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Several high-risk HLA allele mismatch combinations (HR-MMs) for severe acute graft-versus-host disease
(GVHD) have been identified by analyzing transplantation outcomes in Japanese unrelated hematopoietic
stem cell transplant recipients. In this study, we analyzed the effects of HR-MMs in 3 transplantation time
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periods. We confirmed that the incidence of grade Il to IV acute GVHD in the HR-MM group was significantly
higher than that in the low-risk (LR) MM group (hazard ratio [HR], 2.74; P < .0001) in the early time period
(1993 to 2001). However, the difference in the incidence of grade Il to IV acute GVHD between the HR-MM
and LR-MM groups was not statistically significant (HR, 1.06; P = .85 and HR, .40; P = .21, respectively) in the
mid (2002 to 2007) and late (2008 to 2011) time periods. Similarly, survival in the HR-MM group was
significantly inferior to that in the LR-MM group (HR, 1.46; P = .019) in the early time period, whereas the
difference in survival between the 2 groups was not statistically significant in the mid and late time periods
(HR, 1.06; P=.75 and HR, .82; P = .58, respectively). In conclusion, the adverse impact of HR-MM has become
less significant over time. Unrelated transplantation with a single HR-MM could be a viable option in the
absence of a matched unrelated donor or an unrelated donor with a single LR-MM.

© 2014 American Society for Blood and Marrow Transplantation.

INTRODUCTION

Hematopoietic stem cell transplantation (HSCT) from an
unrelated donor has been established as an effective treat-
ment option for patients with hematological diseases who
lack a human leukocyte antigen (HLA)—matched related

Financial disclosure: See Acknowledgments on page 535.
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donor. However, an HLA mismatch at the genetic level (allele
mismatch) may be observed even in HSCT from a serologi-
cally HLA-matched donor (antigen match), and the presence
of an allele mismatch adversely affects the incidence of
severe acute graft-versus-host disease (GVHD) and survival
[1-4]. We recently showed that the presence of single HLA
allele mismatches at the HLA-A, -B, -C, or -DRB1 loci equiv-
alently affect the outcome of HSCT, although a previous study
from Japan reported that an HLA-A or -B allele mismatch
impairs overall survival more strongly than an HLA-C or
-DRB1 allele mismatch [4,5]. These findings suggest that the

1083-8791/$ — see front matter © 2014 American Society for Blood and Marrow Transplantation.
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Table 1
Patient Characteristics

Characteristic Match n = 2504 Low-Risk Mismatch n = 1057 High-Risk Mismatch n = 157
Early Mid Late Early Mid Late Early Mid Late
802 814 888 412 351 204 64 71 22

Age (recipient)

Median . 32 38 43 31 38 43 33 39 41
Age (donor) :

Median 34 34 36 33 34 37 35 36 37
Sex (recipient)

Female 292 305 378 162 165 123 27 27 9

Male 510 509 510 250 186 17 37 44 13
Sex (donor)

Female 286 262 266 164 158 107 20 28 5

Male 512 548 622 247 190 187 43 43 17

N.A. 4 4 0 1 3 0 1 0 0
Sex mismatch

Match 507 537 512 238 209 166 35 40 14

Male to female 148 158 244 85 72 72 17 15 6

Female to male 143 115 -132 88 67 56 11 16 2

N.A. 4 4 0 1 3 0 1 o 0
ABO blood type

Match 454 462 500 167 151 121 33 31 9

Minor mismatch 154 162 175 112 84 81 15 18 3

Major mismatch 125 114 142 82 67 61 9 18 4

Bidirectional mismatch 58 70 71 45 46 31 7 4 6

NA n 6 0 6 3 0 0 0 0
Disease

AML 269 415 495 134 168 170 15 29 12

ALL 229 229 248 116 96 76 11 23 8

CML 237 84 29 125 42 14 30 3 0

MDS 67 86 115 37 45 34 8 16 2
Disease risk

Low 552 533 607 265 219 181 40 38 12

High 230 239 280 135 116 113 21 28 10

Others 20 42 1 12 16 0 3 5 0
Cell dose (cells/kg)

Median 3.0 2.7 2.7 3.0 26 26 3.1 238 2.6
GVHD prophylaxis

CSA-based 545 306 185 267 114 47 45 21 2

TAC-based 240 499 689 135 227 240 19 50 20

NA. 17 9 14 10 10 7 0 0 0
Conditioning regimen

TBI regimen 760 639 560 394 272 194 59 53 15

Non-TBI regimen 30 114 328 17 52 100 3 11 7

NA. 12 61 0 1 27 0 2 7 0

N.A. indicates not available; AML, acute myeloblastic leukemia; ALL, acute iymphoblastic leukemia; CML, chronic myelogenous leukemia; MDS, myelodysplastic
syndrome; GVHD, graft-versus-host disease; CSA, cyclosporine; TAC, tacrolimus; TBI, total body irradiation.

clinical impact of an HLA mismatch may have changed over
time periods.

