PBMC
{in the I L ! lants), 5 ocyies or PEMC from 3rd prartes
The maive allofesponse was charsclensed by peak [FNy production at 48 hours with
5 'BAMT. A similar number of cells |:r-:'-.|||l_':_\..1 IL-2.

SLgiests that pror to ransplantation, only a ganial] mumiber loreaciive T ¢

a cylokine producing phenotype. In a small number of patients. we demonstr

increase in the number of alloreactive IFNy producing T-cells (3040 spots! 100,
in the presence o psy proven scute allografi reject

r analysed the response to recall antipen {mberculing and found that it peaks ar
M hours with 40-60 |[FNy producing cells per 100000 PEBMC. The introduction of
TN essive reatment (predrisolone, a wine, cyclosponine), lead 1o a
decrease i the number of T ells responding 10 tuberculin (<20 spots per 100.000)
and in the small number of paticnis on the hig zrolimus of prednisolone,
1his number was further reduced (-3 spols per 1

0008 r.'l:.
i, we have shown that prios (o fmansplantation only 2 small number of

cells (3-15 per 100000 PBMC) produce cytokines which s in striki

d number of reactive T oo 1-10%&) able (o e
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RAPID CLOTTING AND ISLET DAMAGE OBSERVED WHEN MOUSE ISLETS ARE

INCUBATED IN HUMAN BLOOD
Titus, T., Badet, L., Handa, A, Horton, ., C g, L-W., Gray D.W.R

MNuffield Department ._\r'ﬁ'_'_rg{:r:.'. John Radeliffe, University of Oxford

The mouse has many aftractions as a donor for expenmental islet xenotransplantation
knockout lines. Mouse pang slels
'-r.=_|'.sp‘:ar.tl:d bene : L of oy II"'I'I'|.|.|__|.I'\-\. mikCALIes are sl alky I'.'||'l|-.‘||'.
destroyed with a iltration seen on histology. He the mechanism of
this early destruction remains unclear, Previous attempis to n he destruction in
vitre by use of human senum, complement and neutrophils fatled o produce consistent
et viabih A recent r 5 i Em o porcine islet
ts azaocieted with accelerat ing when freshly ped islets are exposed
human blood. We sought to asceriain whether the phenomenon wis mesurable
using thromboelastography (TEG), & measure of ¢l
wihich evaluates the viscoelastic properties of whe

vl and TEG performed. The resull was comipe
incubation of o one as negative controls
Four standard measurements were analvsed on each thromboelastograph tracing
I'he reaction time B, tinve from the start of the test until initial fibrin formation
The congulation time K identifying the clot growth kine
The maximum amplitude MA measurin ¢ strength of the ¢ nteraction of
platelet and Hbrinogen)
The TECG index, a matherm:
The resul e analysed by a paired
blood for 4 hrs then formalin ficed ocessed for histological examination
experiments labelled islets with Cr and incubated with human blood and mouse blood

which combines all the parameters

" M P +« 41 1
Human blaod mediated cytotoxicity was evaluated by Cr " release assays of the supernatan

RESULTs:
M=15 Hummn Elood aloens Human Blood + islets p value

T.08 0001

i by retention
in the clot. N . af 1slets wins e strahle
by increased release of Cr into the supernatant {Mean i :
incubation in human bloed. Histo al exam a confirmed sriking necrosis w
neutrophil infiltration
COMCLUSTHOMN
s 15lets incubated in human blood induce raped actr
ithin 4 hours by
Id b used (o Sudy l

enls and ways «

parate experiments islets were incubated with



THE ALLOGENEIC B CELL AND T CELL RESFONSE IS STRONG
DEFENDENT ON COMPLEMENT

Meresh JE, Farmer CTK, Jurcevic § and Socks SEH,

Department of Mephrology and Transplantation, Guy's Hospital, King's College,

London, LIK

Complement augments humoral responses to threshold doses of T-dependent antipens,
but debate surrounds its potential physiological significance as it hag been suggested that
nc Il\.!il\'l!'lfz' Lhé ar il:!l.!rl GOE Can Overcome any I_"l}.:_'(,'l: l,'!ll-L'l,'!]:-lF!ll:,“]'_'lﬂn[ dc:il:_l:'r.:'.\' l'.:lp'-e' !'l.'!.'\..'l_"
mvestigated the B and T cell responses to tissue antigen in the form of a skin gratt.
owing skin grafting, the production of alloantibodies in complement-deficient mice
was compared (n=12-15 in each group) by twa colowr flow cytometry, In addition, the
tvation of recipient T cells was assessed by mixed lymphocyte culiure and ELTSPOT
assays for 11-2 and interferon-y producing T cells exposed to imadiated donor-strain
splenocyties
Mice ent in either complement components €3 or C4 demonstrated & marked

