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Intravenous immunoglobulin, HLA allele
typing and HLAMatchmaker facilitate
successful transplantation in highly
sensitized pediatric renal allograft recipients
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Abstract: The use of intravenous immunoglobulin (IVIG) in sensiti-
zed transplant candidates has resulted in reduced HLA antibody
levels and shorter transplant wait times. In addition, the HLA-
Matchmaker program has been used to identify acceptable mis-
matches to permit transplantation in highly sensitized patients. We
used IVIG desensitization in conjunction with high resolution HLA
allele typing and HLAMatchmaker grading of donor offers to
facilitate successful transplantation in two highly sensitized children
who were awaiting second renal transplants. Both patients lost their
initial transplant in <10 days to accelerated acute rejection, and were
on dialysis for an average of 50 months with high panel reactive
antibody (PRA) levels. They were started on monthly IVIG infusions
(2 g/kg/dose). Within one wk following their third and fifth IVIG
doses, both patients received a crossmatch compatible, deceased
donor renal transplant selected by HLAMatchmaker as a suitable
donor offer. Both patients remain rejection free with excellent renal
function 19 and 15 months post-transplant, respectively. In conclu-
sion, combining IVIG therapy and donor selection by HLA humoral
epitope matching permitted successful transplantation of two highly
sensitized children. Further studies in larger numbers of patients with
longer follow-up are needed to determine the individual role played
by, and relative importance of each component of this combined
strategy.
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Renal transplantation is the treatment of choice
for ESRD in pediatric patients. Waiting time for
an initial renal transplant in children is usually
governed by donor availability. On the other
hand, wait times for repeat renal transplants may
be much more dependent on recipient status. A
repeat renal transplant may be unachievable in
some children who are highly sensitized to HLA

Abbreviations: CDC, complement dependent cytotoxicity;
CMV, cytomegalovirus; ESRD, end stage renal disease;
IVIG, intravenous immunoglobulin; MMF, mycophenolate
mofetil;, OPO, organ procurement organization; PP, plas-
mapheresis; PRA, panel reactive antibody.

molecules, resulting in an inability to attain a
negative cross match.

Children who are exposed to non-self HLA via
a prior transplant or blood transfusion may
develop IgG to donor HLA, which frequently
results in the generation of high PRA levels.
These HLA antibodies pose a great challenge to
locating a compatible donor organ, and a
successful renal transplant can only be attainable
in a reasonable time frame by eliminating
preformed antibody and downregulating future
Immunoreactivity.

The immunomodulating properties of IVIG
have been exploited in adults seeking deceased
donor transplantation with good success rates
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(1). HLA antibody titers were lowered and wait
times on the transplant list were reduced with
IVIG treatment. HLAMatchmaker, a matching
program that considers the structural basis of
HLA molecules, can be a useful aid for
selecting donors and/or immunosuppressive
protocols to optimize organ transplant survival
(2-10). We applied this program, in conjunction
with IVIG desensitization, to the transplanta-
tion of two highly sensitized pediatric patients
in order to select complement dependent cyto-
toxic (CDC) and flow cytometric crossmatch
compatible allograft donors with humoral epi-
tope ‘acceptable’ HLA mismatches. In this way,
we very likely reduced both wait times on the
transplant list and risk of antibody mediated
rejection, and we report the successful outcomes
herein.

Materials and methods

Our inclusion criteria for desensitization candidates inclu-
ded ESRD patients with current and/or peak PRA > 50%,
evidence of IVIG responsiveness in vitro, and at least one of
the following: on the transplant list for > 12 months and/or
limited dialysis access necessitating urgent transplantation

(11).

HLA typing and antibody testing

Patients are HLA typed to the allele level (molecular, high-
resolution sequence-based and sequence-specific typing) to
achieve proper antibody identification and donor matching,
a practice that has proved necessary in our 65% African
American patient population because of the frequency of
unusual alleles. Allele typing is used to elucidate the
apparent discrepancies of patients seemingly sensitized to a
specific donor’s HLA while proving to be flow cytometric
crossmatch-compatible with that donor. HLA antibody
screening is performed using the solid phase ELISA tech-
nique with 40-member class I and 30-member class II sol-
uble HLA panels (mixed Caucasian and African American)
that have been HLA typed to the allele level (GTI Diag-
nostics, Inc., Waukesha, WI, USA).