Some investigators have tried to identify specific donor-
recipient allele combinations that may be associated with a
higher risk of severe acute GVHD [6,7]. Kawase et al. found
16 high-risk HLA allele mismatch combinations (HR-MMs)
for severe acute GVHD [7]. They also showed that the
number of HR-MMs was associated with severe GVHD and
poor survival, whereas the presence of mismatch combi-
nations other than HR-MMs (low-risk mismatch combi-
nations, LR-MMs) did not affect the outcome of HSCT.
However, their study included a variety of benign and
malignant hematological diseases. In addition, they
included donor-recipient pairs with more than 1 HLA
mismatch. The impact of each specific mismatch combi-~
nation was evaluated after adjusting for the number of HLA
mismatches in other loci in a multivariate model, but the
possible presence of HR-MMs in other loci or the interac~
tion between HLA mismatch combinations could not be
appropriately treated in their model. At that time, the
study design was inevitable, because the number of each

HLA mismatch combination was limited. However, several
years have passed and the amount of unrelated HSCT data
in the Transplant Registry Unified Management Program
(TRUMP) has increased to more than 13,500 donor-
recipient pairs. Therefore, in this study, we reanalyzed
the impact of HR-MMs, excluding HSCT with multiple HLA
mismatches in patients with relatively homogeneous
background diseases. In addition, we evaluated the impact
of HLA mismatch on transplantation outcomes considering
the period effect, because the impact of HR-MM mismatch
might have changed over time periods, as we previously
reported in an analysis of single HLA allele mismatches at
the HLA-A, -B, -C, and -DRB1 loci [5].

METHODS
Patients

Patients aged at least 16 years with acute myeloblastic leukemia, acute
lymphoblastic leukemia, myelodysplastic syndrome, or chronic myeloge-
nous leukemia (CML) who underwent a first HSCT from a serologically HLA-
A, -B, and -DR matched unrelated donors between 1993 and 2011, and who
had full HLA-A, -B, -C, and -DRB1 allele data, were included in this study.
Bone marrow was exclusively used as a stem cell source. Clinical data for
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Table 2

Multivariate Analysis to Evaluate the Impact of Single HLA Allele Mismatches on the Incidence of Grade III to IV Acute GVHD Stratified according to the

Transplantation Time Period

Year Factor Hazard Ratio P Value
1993-2001
Donor age 1.02 (1.00-1.03) .082
Donor sex Female 1.00
Male 1.65 (1.05-2.60) 031
Femnale to male transplantation No 1.00
Yes 1.52 (.91-2.55) 11
Disease AML 1.00
ALL 1.15 (.79-1.68) 47
CML 1.62 (1.11-2.36) 012
MDS .65 (.32-1.35) 25
Disease risk Low 1.00
High 1.30 (.93-1.83) 13
Others .80 (.23-2.85) .74
GVHD prophylaxis CSA-based 1.00
TAC-based .83 (.61-1.14) 25
HLA Low-risk mismatch 1.00
Match .89 (.65-1.21) 44
High-risk mismatch 2.74 (1.73-4.32) <.0001
2002-2007
Donor age 1.03 (1.01-1.05) .0028
Donor sex Female 1.00
Male 1.50 (.96-2.33) 076
Female to male transplantation No 1.00
Yes 1.53 (.89-2.64) 13
Disease AML 1.00
ALL 1.36 (.95-1.96) .094
CML 1.27 (.74-2.20) .38
MDS 1.25 (.77-2.02) .37
Disease risk Low 1.00
High 1.76 (1.25-2.48) 0011
Others 1.65 (.82-3.34) 16
GVHD prophylaxis CSA-based 1.00
TAC-based .86 (.63-1.19) 37
HLA Low-risk mismatch 1.00
Match .64 (.46-.89) .008
High-risk mismatch 1.06 (.58-1.93) .85
2008-2011
Donor age 1.03 (1.01-1.06) .0016
Donor sex Female 1.00
Male 1.28 (.78-2.12) 33
Female to male transplantation No 1.00
Yes .98 (.52-1.88) 96
Disease AML 1.00
ALL 1.18 (.80-1.74) 42
CML 1.53 (.69-3.37) 3
MDS .66 (.36-1.20) 17
Disease risk Low 1.00
High 1.53 (1.08-2.17) .018
Others NA (NA-NA) NA
GVHD prophylaxis CSA-based 1.00
TAC-based .82 (.55-1.24) 34
HLA Low-risk mismatch 1.00
Match .56 (.39-.80) 0014
High-risk mismatch 40 (.10-1.64) 21