impairment of alkospecifi production (p= 11} and defective ability in producing
o range of 1ty isoty other than the non-complement ri).ill_l:l' |_|:l_fj| In contrast, the
IzM response was not impaired  There was a striking defect in memory B cell responses
when the mice were exposed to a second skin graft (p<0.( ), or primed with donor
-‘|-|-.-'r||':':-.!|.‘..'\-. In contrst, mice defictent in C5 had a normal :|]|-..m|'|i||-.1|,1:_.' response, and
brisk skin graft rejection. Of interest, C3- but not C4-deficient mice Failed to
demonstrate accelerated rejection 10 a second skin graft (p<0.0001). In addition, T cells
from C3-deficient mice demonstrated a profound defect in mixed ymphocyte responses
and cytokne production, whereas those from C4 deficient mice were less affected

In conchusion, even in the presence of a laree antipen dose, complement is an important
effector of @ normal afloantibody response. The major defect is in class switching, and
development of memory, and is mediated through the clussical pathway, but the tarminal
pathway is unimportant. There is evidence that complement also plays a rele in T-B cell

co-operation in alloresponses
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CONTRIBUTION OF CYTOMEGALOVIRLS SEROLOGY FOR LOMG TERM
GRAFT SURVIVAL IN CADAVERIC KIDMEY TRANSPLANTATION

Gerstenkom C, Di Franco F, Robertson H. Ali 5, Kirby JA, Talbot D

Department of Surgery and Transplant |mmunooiele
The Medical School, University of Newcastle upon Tyme,
Meweasthe upon Tyne NEZ 4HH, United Kingdom

Backgronnd. Cytomegalovins (CMV) serology in doners (D) and recipients (R) is
widely held to have an impact on grafi = in kidney transplantation. It i
contreversial however when prophylactic antiviral treatment should be given and
whether the CMY serology should be teken into accoum whilst allocating donated
cadaverie kid g

Fatients and methods. Cadaveric kidney graft survival ra o {

eland betweer

survival was estimated according to Kaplan Meier fior 1, 3 and 5 years.
Resulis. The study can confirm a negative impact of CMY positive domwor
organs for initial graft survival regardless of CMY recipient status within the
first 3 years of transpl:

1o thee 0

transplaniaiic heen ove

better the D-/R- subgroup with 66

Conclusions. In contrast with PrevIous p:‘:hhhht‘: from §

where ChY positive d 3 | were identified as higher sk t
ew needs to be reconsidered. Sin

B OO ©

.'.'-!Llldltlg transplantation in this comba n particularly with the use of

prophylactic antiviral treatment should be ignored, Furthermaore, it is neces
improve the long term outcome of the D+HR+ subgroup. These patier
ceptible for CMVY reactivation in the postiransplant period and carry

highest viral load, v

term. The result

hawving the poorest long
in place for HLA matching
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FACTORS AFFECTING THE WAITING TIME TO KIDNEY TRANSPLANT
IN THE UK PRELIMINARY RESULTS FROM THE SOUTHEASTERN ORGAN PROCUREMENT

FOUMDATION (SEQPF) MULTICENTER RANDOMIZED CLIMIC AL TRIAL

Belger MA, Johnzon RJ, Pugh RI, Briggs JD COMPARING SAMGCY A OFRAL SOLUTION AKD NEORAL CAPSULES IN DE NOV(Q

an behalf of the UK TSSA Users' Kidney Advisory f.-m:-.lp ADULT REMNAL ALLOGRAFT RECIPIENTS