IVIG protocol

An in vitro IVIG-inhibition assay was employed to deter-
mine whether the patients were candidates for in vivo IVIG
therapy (11). A serum sample from each patient was tested
with and without IVIG in a CDC assay to determine whe-
ther the HLA antibody specificities could be eliminated. The
PRA levels of both patients were reduced to 0% by this
in vitro treatment, suggesting that in vivo treatment would be
successful.

Our desensitization protocol was based on that of Jordan
et al. (11). Up to four doses of 10% IVIG [2 g/kg admin-
istered over 12 h (maximum dose = 140 g); Gammagard S/
D and Polygam S/D; Baxter HealthCare Corp, Westlake
Village, CA, USA] were given at one month intervals.
Patients were considered eligible for transplantation when
their PRA was <20% on two consecutive months. If a
suitable kidney became available within the time period,
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IVIG was administered on the day of transplant, if not given
within the prior seven days. If the patient did not receive a
transplant, single annual doses were continued for up to two
yr. An additional dose was given one month following
transplantation. A 5% vs. 10% IVIG solution was used for
the perioperative and one month postoperative IVIG dose
because of concerns regarding serious thrombotic events
and graft loss from thrombosis occurring with the latter,
which may have been related to the higher viscosity or
osmolarity of the 10% solution (12-14).

Serum samples were drawn immediately prior to each
IVIG dose and assessed for HLA antibody by CDC for
PRA. Thirty minutes prior to the IVIG infusion, both
patients were premedicated with acetaminophen (15 mg/kg;
maximum dose = 650 mg) and diphenhydramine (1 mg/kg;
maximum 50 mg).

HLAMatchmaker

The HLAMatchmaker is a structurally based HLA match-
ing computer program that determines donor—recipient
compatibility at the molecular level and has been shown to
correlate with graft survival, particularly in presensitized
recipients (2, 3, 8, 15). HLA mismatch acceptability is
determined by intra- and interlocus comparison of donor—
recipient HLA polymorphic residues in antibody-accessible
positions of donor HLA. The relative difficulty in matching
patients in our population with local donors has led us to
create a relative match grade for selecting optimal donors
for pediatric recipients, with the intent of minimizing the
antigen load of mismatched donor HLA (10). To do this, we
first reviewed the range of epitope mismatches of our
patients” HLA alleles. To this end, we initiated high-reso-
lution HLA typing to define the alleles of all five loci
(HLA-A, B, C, DRBI1, DQBI) and then assigned individual
grades for class I and class II donor HLA depending on the
number of mismatched epitopes [0-9 = A (best); 10-19 = B
(good); 20-29 = C (fair); 30+ = D (poor)]. This scoring
system was further modified with additional information if
the mismatches were ‘high risk’ because they included either:
(i) replicate mismatches of apparently highly immunogenic
amino acids or (ii) mismatching of amino acids at the 77-83
positions (Bw4,6) (16—17). Although our scoring system
exceeds the established HLA triplet mismatches for optimal
graft survival in adults, it was designed to improve donor—
recipient matches within our local donor population (3, 6,
15). We attempted to avoid strongly mismatched donors
while using the epitope match grade to indicate the probable
risk of antibody mediated rejection, and therefore preferred
a donor match grade of at least B/B and no more than one
high risk mismatch.

Immunosuppression pratocol

Both patients received a preoperative oral dose of MMF
(600 mg/m?) and an intraoperative dose of rabbit anti-
thymocyte globulin [thymoglobulin (1.5 mg/kg); given over
four h, with methylprednisolone (250 mg) as premedica-
tion. Postoperatively, thymoglobulin was administered at
the same dose for seven to eight days, MMF was contin-
ued at 400 mg/m? twice daily, and a steroid taper begun.
Tacrolimus was introduced on postoperative days two to
four with target 12-h whole blood trough levels of 10—
12 ng/mL by microparticle enhancement immunoassay
(IMx® Tacrolimus II assay; Abbott Laboratories, Abbott
Park, IL, USA).