AML indicates acute myeloblastic leukemnia; ALL, acute lymphoblastic leukemia; CML, chronic myelogenous leukemia; MDS, myelodysplastic syndrome; GVHD,

graft-versus-host disease; CSA, cyclosporine; TAC, tacrolimus.

these patients were obtained from the TRUMP [8]. We excluded patients
who lacked data on survival status, those with more than 1 allele or antigen
mismatch, those who received a reduced-intensity conditioning regimen,
and those who received ex vivo or in vivo T cell depletion, such as antithy-
mocyte globulin or alemtuzumab. Finally, 3718 patients were included in the

- main part of this study. As a post hoc analysis, 415 patients with 2 LR-MMs
and 66 patients with 2 allele mismatches including at least 1 HR-MM were
added to compare the impact of 1 HR-MM and 2 LR-MMs and to analyze the
statistical interaction between HR-MM and the presence of an additional
allele mismatch. The study was approved by the data management com-
mittee of TRUMP and by the institutional review board of Saitama Medical
Center, Jichi Medical University.

Histocompatibility
Histocompatibility data for serological and genetic typing for the HLA-A,
HLA-B, HLA-C, and HLA-DR loci were obtained from the TRUMP database,
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which includes HLA allele data determined retrospectively by the Japan
Marrow Donor Program using frozen samples [79]. In this study, the
following donor-recipient HLA-mismatch combinations were regarded
as HR-MMs: A*02:06-A*02:01, A*02:06-A*02:07, A*26:02-A*26.01,
A*26:03-A*26:01, B*15:01-B*15:07, C*03:03-C*15:02, C*03:04-C*08:01,
C*04:01-C*03:03, C*08:01-C*03:03, C*14:02-C*03:04, C*15:02-C*03:04,
C*15:02-C*14:02, DR*04:05-DR*04:03, and DR*14:03-DR*-DR1401, as we
did not have enough data on HLA-DP and -DQ [7]. In HR-MM pairs, the
donor and the recipient must have the HLA allele as shown above, and at the
same time, these donor and recipient HLA alleles should not be shared by
the recipient and the donor, respectively. For example, if the donor has HLA-
A*02:06/02:06 and the recipient has HLA-A*02:01/02:06, this pair was not
regarded as HR-MM pair, as the donor's HLA-A*02:06 was shared by the
recipient. Other HLA mismatch pairs were regarded as LR-MM pairs. Only
the HLA-C mismatch group included HLA mismatch at a serological (anti-
gen) level.
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Figure 1. The cumulative incidence of grade 1lI to IV acute GVHD grouped according to the HLA mismatch between the donor and recipient in the early (A), mid (B),
and late time periods (C). HR-MM indicates high-risk mismatch; LR-MM, low-risk mismatch; MUD, matched unrelated donor.

Statistical Analyses

We divided the patients into 3 groups according to the time period
when HSCT was performed to evaluate whether the impact of HR-MM
changed over time periods: the early, mid, and late groups included
HSCT performed from 1993 through 2001, 2002 through 2007, and 2008
through 2011, respectively. The break points among groups were deter-
mined to make the number of patients in each group equivalent (n = 1278,
1236, and 1204, respectively). To avoid making misleading conclusions by
arbitrary grouping, we confirmed that there was a statistically significant
interaction between the presence of HR-MMs and transplantation year as a
continuous variable, both for overall survival (P == .0098) and the incidence
of grade III to IV acute GVHD (P < .001). The following analyses were
performed separately in each group. However, in post hoc analyses to
evaluate the impact of HR-MM:s at each locus and to compare 1 HR-MM and
2 LR-MMs, the mid and late groups were combined to increase the statis-
tical power, after confirming that similar results were obtained in the 2
groups.