Characteristics of |'l:|.|i-.:.'|'.- registered on the active UK \i-:'.rll.'_'.-' transplant '-'-"allil'.llg list MeCune T, Light J, Adams P, Peters T, Mendex can G, Zibart G, Preett T, ¥ium J, Ham J

between | January 0 and 31 December 1997 were analysed to examine the factors f

uifecting the chance of receiving o kidoey transplant. The first registration of all adults

and children in this penod were included

Thacker L, Thompsmm | | ntroduced b I
Thomas K, McCune, MD, Mephrology Assocetes of Tadewater, Ltd, 907 Medical Towcr, <K
Ciresham v, Mostolk, VA 23507 USA

wiiting times to transplant were analysed using Cox's proportional hazards ,_.“_.m\,.,:_lr-::i ,f_fx::r.;jtlﬂ::lpr“ e Ein

es510n he ouwtcome event was transplant, and ration periods ending ._3.1.5}.;.'.:[,...._|'.|.,._-L-__ [,_JE of de rﬁ:;,ﬂ_ : s i
removal or death were censored.  Waiting times were alao censored for those patients interchangeal iliny.
still on the list at the time of an 5. [Days spent on the suspended waiting list were cthods: At the nme of transpl
excluded from the waiting time allografis were ran
eraft survival to demonsirate that Sang
Results of the analysis of 17,000 registrations showed a significantly longer waiting I menanosupg v apy and clinical _ -
), 0001) for later registrations, adults, blood groups O and B, regmstrations for Rasailts i ","“I""“ W RIwcLied. DEIWRA R POsTiD nel March 1999
HLA-DR homozygotes, females and diabetics. These results are illustrated by
e median waiting times

from B8 pte avail = for this analysis (2 earol WEND LT od), 32 pLs
i Sanglva and 36 i . Three 2
il 1o sty dimngs

Fatiemt factor Midian e C1 | Patient factar Modian 5% Cl
waid
VE]

Repigtered  [99{(-]1942 40l IRd=422 | Previous grafte  MNone 7 07410 Caucasian
% 1 3 7] b f-4u3 = One (02 922-1157 Cadaver Donor
554 315352 T +
Primary Transplant
Age (yeoars)
Ape (17 years HLA=DR Homozypous i 1-1044 Follow-ug (months)
B+ venrs HLA-DR Heterozygous 7 ) B Follow-ugp Range {maonths)
i month Pt Survival

* mumdh Ciraft Surviva

Blood Growp O Gender Female j 485-53%

A Male 424 113948
B
AH 182 Diiabetac ) 181621
Mon-diabetic 43 435468

Acate Rejection
SAE'S

- : . 5 oo pii= dhed: | from DIC (MNeoral) and | from a M1 (SangCyab. There wers 6 bopsv-proven
Median warting times have increased by five maonths over the analysis period from 13 I It : b ' ’ ¥ !

months 10 1990-1992 to 1B months in 1996-1997, Adult patiedts waited approximately
16 maonths, while children waited 6 months on average for a cadavenc kidney ey e
transplant. The fact that the number of patients registered each year remained relatively e i bk { al salation and Neom
nchanged, while mumber of cadaveric solid organ donors dropped (from %24 In these two Oy formu lations are thesapeutically equivalent when used fi
FO50 to 23 1 997} would seem to have cansed the -‘i_:_[ i |-.":'||'-I|:.-' !:l"lj_l_:_-' 1.\.'i|iri1:j__l| fimes therapy at the time of transplant

d and 1 {mod) ted to graft loss (Sang(

llog TECIpICnis

in Fecent vears
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THE NEW BANFF CLASSIFICATION OF RENAL TRANSFLANT BIOPSIES:
A MAJOR IMPACT ON THE ADEQUACY OF THE CORES TAKEN

ea [, Morris-S6iff G, Baboo R, Griffiths D, Babootal K, Mooge B, Darby C
Lord B, Jurewicz A

Renal Transplant Unit, University Hospital of Wales. Cardiff, CF4 £XW.