Results

Patient 1 was an 1l-yr-old, 32 kg African
American, CMV (—) male with ESRD secondary
to obstructive uropathy from prune belly syn-
drome. He had a deceased-donor renal trans-
plant 63 months earlier which was lost to
accelerated acute rejection and removed within
one wk. His peritoneal dialysis membrane was no
longer usable, and he was dialyzed through a left
femoral arteriovenous graft. He also had throm-
bosis/stenosis of his subclavian and internal
jugular veins bilaterally and thrombosis of his
right femoral vein. Because of severe access
limitations and prolonged wait time on the
transplant list (> 1500 days), he was started on
IVIG. Blood drawn immediately prior to his first
dose revealed an 88% PRA with antibodies to
multiple class I and class II HLA. He required
three consecutive monthly infusions of IVIG
following hemodialysis to become eligible for
transplantation. At this time, his PRA was 0%
with all antibody specificities eliminated. Within
one wk of his third IVIG dose, a grade B/A
(Class I/II, respectively) deceased donor kidney
became available. The donor was a 32-yr-old,
79 kg, CMV (+) Caucasian male. There were six
class I and one class II HLA mismatches
(Table 1) and 17 class I (grade B) and three class
IT (grade A) epitope mismatches with one high-
risk addition (repeated epitope because of a
shared mismatch at position 151 on HLA-A3
and A34). A final donor—recipient crossmatch by
flow cytometry was HLA antibody-negative.
CMV prophylaxis consisted of CMV immuno-
globulin and four months of ganciclovir.

The patient experienced delayed graft function
and underwent a transplant biopsy on postoper-
ative day eight, revealing acute tubular necrosis
without evidence of cellular or antibody-medi-
ated rejection. He was discharged home with a

Table 1. Patient demographics and clinical features

IVIG and HLAMatchmaker in highly sensitized recipients

serum creatinine of 0.8 mg/dL. His post-trans-
plant course was complicated by the develop-
ment of CMYV infection at eight months, which
was successfully treated with CMV immuno-
globulin and ganciclovir without recurrence. He
is now 19 months post-transplant on prednisone
5 mg/d, MMF 100 mg twice daily, and tacroli-
mus (trough levels 5-6 ng/mL) with serum
creatinine 0.8 mg/dL  (estimated creatinine
clearance 100 mL/min/1.73 m?). He has been
free of rejection throughout his post-transplant
course.

Patient 2 was a 13-yr-old, 50 kg Caucasian
female with ESRD secondary to reflux nephrop-
athy maintained on peritoneal dialysis. She had a
living-donor renal transplant 27 months earlier
which was lost to accelerated acute rejection and
removed within 10 days. As a result of waiting
on the transplant list for two yr without any
kidney offers, she was started on IVIG. She
required four consecutive monthly infusions of
IVIG while on nightly peritoneal dialysis to
become eligible for transplantation. Five and one
half months after the initiation of the IVIG
protocol, a grade C/C deceased donor kidney
with one/two high risk additions (class I/II,
respectively) became available. This kidney,
which was a less than optimal match for our
high risk patient, was accompanied by a positive
final cross match and was not transplanted into
our recipient. However, within one wk of her
fiftth IVIG dose at 12 months, a grade B/A (class
I/11, respectively) deceased donor kidney became
available. The donor was a 90.8 kg, 34-yr-old
African American male. There were five class I
and one class II HLA mismatches (Table 1) and
13 class I (grade B) and seven class 1I (grade A)
epitope mismatches with no high-risk additions.
A final donor-recipient crossmatch by flow
cytometry was negative.

Patient 1 Patient 2
Age at time of second transplant (yr) 11.8 14.3
Race and gender (recipient/donor) African American male/Caucasian male Caucasian female/African American male
Time (months) between transplant 1 and 2 63 39
Number of IVIG doses prior to transplant 3 5
Peak PRA 88% 82%
Percent PRA post-IVIG 0% 0%

Recipient HLA
Donor HLA
HLA-A,B,DR (UNOS) Match

HLA-AB,C,DR.DQ 5-loci Match
Epitope mismatch

HLA-A*0201,*3001; B*4201,*4901;

C*0701,*1701; DRB1*1101; DQB1*0301
HLA-A*0301,*3401; B*1402,*3501;