The primary endpoint was the incidence of grade III to IV acute GVHD.
Overall survival was evaluated as a secondary endpoint. The chi-square test
or Fisher exact test was used to compare categorical variables and Student
t-test or an analysis of variance test was used for continuous variables to
evaluate the homogeneity of background characteristics of the HR-MM,
LR-MM, and HLA-matched (MUD) groups. P values were adjusted using
the Bonferroni's method and Tukey's method for multiple comparisons
between each pair. Overall survival was estimated according to the Kaplan-
Meier method, and compared among groups with the log-rank test. The
incidence of acute GVHD was calculated treating death without GVHD as a
competing event, and it was compared using Gray’s test [10].

The impact of HR-MMs was evaluated using multivariate models: the
Cox proportional hazards model was used for overall survival and Fine and
Gray's proportional hazards model was used for acute GVHD [11]. The
LR-MM group was regarded as the reference group. Potential confounding
factors that were considered in these analyses included recipient/donor age,
recipient/donor sex, sex mismatch, ABO major/minor mismatch, the use of
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Table 3
Multivariate Analysis to Evaluate the Impact of Single High-Risk Allele Mismatches on Overall Survival Stratified According to the Transplantation Time Period
Year Factor Hazard Ratio P Value
1993-2001
Age 1.02 (1.01-1.03) <.0001
Sex Female 1.00
Male 1.06 (.90-1.23) 51
Disease AML 1.00
ALL : 1.20 (.99-1.45) 065
CML 89 (.72-1.10) .29
MDS 61 (.45-.83) .0015
Disease risk Low 1.00
High 2.72 (2.30-3.23) <.0001
Others 2.03 (1.27-3.23) .0029
ABO major mismatch Absent 1.00
Present 1.25 (1.06-1.47) .0092
GVHD prophylaxis CSA-based 1.00
‘ TAC-based .85 (.72-1.00) .049
HLA Low-risk mismatch 1.00
Match .86 (.73-1.01) .063
High-risk mismatch 1.46 (1.06-2.01) .019
2002-2007
Age 1.01 (1.00-1.02) .0025
Sex Female 1.00
Male 1.20 (1.02-1.41) 0027
Disease AML 1.00
ALL 1.16 (.96-1.39) 13
CML .84 (.62-1.12) 23
MDS .56 (.43-.73) <.0001
Disease risk Low 1.00
High 2.87 (2.41-3.40) <.0001
Others 2.23 (1.58-3.15) <.0001
ABO major mismatch Absent 1.00
Present .97 (.81-1.16) 77
GVHD prophylaxis CSA-based 1.00
TAC-based 97 (.83-1.15) 76
HLA Low-risk mismatch 1.00
Match .83 (.69-.98) .032
High-risk mismatch 1.06 (.75-1.48) 75
2008-2011
Age 1.02 (1.01-1.03) <.0001
Sex Female 1.00
Male 1.08 (.89-1.31) 42
Disease AML 1.00
ALL 97 (.76-1.25) 83
CML 97 (.57-1.64) 9
MDS .65 (.48-.87) .004
Disease risk Low 1.00
High 2.73 (2.23-3.35) <.0001
Others NA (NA-NA) NA
ABO major mismatch Absent 1.00
Present 1.14 (.92-1.41) 22
GVHD prophylaxis CSA-based 1.00
TAC-based 95 (.75-1.21) 69
HLA Low-risk mismatch 1.00
Match .86 (.69-1.06) 15
High-risk mismatch .82 (42-1.62) .58

AML indicates acute myeloblastic leukemia; ALL, acute lymphoblastic leukemia; CML, chronic myelogenous leukemia; MDS, myelodysplastic syndrome; GVHD,
graft-versus-host disease; CSA, cyclosporine; TAC, tacrolimus.

total body irradiation in the conditioning regimen, cell dose in the bone All P values were 2 sided and P values of .05 or less were considered
marrow graft, the use of cyclosporine or tacrolimus as GVHD prophylaxis, statistically significant. All statistical analyses were performed with EZR
background disease, and disease risk. Acute leukemia in first or second (Saitama Medical Center, Jichi Medical University) [12], which is a graphical
remission, CML in first or second chronic phase, CML in accelerated phase, user interface for R (The R Foundation for Statistical Computing). More
and myelodysplastic syndrome of refractory anemia or refractory anemia precisely, it is a modified version of R commander that was designed to add
with excess blasts were considered low-risk diseases, and other conditions statistical functions frequently used in biostatistics.

