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Combination tacrolimus and sirolimus
graft-versus-host disease (GVHD) prophy-
laxis for allogeneic transplant in patients
conditioned with a fractionated total body
irradiation–based regimen has shown en-
couraging results. We studied this pro-
phylaxis combination in 85 patients re-
ceiving a matched-sibling transplant
conditioned with 3 different regimens:
fludarabine-melphalan (n � 46); total
body irradiation–etoposide (n � 28), and
busulfan-cyclophosphamide (n � 11).
The conditioning regimens were completed

on day �4. Sirolimus and tacrolimus were
started on day �3 to avoid overlap with
conditioning therapy. All patients engrafted,
with a median time to neutrophil engraft-
ment of 15 days. The cumulative incidence
of acute GVHD grades II to IV and III to IV
was 43% and 19%, respectively, with no
significant difference by conditioning
regimen. The 2-year cumulative incidence
of chronic GVHD was 46%. With a median
follow-up of 26 months, disease-free sur-
vival was 58% and overall survival, 66%.
The day-100 and 2-year nonrelapse mor-

tality was 4.8% and 10.2%, respectively. The
overall incidence of thrombotic microangi-
opathy was 19%, and it was significantly
higher with busulfan/cyclophosphamide
(55%, P � .005). Tacrolimus plus sirolimus
is an effective combination for acute GVHD
prophylaxis and is associated with very
low nonrelapse mortality. Thrombotic mi-
croangiopathy is a significant complication
with this regimen, particularly in patients
receiving busulfan/cyclophosphamide.
(Blood. 2010;115:1098-1105)

Introduction

Graft-versus-host disease (GVHD) remains one of the most
challenging obstacles to successful allogeneic hematopoietic cell
transplantation (HCT). Standard prophylactic regimens with tacroli-
mus/methotrexate or cyclosporine/methotrexate are associated with
acute GVHD in close to half of sibling transplants.1

Sirolimus, originally named rapamycin, binds to the same
family of intracellular FK-506 (tacrolimus)–binding proteins
(FKBP12 and others) at a site distinct from tacrolimus. Sirolimus-
FKBP complexes inhibit the mammalian target of rapamycin
(mTOR), a kinase that regulates cell cycle entry in response to
interleukin 2 (IL-2) signaling and other cellular functions. Cell
cycle entry in the presence of sirolimus induces T-cell apoptosis,
and deprivation of IL-2 signaling renders antigen-activated T cells
unresponsive. Both mechanisms are thought to contribute to T-cell
immunologic tolerance.2 Sirolimus has been widely used as an
immunosuppressant in solid organ transplantation to prevent
immune-mediated graft rejection3-5 and has been evaluated for
treatment of acute GVHD6 and chronic GVHD.7

Recently, the novel combination of tacrolimus and sirolimus
was evaluated by researchers at the Dana-Farber Cancer Institute
(DFCI) in a cohort of 30 patients who received matched-related
peripheral blood stem cells and were conditioned with fractionated
total body irradiation (TBI) and cyclophosphamide (Cy).8,9 The
extended results of 53 matched-related HCTs were very promising
in that the cumulative incidence of grade II to IV acute GVHD was
19%, and only 3 patients developed grade III to IV acute GVHD.9

The nonrelapse mortality (NRM) rates were also encouraging; the
day-30 and day-100 rates were 0% and 5%, respectively.9 Another
positive outcome, seen in this study and others, was that the use of
sirolimus was found to be associated with reductions in cytomega-
lovirus (CMV) viremia10 and the incidence/severity of oral mucosi-
tis.11 However, sirolimus is associated with an increased risk of
thrombotic microangiopathy (TMA), with a rate of 10.8% in the
sirolimus group and 4.2% in the nonsirolimus group (odds ratio,
2.79, P � .03) in a retrospective analysis of myeloablative alloge-
neic HCT recipients.12 Another recent study showed an increase in
veno-occlusive disease (VOD) associated with sirolimus use,
particularly when methotrexate was added to the GVHD prophy-
laxis, or busulfan (Bu)/Cy was used in conditioning.13

Thus far data have been reported exclusively from DFCI except
for a recent publication from the Fred Hutchinson Cancer Center
(FHCC) evaluating sirolimus combined with either tacrolimus or
cyclosporine in unrelated donor HCT (n � 26) with an unexpect-
edly high incidence of acute GVHD (77%).14 Due to toxicity,
administration of sirolimus was discontinued earlier than planned
in 11 patients, but after the onset of GVHD. Possible explanations
for the discrepant results between DFCI and FHCC may include
differential timing of immunosuppression, use of cyclosporine
instead of tacrolimus in some cases, and use of Bu/Cy in some cases.