C*0401,*0801; DRB1*0101,*1101; DQB1*0301
1-Antigen (1 of 6)

1-Antigen (1 of 10)

17 class | + 3 class Il (grades B + A + 1 high risk)

HLA-A*0101,*2301; B*0801,*4403; C*0401,*0701;
DRB1*0301,*1501; DQB1*0201,*0602

HLA-A*2402,*3001; B*3901,*4402; C*0501,%1203;
DRB1*0301,%0801; DQB1*0201

0-Antigen (0 of 6)

1-Antigen (1 of 10)

13 class | + 7 class Il (grades B+A)
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The patient’s allograft functioned very quickly
and led to her discharge home on postoperative
day eight with serum creatinine 1.1 mg/dL. She
has not experienced any infection or rejection
episodes, and is now 15 months post-transplant
on prednisone 5 mg, MMF 500 mg twice daily,
and tacrolimus (trough levels 6-8 ng/mL) with
serum creatinine 1.0 mg/dL (estimated creatinine
clearance 90 mL/min/1.73 m?).

Discussion

Strategies for successful transplantation of the
highly sensitized pediatric patient appear to be
evolving. Children that are highly sensitized will
have a number of HLA antibodies demonstrated
on the PRA. Methods to reduce preformed
HLA antibodies in prospective renal transplant
patients have targeted both the removal of the
circulating preformed antibody and impairment
of its subsequent regeneration. These therapies
have included PP, immunoadsorption, and treat-
ment with alkylating agents (18-20). Glotz et al.
(21) first demonstrated that IVIG could suppress
the production of panel reactive anti-HLA anti-
bodies for more than three months. The pro-
posed mechanism was the presence of antibodies
directed against the idiotypic component of the
HLA antibodies, thereby neutralizing their effects
and presumably facilitating their clearance.

Combining the advantages of IVIG with PP
has also been attempted. Montgomery et al. (22)
utilized this combination therapy in a preemptive
manner in four adults who required one to six
combined treatments of IVIG/PP to abrogate a
positive cross match. The graft survival was
100% for the four living donor transplant
recipients; all patients, though, had humoral
rejection.

Jordan et al. (1) has demonstrated the efficacy
of IVIG in a large randomized, placebo con-
trolled trial in adult patients who exhibited a
reduction of anti-HLA antibody levels and
shorter transplant wait list times when compared
with adult patients treated with placebo. A total
of 17 patients were treated with IVIG; 16 patients
received IVIG prior to transplantation. For the
16 patients pretreated with IVIG, outcomes were
very good, with an 80% two yr graft survival.
Four of these patients (25%) ultimately lost their
allograft. Reasons for graft loss included
antibody mediated rejection, recurrent disease,
and chronic rejection in two patients (at 14 and
27 months, respectively). However, acute
rejection episodes were frequent, with 14 epi-
sodes occurring in nine of 17 IVIG-treated
patients, many of which occurred in the first six

months. Mean serum creatinine was 1.7 mg/dL
at follow-up. An earlier study by Jordan et al.
(11) of 42 patients [mean age 42 (range 1.5—
75 yr)], 21% of whom had a previous transplant,
showed two yr graft survival rates of 89%, with
an acute rejection rate of 31%. Their immuno-
suppressive protocol consisted of daclizumab
induction, corticosteroids, MMF, and tacroli-
mus.

Focused reports of IVIG usage in pediatric
renal transplantation are limited. Tyan et al. (23)
demonstrated successful use of IVIG in a 13-yr-
old kidney transplant patient who was success-
fully re-transplanted after markedly reducing the
PRA. Al-Uzri reported its successful use in a
sensitized seven-yr-old who received a deceased
donor renal transplant 44 months after starting
IVIG therapy (24). Despite a mild acute rejection
episode approximately 10 days post-transplanta-
tion, a good long-term outcome was noted.

Based on the encouraging results with IVIG in
highly sensitized patients, we initiated an IVIG
desensitization protocol in 2004. As both patients
were repeat transplant recipients with early prior
graft loss and high PRA, they were deemed at
high risk for either antibody mediated or cellular
rejection.