In 1999 an update of the clagsification of renal transplant biopsies was imtroduced
i rug studies use this data as major
We have reviewed the pathology
sies performed in our unit over a period of 33
I compared (he |-=:[||I|Ii|'~!_§ on the basis of the two class tions
tedal of 616 biopsies. We recorded the number of pasaes, glomeruli,

e needle by transplant and nephro
ed i renal bopsies did the ultrasound scans. A pathology techni
o count by inspection under magnification, the numbers of glomenili
in the specimens obtained

[ BaniT Bantf
LT =00,

B 1%

5 .4%

Bl e

ication has significantly increased the percentage of unsatisfactory and
X L'd -"'lr LI.IIIL'iII IIL'!I.'I.\'I!I'. 'IIiIL1'Ié,r_ <|'|d _-\.1d'lj:L'
arting, this 15 a ma ] 1 believed our process for obtaining biopsies was
near aptimal. Our |'I-'.|.h L Cign prev inusly counted six glomeruli on visual
inspection a3 likely to be adequate, this has been increased 1o ten glomeruli following
this study. However, it seems likely that an increased mumber of Pisses of the needle
will be required from the current 2,13 per patient, to obtain sufficient renal tissue
Imy itly, this will be associated with an incrensed risk of biopsy related
COmplECATIONS
Hence the change in Banit classification of renal biopsies has had an unforeseen and
significant impact on clinical practice

55
NATIONAL ALLOCATION OF CADAVERIC KIDNEYS TO CHILDREN
IN THE Uk

Johmson RBJ, Belger MA, Armstrong 5, Fuggle SV, Postlethwaite RJ, Morms P
on behalf of the UKTSS8A Users' Kidney Advisory Group

Children have traditionally been given a degree of priorty over adulis in access 1o
cadaveric kidneys for transplantation in the LJK, This has been strengthened in the new
Mational Kidney Allocation Scheme introduced in July 1998 and further options for
benefiting children are under consideration by the UK transplant commumnity

Betwean Jamary |989 and July 1998, children were ensured some access (o adult donor
kidmeys thr ‘.|'| the mational allocation Scheme, as they had pr iorty over adults for
I cially" maiched grafts (0 mis ches al each of the HLA=A. B and DR loci
I-Z.IIlI'::I_ or & total of one mismaich &t either HLA-A (100% or HLA-B {(Q10%) ."|_I1|',|_'||_|EI'.
kidneys from donors under I8 years were allocated preferentially to children, the
unsuitability of the denor (size or HLA match) often resulted in an a receiving the
organ. As a result, in this peried, over 4 times 85 many paediatnc organs were used in
adults than vice versa

Since 1 July 1998, children have had increased access to adult organs, At each of the
000 and favourable matchgrades (100, 010 and 110 combined) children receive the first
offer. Additionally, if two or more 000 mismatched children are identified for & donor,
both kidneys are allocated nationally. This has resulted mn & significant improvement in
the degree of HLA matching achieved in transplanted children in the 12 months since |
July 1998 (p=0.04). For the year hefore the e changed, 22% ¢ nlanis in
children used adult donor kidneys compared with 452% for the vear since | July 1998
0,001 )

Iraup B to receive
blood group O organs, and ¢ 0 of blood group AB to receive donor kidneys of
blood groups A and B. Thiz applies only when the child is well o

00 or favourably matched) and should increase ving a well
all

hed with the donor

r options for mcreased prionty to children are being evaluate ap
tion.  Preliminary results show that making the second ¥ m an adult
lable to a favoursbly matched child could increase the proportion of such
| ints (0.4% fewes
ants). In the first year of the Scheme 38% o
favourably matched graft
conclusion, changes in the pricritisation of
ation  Scheme implemented 1 July 1998 have resulted
rements in the proportion of favourably matched ;
similation results su t that further access to adult organs couls | improve the
levels of HLA matching with neglhigible adverse effect on adult paticnts




SKIN CANCERS IN RENAL TRANSPLANT RECIPIENTS: A SINGLE-

CENTRE, 21-YEAR RETROSPECTIVE ANALYSIS

o

Bordes ¢ Wojnarowska F-, Dall i Rodriguez L' Welsh K'. Morris P I

"Wuffield Department of Surgery, John Radcliffe Hospital, Oxford
T Churchill |'i'||.-_::- X Oreford
, Oxfio
vical Medicine, Londen
Hospital, Oncford

of developing
cell carcinoma. Experience in a specialised
geated that the incidence of skin cancers aftes
nsplantation § I tan previcusly reported from cendres ir
om. We have c i & comprehensive analvsis of the epidemiclogi
acteristics of skin ! transplanted in a single centre