In this prospective pilot/phase II trial, conducted at City of
Hope, we sought to determine the efficacy and safety of sirolimus
combined with tacrolimus for 3 different conditioning regimens:
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fludarabine-melphalan (Flu/Mel), TBI-etoposide (TBI/VP16), and
Bu/Cy. The secondary objectives of this study included an evalua-
tion of risk factors associated with acute GVHD and TMA. This
protocol extended the DFCI experience before the phase III trial
sponsored by the Blood and Marrow Transplant Clinical Trial
Network (BMT CTN). We designed the study to complete the
conditioning regimen on day �4, before starting the immunosup-
pression on day �3 to prevent possible drug interactions between
conditioning chemotherapeutic drugs and tacrolimus/sirolimus.

Methods

Clinical trial
This phase II study, Institutional ReviewBoard 04052, was approved by the
City of Hope Institutional ReviewBoard. The primary endpoints were
toxicity (including TMA) and incidence/severity of acute GVHD; second-
ary endpoints included incidence of chronic GVHD and survival at
100 days, 1 year, and 2 years. Acute and chronic GVHD events were graded
according to established criteria.15,16 Toxicities were graded according to
the Common Terminology Criteria for Adverse Events (CTCAE v3.0).17

TMA was defined as the simultaneous occurrence of schistocytosis,
increased lactate dehydrogenase, and persistent thrombocytopenia (below
50 000/�L). Patients were eligible if they had a matched sibling donor and
adequate organ function, defined as creatinine clearance more than 50 mL/
minute, pulmonary diffusion capacity (DLCO) of more than 50%, and
cardiac ejection fraction of more than 50%. Conditioning regimen selection
followed City of Hope standard treatment/practice guidelines, using
TBI/VP16 for patients younger than 50 years with acute leukemia in first or
subsequent remission, Flu/Mel for patients older than 50 years or with
comorbid conditions, and Bu/Cy for patients with myeloproliferative
disorders in chronic phase or acute leukemia and myelodysplastic syn-
drome with contraindication to TBI. Peripheral stem cell donors were
mobilized with granulocyte colony-stimulating factor 10 �g/kg for 4 days,
to a targeted CD34� cell dose of 2 to 5 � 106/kg. The day of stem cell
infusion was defined as day 0. Neutrophil engraftment was defined as the
first of 3 consecutive days with an absolute neutrophil count of 500 cells/�L.

GVHD prophylaxis

The GVHD prophylaxis was administered according to published reports,8

as follows: sirolimus 12 mg by mouth on day �3 (loading dose), followed
by 4 mg orally daily, with the 4-mg dose being adjusted as necessary to
maintain serum levels between 3 and 12 ng/mL by high performance liquid
chromatography (HPLC); tacrolimus 0.02 mg/kg intravenously daily start-
ing on day �3, switched to an equivalent oral dose when oral intake was
adequate, to maintain target serum levels of 5 to 10 ng/mL. Tacrolimus and
sirolimus levels were measured at least weekly until around day 100, and
the dose was adjusted for the target levels and for clinical toxicity. Tapering
of immunosuppression was to start around day 100; tapering was allowed
earlier for relapsed malignancy.