The HLA antibodies of our patients were
analyzed for identification of the target amino
acid epitope(s) and from that, the virtual PRA
was calculated through population statistics for
African Americans and Caucasians. Our local
OPO donor population is approximately 20%
African American and 78% Caucasian. In con-
trast, our pediatric ESRD patient population is
about 65% African American, many of whom
have been sensitized through transfusion and
transplantation from donors of both races,
making definition of antibody specificities and
donor matching difficult. Identification of the
amino acid epitopes and conversion of the PRA
to the population-specific virtual PRA through
the Duquesnoy HLAMatchmaker program pro-
vides more useful information regarding the
probability of finding a compatible donor for
our patients. This program provides further
information when we use it to generate the
mismatched humoral epitopes of a potential
donor’s HLA to determine acceptability by
generation of match grades and comparison of
the match to the range of donor offers in our
area. Takemoto et al. (25) have shown through
analysis of the UNOS and Eurotransplant dat-
abases that there is a significant drop-off of graft
survival when more than two epitopes are
mismatched, particularly when calculated in each



of two high-risk groups, non-whites and sensiti-
zed. However, it is extremely rare to find a match
grade ‘A’ for both classes of HLA with no high-
risk epitopes in donor offers for our patients.

IVIG immunotherapy allowed our highly sen-
sitized patients to become eligible for transplan-
tation. Once eligible, the high resolution HLA
allele typing and HLAMatchmaker program
permitted the selection of a ‘low risk transplant’
for our high risk patients. The donors selected
were based on their minimal humoral epitope
mismatches relative to other available deceased
donors. Efforts were made to identify an opti-
mally matched donor kidney to potentially lower
the risk of graft loss from rejection. Whether the
administration of CMV immunoglobulin in
Patient 1 provided an additional immunomodu-
latory effect is unknown. This overall strategy
allowed our two high-risk patients to successfully
undergo renal transplantation and continue to
enjoy excellent graft function at a mean follow-
up of 17 months. Further studies with greater
patient numbers and longer follow-up are needed
to better generalize this combined approach,
determine the relative contribution of each com-
ponent, and assess its ability to increase the
likelihood of successful transplantation in the
highly sensitized pediatric recipient.

References

1. JorDAN SC, TYAN D, STABLEIN D, et al. Evaluation of intra-
venous immunoglobulin as an agent to lower allosensitization
and improve transplantation in highly sensitized adult patients
with end-stage renal disease: Report of the NIH 1G02 trial. J
Am Soc Nephrol 2004: 15: 3256-3262.

2. DuqQuesNnoy RJ. HLAMatchmaker: A molecularly based
algorithm for histocompatibility determination. I. Description
of the Algorithm. Hum Immunol 2002: 63: 339-352.

3. DuqQuesNnoy RJ, TAKEMOTO S, DE LANGE P, et al. HLA-
Matchmaker: A molecularly based algorithm for histocom-
patibility determination. III. Effect of matching at the
HLA-A,B amino-acid triplet level on kidney transplant survi-
val. Transplantation 2003: 75: 884-889.

4. BoHRINGER D, REINHARD T, DuQUESNOY RI, et al. Beneficial
effect of matching at the HLA-A and B amino-acid triplet level
on rejection free survival in penetrating keratoplasty. Trans-
plantation 2004: 77: 417-421.

5. Laux G, MyTtLINEOS J, OpELZ G. Critical evaluation of the
amino acid triplet-epitope matching concept in cadaver kidney
transplantation. Transplantation 2004: 77: 902-907.

6. DuQUEsNOY R, CLaas F. Is the application of Hlamatchmaker
relevant in kidney transplantation? Transplantation 2005: 79:
250-251.

7. LoBASHEVSKY AL, SENKBEIL RW, SHOAF JL, et al. The number
of amino acid residues mismatches correlates with flow
cytometry crossmatching results in high PRA renal patients.
Hum Immunol 2002: 63: 364-374.

8. DuqQuEsNoy RJ, WiTYLIET M, Doxi1aDi1s 11, DE FUTER H, CLAAS
FH. HLAMatchmaker-based strategy to identify acceptable
HLA class I mismatches for highly sensitized kidney transplant
candidates. Transpl Int 2004: 17: 22-30.