1995 1115 patients received | 360 l:i-:!rm::v
grafts. of whom © 141 WEIE 5 il the analyszis. The lesions recorded for the

analysis were histologically confirmed basal cell carcimoma (BCC), Bowen's dise

if Merkel cell tumour. Differences in the number of

lumours, aee ot transplantation and time 1o presentation between subgroups were
ilated by Pe chi-square test or Stodent’s t-test. Univariate and multivariate rsk
[@ctor analysis was carried out using Cox's proporticoal hazards model, The cumulative

nisk was calculated by
One hundre seven p ) developed at least one skin
cancer iotal oo BKIN CAnGers 5 ZIVINE £ g of 6 tumou
patient ¢ rate o skin cancer g spl PErSOn years at
risk and the rate of 8CC was 71,4710 yeurs at risk, Rates for the other types of
skin cancer were also calcula
idlg of SCCBCC was 3271, Sixty-four percent of patients developed multiple skin
;ancers and the meximum er in a single patient was 30, In patiems with multiple
ckin cancers of differant histolagieal t & most common Associalion was between
SCC and Bowen's disease. The mean time to presentation with skin cancer after
tranaplamtation H 5 and SCC was the most commonly presenting skin cancer
Rizgk f % id e e increased age at trs wntation (OR=1.07, 95%Cl=] 06-
1.08, p=0 sex (OR=0.51 faor femal versus males. 95%C=0.37-0.69
P00 ), time munc n ] : mitke =15 ol
I year (OR= 1.74, 9§ d grafl relation (OR=0 34 for
L The cumulative risk of skin
er transplantation. Five patients developed lvmph
fary to their skin cancer. Skin cancers after
m represent 4 significant cause of morbidity and with improved praft
survival the number of patients affected is likely to increase
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The impact |,'|':'|:.;':|:|||:-,.|'| evtokine _j:,er!n'r-'pc on acute rejection after renal l:':|||-.|'-|:||'|:|‘_||,'|'

Sara E Marshall. Andrew ] Mclaren, Meil A Haldar, Peter J Morris, Ken | Welsh

Oxford Transplant Centre and Nuffield Depariment of Surgery, Onford Radcliffe
Hospitals, Oxford, OX3 7LI, UK

|1:|q‘ki._l_1|,'-'..|'-||

Acute a |'~‘E"“” |n:j-:|.:|i-:1r'| Temains an i|'||1|,|rI:||': cause of morbididy after Ic'-:'rlr;-:.'
transplantation, and has been shown to be o crucial determinant of long-term graft

{ on. As cytokines are major regulators of the immune system, genetic variation in
cytokine production or actrvity may influence susceptibality to acute rejection.  This
study sought to determine the impact of recipient cytokine and cytokine receptor
polymorphisms on acute rejection after renal transplantation

Methods

200 cadaveric renal i1 analysis according 1o the

presence or absence of grs 0 4. riransplaniation. DMNA was

otyped for 22
alymerase chain reaction with sequence

mchuded the folle

receptor (Pst] 970

receptor (+1902g/a), IL-6 (-174g'c and +3247

T™F (-308a'g, -238ag, +488a'e), lymphotosan (+24%/'e, +365c/g

beta (-830p/a, -509¢t, aalOL/P and aa25RF)

olymaorphisms in 11 cvioki ki renes wsing the

Results were stratified by incidence and severity of rejection, and by HLA-DR
mismatching.
Resy

Mo association between any polymaornphism and the incidence or severity of acute
refection was detected. Tn |1:|'.I'|'|,|I.J|r_ A0 assnciation was 2een with THF or [L10
BEnolype, edther alone or in combination

Lonclusions

This study failed to demonstrate any association betwesn any |

polymorphism and acute rejection atter cadaveric renal transplantation

found no evidence 1o support the use of recipient cytokine genotyping to pred
transplant outcome, or to guide iImmunosuppressive therapy atter transplantation.