Conditioning regimen

For TBI/VP16, 1320 cGy in 11 fractions was given from day �8 to day �5,
followed by etoposide at 60 mg/kg of adjusted ideal body weight on day
�4. For Flu/Mel, fludarabine was given intravenously at 25 mg/m2 per day
for 5 days, from day �9 to day �5, and melphalan was given intravenously
at 140 mg/m2 of adjusted ideal body weight on day �4. For Bu/Cy,
busulfan was given intravenously at 0.8 mg/kg on day �10, and subse-
quently adjusted to an area under the curve of 800 to 1200, for a total of
16 doses every 6 hours from day �9 to day �6, and cyclophosphamide was
given at 60 mg/kg/day of ideal body weight on days �5 and �4.

Supportive care

Supportive care, including prophylactic antibiotics, antifungal therapy, total
parenteral nutrition, hematopoietic growth factors, immune globulin replace-

ment, and treatment of mucositis and neutropenic fever, was administered
in accordance with institutional standard practice guidelines.18 Choice of
antifungal agent was at the discretion of the treating physician. Sixty-
six patients received Abelcet at (1-2 mg/kg), 10 received micafungin,
9 received caspofungin, and 1 patient received itraconazole. Voriconazole
was prohibited as a prophylactic drug. Monitoring for CMV viremia was
performed twice a week from day �21 to day �100, using polymerase
chain reaction and/or the shell vial method, and patients received preemp-
tive ganciclovir at onset of CMV reactivation.

Statistical analysis

Overall survival (OS), disease-free survival (DFS), time to relapse, acute
GVHD, and NRM rates were calculated using the product-limit method,
and 95% confidence intervals were calculated using the logit transformation
and the Greenwood variance estimate.19 Differences between survival
curves were assessed by the log-rank test. When analyzing the prognostic
significance of known/suspected risk factors on time to event variables (eg,
OS, DFS, relapse, NRM, acute GVHD, and TMA), Cox regression was
used.20 Factors evaluated for association with outcome included: patient
age at transplantation, donor sex, sex combinations (female donor to male
recipient vs others; and previously pregnant female donor with male
recipient vs others), disease risk status at transplantation (based on disease
features and disease status at transplantation), recipient CMV status,
number of CD34� cells infused (above or below median), and conditioning
regimen (Flu/Mel vs TBI/VP16 vs Bu/Cy; and reduced intensity vs
ablative). Acute GVHD (grade II to IV) was treated as a time-dependent
covariate in the risk factor analysis for TMA. The cumulative incidence of
acute GVHD and hazard ratio were estimated after taking into account the

Table 1. Patient characteristics (n � 85)

Median age, y (range) 48 (10-67)

Patient sex

Female 42 (49%)

Male 43 (51%)

Patient/donor sex

Sex match 43 (50.6%)

Female/male 21 (24.7%)

Male/female 21 (24.7%)

Disease risk*

High 39 (46%)

Low 46 (54%)

Diagnosis

AML 33 (39%)

ALL 18 (21%)

non-Hodgkin lymphoma 11 (13%)

MDS 6 (7%)

CML 5 (6%)

Hodgkin lymphoma 4 (5%)

Myeloproliferative disorder 4 (5%)

Multiple myeloma 3 (3%)

CLL 1 (1%)

Recipient CMV serostatus positive/negative 64/21

Prior autologous transplant 6 (7%)

Stem cell source

Bone marrow 5 (6%)

Peripheral blood 80 (94%)

CD34� cell dose x106/kg: median (range) 5.1 (1.7-10.5)

Conditioning regimen

Flu/Mel 46 (54%)

TBI/VP16 28 (33%)

Bu/Cy 11 (13%)

AML indicates acute myelogenous leukemia; ALL, acute lymphoblastic leukemia;
MDS, myelodysplastic syndrome; CML, chronic myelogenous leukemia; and CLL,
chronic lymphocytic leukemia.

*Low-risk disease is defined as acute leukemia in first remission, chronic myeloid
leukemia in chronic phase, myeloproliferative disorders, and low-grade myelodysplas-
tic syndrome (RA/RARS).
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competing risk of death and relapse. Similarly, the cumulative incidence of
TMA and hazard ratio were estimated after accounting for the competing
risk of death and relapse. The cumulative incidence for relapse was also
computed treating a nonrelapse death event as a competing risk.