IVIG and HLAMatchmaker in highly sensitized recipients

20.

21.

22.

23.

24.

25.

Craas FH, WiTYLIET MD, DuqQuesNoy RJ, PeErsuN GG,
Doxiapis II. The acceptable mismatch program as a fast tool
to transplant highly sensitized patients awaiting a post-mortal
kidney: Short waiting time and excellent graft outcome.
Transplantation 2004: 78: 190-193.

HARIRIAN A, FAGOAGA O, DANESHVAR H, et al. Predictive
value of human leucocyte antigen epitope matching using
HLAMatchmaker for graft outcomes in a predominantly
African-American renal transplant cohort. Clin Transplant
2006: 20: 226-233.

. JorRDAN SC, Vo A, BUNNAPRADIST S, et al. Intravenous immune

globulin treatment inhibits crossmatch positivity and allows for
successful transplantation of incompatible organs in living-
donor and cadaver recipients. Transplantation 2003: 76: 631—
636.

DaLakas MC. High-dose intravenous immunoglobulin and
serum viscosity: Risk of precipitating thromboembolic events.
Neurology 1994: 44: 223-226.

. Grorz D, AnTOINE C, JULIA P, et al. Desensitization and

subsequent kidney transplantation of patients using intraven-
ous immunoglobulins (IVIg). Am J Transplant 2002: 2: 758—
760.

GortTLIEB S. Intravenous immunoglobulin increases risk of
thrombotic events. BMJ 2002: 324: 1056.

DuquesNnoy RJ, Howke J, TAkEmMoTo S. HLAmatchmaker: A
molecularly based algorithm for histocompatibility determin-
ation. IV. An alternative strategy to increase the number of
compatible donors for highly sensitized patients. Transplanta-
tion 2003: 75: 889-897.

Craas FH, DANkERs MK, OUDSHOORN M, et al. Differential
immunogenicity of HLA mismatches in clinical transplanta-
tion. Transpl Immunol 2005: 14: 187-191.

Doxiapis 11, DuQuesnoy RJ, CrLaas FH. Extending options
for highly sensitized patients to receive a suitable kidney graft.
Curr Opin Immunol 2005: 17: 536-540.

Tause DH, WiLLiaMs DG, CAMERON JS, et al. Renal trans-
plantation after removal and prevention of resynthesis of HLA
antibodies. Lancet 1984: 1: 824-828.

PALMER A, TAUuBE D, WELSH K, BEwICK M, GIORSTRUP P,
THick M. Removal of anti-HLA antibodies by extracorporeal
immunoadsorption to enable renal transplantation. Lancet
1989: 1: 10-12.

HigGiINs RM, BevaN DJ, CAREY BS, et al. Prevention of
hyperacute rejection by removal of antibodies to HLA imme-
diately before renal transplantation. Lancet 1996: 348: 1208—
1211.

Gro1z D, HAYMANN JP, SANSONETTI N, et al. Suppression of
HLA-specific alloantibodies by high-dose intravenous immu-
noglobulins (IVIg). A potential tool for transplantation of
immunized patients. Transplantation 1993: 56: 335-337.
MONTGOMERY RA, ZACHARY AA, RAcuseN LC, et al. Plas-
mapheresis and intravenous immune globulin provides effective
rescue therapy for refractory humoral rejection and allows
kidneys to be successfully transplanted into cross-match-pos-
itive recipients. Transplantation 2000: 70: 887-895.

Tyan DB, LI VA, Czer L, TRENTO A, JORDAN SC. Intravenous
immunoglobulin suppression of HLA alloantibody in highly
sensitized transplant candidates and transplantation with a
histoincompatible organ. Transplantation 1994: 57: 553-562.
AL-Uzr1 AY, SELTZ B, YORGIN PD, SPiER CM, ANDREONI K.
Successful renal transplant outcome after intravenous gamma-
globulin treatment of a highly sensitized pediatric recipient.
Pediatr Transplant 2002: 6: 161-165.

Takemoto S, PorT FK, CLAAs FH, DuqQuesNoy RJ. HLA
matching for kidney transplantation. Hum Immunol 2004: 65:
1489-1505.

81