PORCINE CTLA4-IG PREFERENTIALLY SUIPPRESSES HUMAN CD4+ T
CELL BESPONSES CO-STIMULATED BY PORCINE BUT NOT HUMAM B7.

Darlng, A. Vaughan, A.MN. Malde, P.K. Rogers, N.J. Jackson, LM. and Lechler
H ]

Department of Immunology. Imperial Collega Madical School, Hammersmith
Hospital, Londan, United Kingdom.

The long term survival of porcine xenografts in humans will depend on
successful suppression of the T cell anti-graff response. However, unlike
allografts, pig organs appear to be especially immunogenic in man bacause
they provoke particularly vigorous ‘direct’ and ‘indirect’ xenoresponses.
Additionally, pig endothehial cells (EC) stimulate strong 'direct’ human T call
xenoresponses due to their constitutive expression of porcine BT molecules
{CDa0 and CDBE).
It may prove difficult to overcome these intense T cell responses using
conventional systemic immunosuppressive agents without unacceptable side
effects. In addition, the conlinued presence, long aller the emigration of
resident passenger leukocytes, of directly immuncgenic { | vascular
endathelial cells means there may be no natural mechanism by which the graft
ense human T cells with direct specificity,  This will have an important
ng on the duration of immunosupprassion reqguired to prevent xencgraft
rejection. Safe and effective strategies for the graft-specific suppression of T
cell responsa are tharefore neaded.
In this study, we dascribe the cloning of porcine CTLA4 (pCTLA4) and the
characterisation of & derived soluble fusion protein, pCTLA4-Ig, which appears
to selectively inhibit human CD4+ T calls rasponses anly when costimulation |s
provided by porcine BY, pCTLA4 was generated by reverse transcripltase PCH
of ANA isolated from activated porcine PEMC. After sequencing, both the
cONA and predicted profein sequences were found to have significant
nomaology 10 human and cattle CTLA4. However, the MYPPPY motif batwaan
rasidues 57 - 102 of human CTLA4, which has been shown to be Impartant for
nding BY, was not fully conserved in the pig sequence. The methionine at
position 97 was replaced with a leucine residue, (a substitution which has
previously been documented in cattle and sheep CD28). A fusion protein
constrected from the extracedlular regions of pCTLA4 and the constant regions
of human IgG1 (pCTLA4-1g) was found to bind pCDBE with equivalent affinity |
that of human CTLA4-lg. However, pCTLA4-Ig bound poorly to human BY
matacules exprassad on fibroblast transfectants and EBV-transformed human B
cell ines. In functional assays, with MHC class l-expressing porcine EC and
human B cells, pCTLA4-1g blocked human CD4+ T cell responses to pig but not
human cells whereas contral hurman CTLA4-lg inhibited resporises to both. We
are currently examining the hypothesis that the selective binding of pCTLA4-Ig
o pB7 molecules is due to the L for M substitution in the LYPPPY mofif. Our
rasults indicate that pCTLA4-1g, by falling to inhibit the delivery of costimulatory
signals provided by human BY, may prove to be a relatively specific reageant for
inhibiting the direct human T cell response to immunogenic plg tissue. In this
way, we have sxploited one difference between donor and host species 1o
devise a reagent that should have truly graft-spe potential
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MOLECULAR CHANGES IN EXTRACELLULAR MATRIX TURNOVER
AFTER RENAL ISCHAEMIA REPERFUSION INJURY

% Jain, GR Bicknell and ML Nicholson
Department of Transplant Surgery, Leicester General hospital, Leicester, UK

Renal ischaemia reperfusion injury 15 an inevitable consequence of transplantation
and contributes 1o later grafl fibrosis associated with chronic allograft o

This study aimed 1o elucidate possible mechanisms behind this by studving the
expression of genes associated with extracellular matrix tumover,

Ischasmia reperfusion inpury was induced in male Wistar rats (n=6 per imepoint) by
clamping of the right renal pedicle for 45 mimstes, left nephrectomy was also
performed. Control non-operated animals (n=6) were studied for baselme levels
Urinary protein was measured every 4 weeks and used as a marker of renal damage
Changes in gene expression were assessed using quantitative RT-PCR. Messenger
RMA lewvels of genes of interest were expressed as a ratio to those of GAPDH a
housckeeping gene and expressed in arbitrary units

Animals in the experimental group developed statistically significant proteinuria from
16 weeks anwards, this did L aceuf in the control O f‘h;||-|_;|;.x iF
expression are displayed in the table, shown as mean {standard error he mean).