Results

Patient characteristics
Patient, disease, and treatment characteristics are shown in
Table 1. The median age was 48 years (range, 10-67 years). Of
the 85 patients treated, 3 (3.5%) were pediatric cases, under the
age of 18 at the time of transplant. Most patients received
peripheral stem cells (n � 80: 94%). The most common diag-
noses were acute myeloid leukemia (39%) and acute lymphoblas-
tic leukemia (21%). Low risk disease, defined as acute leukemia
in first remission, chronic myelogenous leukemia in chronic
phase, myeloproliferative disorders, and low-grade myelodys-
plastic syndrome (RA/RARS), was present in 54% of all cases.
Disease characteristics stratified by conditioning regimen are
shown in Table 2. The most commonly used regimen was
Flu/Mel (54%), followed by TBI/VP16 (33%). The Bu/Cy arm
was closed to accrual after a preplanned interim analysis of the
first 11 patients showed a high rate of thrombotic microangiopa-
thy (see “Toxicity/thrombotic microangiopathy” below); most of
these patients had low-risk disease. Among the pediatric cases,
2 of 3 received an ablative regimen of TBI/VP16, and none of
the pediatric patients was diagnosed with TMA or acute GVHD.

Drug levels

Tacrolimus and sirolimus serum levels were measured at least
weekly (twice a week in most cases) until around day 100. During
the first 30 days after transplantation, 792 samples for tacrolimus
and 606 samples for sirolimus were taken from 85 patients. Median
sampling points during the first 30 days were 9 for tacrolimus
(range, 4-12) and 7 for sirolimus (range, 4-10). Four of 85 patients
had to discontinue tacrolimus and/or sirolimus early after HCT

(before day �30) due to TMA/diffuse alveolar hemorrhage, mental
status change, renal insufficiency, or TMA. We calculated median
levels of tacrolimus and sirolimus for the first 30 days in each
patient. The median (interquartile range, IQR) tacrolimus and
sirolimus levels for all patients during the first 30 days were
9.2 ng/mL (IQR, 7.8, 10.3) and 7.2 ng/mL (IQR, 5.9, 8.9), respec-
tively. While there were no significant differences in the sirolimus
levels according to the 3 conditioning regimens, the tacrolimus
levels were higher in Bu/Cy and TBI/VP16 compared with Flu/Mel
(Table 3).

Engraftment and chimerism

All patients experienced neutrophil engraftment (absolute neutro-
phil count � 500) with a median time to engraftment of 15 days
(range, 10-26 days). Chimerism of the day 30 bone marrow
mononuclear cells by short tandem repeat analysis showed more
than 90% donor in 90% of the patients.

GVHD

The probability of developing grade II to IV acute GVHD was 43%
(95% CI, 37-50), with the median onset of 19 days (range,
3-89 days). Of the 34 patients who developed grade II to IV acute
GVHD, 21 (25%) were grade II, 10 (12%) were grade III, and
3 (4%) were grade IV. Thirteen of 21 patients with grade II acute
GVHD had mainly upper gastrointestinal (GI) involvement. Nine
cases were diagnosed by histology from upper GI endoscopy
(5 upper GI involvement only, 4 with both upper and lower GI tract
involvement, but with limited diarrhea � 500 mL). Four cases
without a biopsy had significant upper GI tract symptoms (nausea,
vomiting, and anorexia), and either stage I to II skin, stage 0 liver
(alanine aminotransferase/aspartate aminotransferase [ALT/AST]
elevation), or stage 0 lower GI GVHD (mild diarrhea � 500 mL)
for which steroids were started. In these 13 cases of mainly upper
gastrointestinal GVHD, the median onset was 23 days (range,
11-85 days).

There was a higher probability of acute GVHD for patients
conditioned with Bu/Cy compared with TBI/VP16 and Flu/Mel
(64%, 49%, and 34%, respectively) without reaching statisti-
cal significance (P � .12; Figure 1). The probability of limited and
extensive chronic GVHD was 51% (29% limited, 71% extensive).

Survival

With a median follow-up of 26 months (range, 14-37 months) for
surviving patients, 55 of the 85 patients are alive. Twenty-
two patients died of relapse, while 8 deaths were due to nonrelapse
causes, including acute/chronic GVHD (3), multiorgan failure (1),
mucormycosis (1), leukoencephalopathy (1), multifactorial respira-
tory failure developing after initial diffuse alveolar hemorrhage (1),
and unknown cause without relapse (1). The probabilities of OS,
DFS, and relapse at 2 years were 66% (CI, 59%-72%), 58% (CI,

Table 2. Diagnosis, remission status by conditioning regimen

Flu/Mel
(n � 46)

TBI/VP16
(n � 28)

Bu/Cy
(n � 11)

ALL 4 (2CR, 2A) 14 (12CR, 2A)

AML 19 (15CR, 4A) 12 (8CR, 4A) 2 (2A)

CML 5 (4CP, 1AP)

Lymphoma/CLL 14 (14A) 2 (1CR, 1A)

MDS 2 (2A) 4 (3CR, 1A)

Multiple myeloma 3 (3A)

Myeloproliferative disorder 4 (4CP)

AML indicates acute myelogenous leukemia; ALL, acute lymphoblastic leukemia;
CML, chronic myelogenous leukemia; and CLL, chronic lymphocytic leukemia; MDS,
myelodysplastic syndrome; A, active; AP, accelerated phase; CR, complete remis-
sion; and CP, chronic phase.

Table 3. Median tacrolimus and sirolimus levels during the first 30 days after HCT

Median tacrolimus level, ng/mL (IQR) P Median sirolimus level, ng/mL (IQR) P

Flu/Mel (n � 46) 8.65 (6.90, 9.90)* .003 7.25 (5.80, 8.70) .916

TBI/VP16 (n � 28) 9.45 (8.20, 10.55)* 7.00 (5.45, 9.35)

Bu/Cy (n � 11) 10.40 (9.20, 10.99)* 6.90 (6.20, 8.90)

HCT indicates hematopoietic cell transplantation; and IQR, interquartile range.
*P � .01.
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52%-64%), and 34% (CI, 28%-42%), respectively. The day-100,
1-year, and 2-year NRM rates were 4.8% (CI, 2%-12%), 10.2%
(CI, 6%-18%), and 10.2% (CI, 6%-18%), respectively. Condition-
ing regimen was not significantly associated with OS (Figure 2A),
DFS, relapse, or NRM (Figure 2B).

Toxicity/thrombotic microangiopathy

Patients who experienced grade III or higher lung, liver, and TMA
toxicity are summarized in Table 4 by conditioning regimen.
Two cases of fatal alveolar hemorrhage were seen, 1 with Flu/Mel

Treatment Flu+Mel (N=46)
TBI+VP16 (N=28)

Bu+Cy (N=11)
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Figure 1. Cumulative incidence of grade II to IV acute
graft-versus-host disease according to conditioning.

Treatment Flu+Mel (N=46)
TBI+VP16 (N=28)

Bu+Cy (N=11)

O
ve

ra
ll 

S
u

rv
iv

al

0.00

0.25

0.50

0.75

1.00

Time to Death in Months After HCT

0 5 10 15 20 25 30 35 40

A

Treatment Flu+Mel (N=46)
TBI+VP16 (N=28)

Bu+Cy (N=11)

N
o

n
-R

el
ap

se
 M

o
rt

al
it

y

0.00

0.25

0.50

0.75

1.00

Time to treatment related death event in months after HCT

0 5 10 15 20 25 30 35 40

B

Figure 2. Probabilities according to conditioning.
Overall survival (A) and nonrelapse mortality (B).
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and 1 with TBI/VP16. Engraftment syndrome, characterized by
fever, rash, and pulmonary infiltrates around the time of engraft-
ment, was frequently observed with Flu/Mel (22%), but was
reversible with corticosteroids in all cases. Liver toxicity (CTCAE
v3.0, more than grade III) including VOD (n � 2) was seen more
frequently with Bu/Cy (27%) than with TBI/VP16 (18%) or
Flu/Mel (11%), without statistical significance (Table 4); all cases
were reversible. The non-VOD liver toxicities were mostly el-
evated liver enzymes without clear GVHD and noted at the median
onset of 23 days after HCT (range, day �4 to �76).