BASELINE | 8 WEEKS | 16 WEEKS |

TGFj D86 (DG} | 078 (D0R) | 097 (0.11)

Collagen 111 1.62 (0.13 LI {B3)® | 1.38(0.33)

MMP2 4 (0.02) | 025 (003)® [ 012 (0.04) 0.0 (000 )

MMP2 (0.0 04900 18) | O35 (0.07) | 017 (0.09)
TIMP1 037 (0.06 0.290.07) | 0.43 (0.03} ( 0.64 (0.04)°

TIMP2 LIS(023) | D.B4(004) | 093 (0.22) 154 (0.27)

*pe0.05 vs baseline (students’ t-test)

At B weeks matrix degradation was favoured with increased mRN A levels of MMP2
and decreasesd levels of collagen 111 At 24 weeks the balance changed to decreased
degradation, TIMPI being highly r‘q:-u.:-s:u-:! TGFR Expresson also rose ‘.igrl.‘._u::lnl:':'
at 24 weeks

T'hese changes sugirest there are two phases of extracellular matnx tumover aft

renil ischaemia reperfusion injury, an initial increase followed by changes that fa
fibrosts
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THE EFFECT OF CYCOLOSPORINE (CsA) AND TACRDLIMUS (TAC) ON
THE CULAR AND STRUCTURAL DETERMINANTS OF RENAL
AFT FUNCTION.

Baboelal K. Jones GV, Janezic AL, Bukilica M, Khanna B, Stockdill H. Jurewicz WAL
Welsh Transplantation Research Group, U'WEM. Cardiff, CF14 4XN, UK

Recent studies hove demonstrated mereased expression of the pro-inflammeatory
cytokine TGER=1 in established chronic graft nephropathy (CGN). Previou we have
wr thal intersti fibrosis (1F), mediated by TGFR-1, increases in sequential renal
sies over 12 o . Ioaddstion, b { y ers have shown that 1F at 6
months |'-n_'.||| 15 rennl function ar 2 on, A aumber of polentia
risk factors have been implics in the development of IF and CGN including drug
oaleily, meute rejection episodes, donor ay wl sex., The aim of this stsdv was to
I wfluence the molecular and  structural

plant recipients underwent protocal remal hiopsies at
wing engrafiment. Biopsies were amalysed for mRMNA
ntitative RT-FCR and «
renal ure, Renal fi i

Resules ane EXpres

| CsAln=12) | TAC (n=28)
Iime IGEE] mENA 3 Creat I'GFpl mENA
Months g oy S0 ! umall

i
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i
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16]£7
for comparisons between CUsA and TAC post irans
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iemts an TAL et vels of

d with accel ' fibrogis. This

1 W higher crem i at all tmme

poants. Multipl exsion anal i ] et difference between CeA and
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ALTEENATIVELY SPLICED YARIANTS OF IL-ZmENA [N SEQUENTIAL
TRANSPLANT KIDNEY CORE NEEDLE BIOPSIES.

Janezic AL, Bukilica M, Jones GV, Khanna B, Moms-561F G, Jurewicz WA

Welsh Transplantaton Research Group, Department of Surgery, U'WOCM, Cardiff, CF14
AXM, 1K

Althowgh Interleukin-2 (11-2) appears to be crucial for the sctivation and proliferation
of cytotoxic T-cells, the post-transplantation mmune monil samples has
failed to show a correlation between the levels of IL-ZmBNA a

rejection episodes. Rec al nRMNA missing exon
2 (TL28 ! combinant truncated
IL-252 and IL-2&3 1 i k 5 to imhibit IL-2 mduced T cell
proliferation. The concept was proposed that ; natively spliced forms of 1L-2mRENA
may code proteins that act rg ists. This potentially imporiam
regulntory process has oot ¢ ir 2l ing