TMA was a major complication that developed in 16 patients
(19%). The median time to onset was 5 weeks after HCT (Figure
3A-B) and was found to be significantly associated with condition-
ing regimen (Table 4): Bu/Cy (55%) compared with TBI/VP16
(25%) and Flu/Mel (6.5%; P � .005). The Bu/Cy arm was closed
to accrual early as a result of this finding. Twelve of 16 patients

with TMA were also diagnosed with acute GVHD. GVHD
preceded TMA in all of these cases. TMA was managed by holding
tacrolimus in 50% of cases and/or holding sirolimus in 85% of
cases; plasma exchange was performed in 1 case. Hemodialysis
was required in 1 patient. TMA was reversible in all cases. The
median levels (ng/mL) of tacrolimus and sirolimus at onset of
TMA were 9.4 (range, 6.7-13.0) and 8.1 (range, 5.3-13.3), respec-
tively, not significantly different from the median values for
non-TMA patients over the first 30 days (tacrolimus: 9.1 [range,
3.5-13.4], P � .14; sirolimus: 7.2 [range, 2.5-18.8], P � .33). We
further examined the effect of drug level on TMA risk using cut
points at each quartile. Although TMA risk appeared to increase
incrementally with increasing drug exposure by quartile analysis
(Table 5), none of the cut point classifications (ie, quartiles;
� , � 25th percentile; median; � , � 75th percentile) for tacroli-
mus or sirolimus were significantly associated with TMA risk. In

Table 4. Lung, liver, TMA toxicities, grade more than III by regimen

Lung P* Liver P* TMA P*

Flu/Mel (n � 46) 10 (22%) .087 5 (11%) .305 3 (7%) � .005

TBI/VP16 (n � 28) 1 (4%) 5 (18%) 7 (25%)

Bu/Cy (n � 11) 1 (9%) 3 (27%) 6 (55%)

*Fisher exact test.
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Figure 3. Cumulative incidence with 95% confidence
interval. Thrombotic microangiopathy (A) and stratified
by conditioning (B).
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addition, an examination of a possible threshold effect between
serum level and onset of TMA was explored using the generalized
estimating equation method. While the results of this analysis also
showed no threshold effect, the results were difficult to estimate
given the limited number of patients and TMA events.

CMV infection

CMV reactivation was observed in 16 of 64 patients (25%) who
were seropositive. There were no cases of CMV disease (CMV
pneumonia or gastrointestinal involvement).

Factors associated with outcome

Cox regression analysis was performed to identify potential factors
(see “Statistical analysis” above) associated with survival, relapse,
NRM, acute GVHD, and TMA. For the survival/relapse endpoints,
the patient disease risk (high or low) was the primary factor
significantly associated with OS, DFS, relapse risk, and NRM. In
addition, tacrolimus/sirolimus levels over the first 30 days were
included in the model in evaluating the risk factors for acute
GVHD and TMA (Table 5). There were no significant factors found
to predict acute GVHD in our analysis. Significant factors associ-
ated with increased TMA risk were conditioning regimen (patients
conditioned with an ablative regimen, either TBI or Bu/Cy, had a
5-fold increase in risk) and prior acute GVHD (grade II-IV), which
both remained significant in multivariate analysis (Table 5).

Discussion

Based on encouraging phase II study data from DFCI,8,9 we
prospectively tested the combination of tacrolimus and sirolimus as
GVHD prophylaxis in patients undergoing HLA-matched sibling
donor HCT conditioned with 3 different regimens. Administration
of conditioning therapy and GVHD prophylaxis were nonoverlap-
ping to avoid potential adverse interactions.

In our study, we observed a 43% rate of grade II to IV acute
GVHD (grade III-IV, 19%). The data are at least comparable with
our historic experience; the incidence of acute GVHD grade
II to IV was approximately 50% in Flu/Mel conditioning using
cyclosporine and micophenolate,21 and approximately 60% in
full-intensity conditioning (TBI/VP, TBI/Cy, Bu/Cy) using cyclo-
sporine and methorexate.22 The incidence of acute GVHD was
lowest with Flu/Mel followed by TBI/VP16, and the highest in
Bu/Cy, although the difference did not reach statistical significance
(P � .12), as sample size for the Bu/Cy group was small due to
early closure.

The DFCI experience with tacrolimus and sirolimus showed a
lower cumulative incidence of grade II to IV acute GVHD of 19%
using a conditioning regimen of cyclophosphamide followed by
TBI,8,9 and 11% using the reduced intensity regimen of intravenous
busulfan and fludarabine.23 The reason for the relatively higher rate

Table 5. Results of Cox univariate and multivariate analysis for TMA

Value N No. of TMA
Univariate hazard rate

ratio (95% CI) Univariate P
Multivariate hazard rate

ratio (95% CI) Multivariate P

Age, y

Less than 48 44 9 Baseline *

48 or older 41 7 0.8 (0.3-2.16) 0.66

Patient/donor sex match

Others 64 12 Baseline *

Male patient/female donor 21 4 0.99 (0.32-3.07) 0.99

Disease risk

Low 47 12 Baseline Baseline 0.18

High 38 4 0.39 (0.13-1.21) 0.10 0.46 (0.14-1.44)

Conditioning regimen

Flu/Mel 46 3 Baseline Baseline 0.03

TBI/VP16 and Bu/Cy 39 13 5.61 (1.6-19.68) 0.007 4.03 (1.12-14.42)

Patient CMV serology

Negative 21 3 Baseline *

Positive 64 13 1.47 (0.42-5.17) 0.55

CD34 cell dose

Less than 5.1 44 8 Baseline *

5.1 or more 41 8 1.03 (0.39-2.75) 0.95

Acute GVHD

Grade 0 to I 51 4 Baseline Baseline 0.02

Grade II to IV 34 12 5.00 (1.61-12.53) 0.005 3.89 (1.24-12.28)

Tacrolimus†

Less than 25th (� 7.8) 22 2 Baseline *

25th to 50th (7.8-9.2) 20 4 2.20 (0.40, 12.0) 0.36

50th to 75th (9.3-10.3) 21 4 1.86 (0.34, 10.15) 0.47

More than 75th (� 10.3) 21 6 3.10 (0.63, 15.38) 0.17

Sirolimus†

Less than 25th (� 5.9) 22 3 Baseline *

25th to 50th (5.9-7.2) 23 4 1.29 (0.29, 5.76) 0.74

50th to 75th (7.3-8.9) 19 4 1.56 (0.35, 6.95) 0.56

More than 75th (� 8.9) 21 5 1.82 (0.43, 7.61) 0.41

TMA indicates thrombotic microangiopathy; CI, confidence interval; CMV, cytomegalovirus; and GVHD, graft-versus-host disease.
*Not tested.
†Patient’s 30-day median value, by quartile.
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of acute GVHD in this study is unknown. The patient characteris-
tics in our study appear similar to those reported by DFCI. The
difference may be partly attributable to different conditioning
regimens used in our study (FTBI/Cy vs FTBI/VP16, Bu/Cy, and
Flu/Mel). The FHCC recently published their experience using a
calcineurin inhibitor with sirolimus and methotrexate for 26 high-
risk patients receiving unrelated donor transplants, conditioned
with TBI/Cy or Bu/Cy. A high incidence of grade II to IV acute
GVHD of 77% led to the early discontinuation of the study.13

Suggested possible explanations for the discrepant results between
DFCI and FHCC include different timing of immunosuppression,
use of cyclosporine instead of tacrolimus in some cases, and use of
Bu/Cy in some cases.24

Of clinical importance is the fact that severity of acute GVHD
in our experience was generally mild; for example, approximately
60% of cases with grade II GVHD were mainly upper gastrointesti-
nal, a form of GVHD that is known to have a relatively good
prognosis.25 It has been recognized that conditioning-related injury
of the upper GI tract can be clinically and histologically similar to
upper gastrointestinal GVHD if diagnosed close to conditioning
therapy. This may possibly explain the higher rate of acute GVHD
in this study compared with DFCI results. Overall, 3 deaths (of
85 patients) were directly attributable to GVHD. When analyzed as
a time-dependent variable, acute GVHD (grade II to IV) was not
significantly associated with inferior OS or NRM in our cohort
(data not shown). Chronic GVHD observed in our study was
similar to the DFCI results.