Ihe aim of this study was e rekitionship between

altermatively spliced va 1l and the hi i

cjection. Scheduled renal biopsies were retrieved pre und pos

12 months post-transplant. Linscheduled biopsies w

of renal fumn ¥

.|'_|.\, T 1 =

active pr
hiopsies. The alternativel | in 74 and
paies amalysed. The 1L262 va i 15 detected in 9 p
biopsies and m 7 pre and 7 post perfusion biopsies e level of expression
WaIr e rably beiween samples (20-46000) copies per 25ng of reverse transcribed
EMAL Biopsy samples from the 11.-2¢ 263 p cnits taken 3; & and 12
muomnths later alzo expressed both variants of - ) ¥ SiLmple
analysis I .
CXPression or upre; { spliced  variants
s of 1L-2 genes fe a non-functional pr
n between the expression of the spliced varsants
rejection is o be expected. The alternatively spliced varionts of 1L-2 seem to be the
it torm of 1L -2mENA expression mn t F:.IIII:'-: k vz | he ow incdence ol
n=spliced variant of [L-2mRNA needs o be exphore coukd sugpes that up-
v ol [L=2 12 expression is successfully cont 1 by 1
(Cyc rine A or Tacrol | T f mENA have
different kinetics of expression. : > af SpiE ANEAT i : Al post
usion hiopsy samples before alloanty sises the yriance of
[ the
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EXPARESSION OF NOVEL ANTICOAGLULANT FUSION PROTEINS INHIBITS
FACTOR XA- AND THROMBIN-INDUCED ACTIVATION OF PORCINE
VASCULAR ENDOTHELIAL CELLS.

1Chen, D. TRiesbeck, K. 2McVey, J. 2Kemball-Cock, G. €Tuddenham, E.G.D
ILechlar, R.l. and 1Dorling, A

1Dept, of Immunaology, and 2MAC Haemostasis Ressarch Group, Impenal
College School of Medicine, Hammearsmith Hospital, Du Cane Road, London
W12 OMM

Intravascular coagulation resulting in organ infarction occurs during hyperacule
rejection of allografts transplanted into sensitised patients and remains a major
problem in hyperacute and deélayed wenoaraft rejection (DXR). We have
praviously described a strategy o pravent intravsacular thrombosis using two
novel anticoagulant fusion proteins based on human tissue factor pathway
inhibitor (TFPI) and hirudin, When expressad on the surface of pig endothelial
calls (EC) in vitro, these proteins efficiently inhibit the clotting of recalcified
human plasma.
ide from their critical role in thrombosis, coagulation factors also have
Iinflarmmatery properties. For example, factors Xa (FAa) and thrombin are each
known to activate endothelial calls (EC) during in vitro culture, These effects of
Xa and thrombin may be impartant during delayed xenografl repection, which is
characterised by generalised type Il EC activation, an influx of inflammatory
cells into the graft and widespread intravascular fibrin deposition,  This study
ad whathar porcine EC expressing the TFPI and hirudin fusion proteins
to activation mduced by Fxa and thrombin
encoding the anticoagulant fusion proteins were transfected

would resiste

The two constructs

liposome strat Transfectants and non-transfected controls were incubated
with F¥a, thrombin or a FXafthrombin mix. Whereas control EC upregulated
the axpre n ol VCAM, E ] an ue factor (TF) in a time- and
concentration-dependent manner, EC expressing the TFPI fusion protein weare
selectively resistant fo these proinflammatory effects of FxXa but not thrombin,
Likewise, the transfectants expressing the hirudin fusion protein were
selectively resistant to the proinflammatory effscts of thrombin but not these of
Xa

When combined, the Xa and thrombin had an additive effect on the expression
of VCAM. E-salectin and TF after incubation with control EC. In contrast, dual
transfectants expressing both hirudin and TFPI fusion proteins failed o
upregulate any of these three inflammatory markers after incubation with the
Xafthrombin mix

These results indicate that expression of novel anticoaguiant fusion proteins on
the surface of porcine EC can protect against EC activation induced by
coagulation fastors Xa and thrombin. In vivo, wea anticipate that exprassion of
these fusion proteins on the endothelium of transplanted xenografts. besides
preventing intra lar thrombosizs, will alse pretect against EC activation
nduced by trace amounts of thrombin and Xa, theraby further protecting the
grafi= from DXR.
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