Our survival data were very encouraging with a remarkably low
NRM rate of 10% over 2-year follow-up across the 3 conditioning
regimens, suggesting that most of the toxicities were reversible. In
this study the major cause of treatment failure was relapse.
Although the use of sirolimus was recently suggested to be
protective from relapse in lymphoid malignancy,26 further modifications
in HCT protocols need to be explored to reduce the relapse risk.

TMA was a major complication in our study that developed in
19% of patients, consistent with an earlier report.12 TMA was
significantly associated with Bu/Cy conditioning, which led to the
early discontinuation of that regimen from the trial. Increased
hepatotoxicity/VOD associated with Bu/Cy in our study is also
consistent with a recent report from DFCI showing an increased
incidence of VOD in patients conditioned with Bu/Cy in their
tacrolimus plus sirolimus GVHD prophylaxis.12 In the ongoing
BMT CTN Protocol 0402 (available at https://web.emmes.com/
study/bmt2) comparing tacrolimus plus sirolimus versus tacroli-
mus plus methotrexate for matched related transplants, an in-
creased incidence of VOD in patients conditioned with Bu/Cy in
the tacrolimus plus sirolimus arm has led to the early discontinua-
tion of that conditioning regimen.

The higher incidence of TMA/VOD with Bu/Cy is possibly
related to the known endothelial toxicity of the conditioning
regimen,27,28 coupled with the synergistic effects on canalicular and
sinusoidal transport proteins and reduced glutathione–related en-
zymes from calcineurin inhibitors and sirolimus, leading to reduced
protection against oxidative stress and possibly leading to accumu-
lation of toxic metabolites in the hepatocytes.29 We observed higher
tacrolimus levels in Bu/Cy compared with Flu/Mel, but not with
TBI/VP16 (as shown in Table 3). The tacrolimus levels were not
significantly associated with TMA in our univariate analysis; thus,
it is unlikely that the increased risk of TMA in Bu/Cy was
attributable to the tacrolimus levels. While this analysis showed no
threshold effect of the drug levels, the results were difficult to
estimate given the limited number of patients and TMA events.

The relationship of GVHD and TMA is difficult to define from
this limited experience, although there was a significant association
between acute GVHD (grade II to IV) and TMA. Twelve of
16 cases with TMA had acute GVHD, and GVHD anteceded TMA
in all cases. This suggests that optimization of tacrolimus and
sirolimus dosing may have led to higher drug levels, potentially
leading to TMA in addition to ongoing tissue damage from the
GVHD itself. Thus, more careful dose adjustment, particularly in
the setting of acute GVHD, may reduce the risk of TMA and
toxicity profile, although these data do not demonstrate a clear
association between the drug levels and TMA, possibly due to the
small sample size.

In univariate and multivariate analysis, the most significant
factor predicting OS, DFS, relapse, and NRM was disease
status. We found no clinical variables significantly predictive for
development of grade II to IV acute GVHD within our cohort.
Conditioning regimen was not significantly associated with OS
or DFS, despite higher incidence of TMA and a trend toward
higher incidence of GVHD in Bu/Cy. This may be partly
explained by the fact that a majority of patients in this group had
good-risk disease. The univariate/multivariate analysis data
need to be interpreted with caution, however, because of the
heterogeneity of diseases, disease status, and conditioning
regimens.

In conclusion, the combination of tacrolimus and sirolimus
as GVHD prophylaxis was associated with an excellent NRM
rate across multiple conditioning regimens, lending strong
support to the ongoing phase III BMT CTN trial 0402. Acute
GVHD rates, while higher than those seen by DFCI, were
reasonable for the Flu/Mel and TBI/VP16 regimens, with most
cases relatively mild and well tolerated. Given the high inci-
dence of associated TMA, tacrolimus/sirolimus prophylaxis
must be used with caution in patients conditioned with Bu/Cy
and potentially with other regimens likely to cause increased
endothelial damage.
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