were considered high-risk diseases. All of these potential confounding
factors were included in the multivariate analyses and then deleted in a

stepwise fashion from the model to exclude factors with a P value of .05 or RES'ULTS
higher. Finally, HLA mismatch was added to the model. Different multivar- - Patients
iate models were compared using the likelihood ratio test. The quantity of The patient characteristics are summarized in Table 1.
interest was the deviance difference between the 2 models, under the null HR-MMs were observed in 64 of 1278, 71 of 1236, and 22 of

hypothesis that 2 models fit the data equally well and the deviance differ- recing P . .
ence has an approximate chi-square distribution with degrees of freedom 1204 donor recipient pairs in the early, mid, and late time

equal to the difference in the number of independent variables between the periods, respectively. On the other hand, 412, 351, and 294
compared models. pairs had LR-MMs, respectively. With regard to the
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Figure 2. Overall survival grouped according to the HLA mismatch between the donor and recipient in the early (A), mid (B), and late time periods (C). The survival
curves were adjusted for other significant factors by the mean of covariates method, in which average values of covariates are entered into the Cox proportional
hazards model, HR-MM, high-risk mismatch; LR-MM, low-risk mismatch; MUD, matched unrelated donor.

differences among transplantation time periods, the
numbers of LR-MMs and HR-MMs decreased in the late time
periods, ie, after the introduction of routine typing for HLA-C
and the publication of a paper about HR-MMs [7]. The pro-
portion of HSCTs for CML also dramatically decreased over
time periods (30.7%, 10.4%, and 3.6% in the early, mid, and
late periods, respectively). With regard to the difference
among HLA mismatch groups, the proportion of patients
with high-risk underlying disease in the MUD group (29.9%)
was significantly lower than those in the HR-MM (37.6%) and
LR-MM groups (34.4%). In addition, the proportion of HSCTs
for CML was significantly higher in the HR-MM group in the
early time period (29.6%, 30.3%, and 46.9% in the MUD, LR-
MM, and HR-MM groups, respectively).

Incidence of Grade III to IV Acute GVHD

To adjust the impact of HLA mismatch for possible con-
founding factors, we identified the following independently
significant factors for the incidence of grade Il to IV acute
GVHD: donor age, donor sex, sex mismatch, disease, disease
risk, and GVHD prophylaxis. After we adjusted for these
factors, we confirmed that the incidence of grade III to IV
acute GVHD in the HR-MM group was significantly higher
than that in the LR-MM group (hazard ratio [HR], 2.74; 95%
confidence interval [CI], 1.73 to 4.32; P < .0001) in the early
time period, whereas the difference between the MUD and
LR-MM groups was not significant (HR, .89; 95% Cl, .65 to
1.21; P = .44) (Table 2, Figure 1). On the other hand, in the
mid and late time periods, the difference in the incidence of
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Figure 3. Adjusted overall survival (A,B) and the cumulative incidence of grade Iil to IV acute GVHD (C,D) grouped according to the underlying disease in the early
time period. CML, chronic myelogenous leukemia; HR-MM, high-risk mismatch; LR-MM, low-risk mismatch; MUD, matched unrelated donor.

grade III to IV acute GVHD between the HR-MM and LR-MM
groups was not statistically significant (HR, 1.06; 95% (I, .58
to 1.93; P = .85 and HR, .40; 95% CI; .10 to 1.64; P = .21,
respectively). The presence of LR-MM significantly adversely
affected the incidence of grade III to IV acute GVHD in the
mid and late periods (HR, .64; 95% CI, .46 to .89; P =.008 and
HR, .56; 95% CI, .39 to .80; P = .0014, respectively, for the
MUD group).

Similarly, the presence of HR-MM significantly affected
the incidence of grade If to IV acute GVHD compared with LR-
MM only in the early time period (HR, 1.53; 95% (I, 1.05 to
2.24; P =.028), and not in the mid and late periods (HR, .92;
95% (I, .61 to 1.37; P = .67 and HR, .79; 95% (I, 40 to 1.58;
P =51, respectively).

Overall Survival

After adjusting for recipient age, recipient sex, presence of
ABO-major mismatch, disease, disease risk, and GVHD pro-
phylaxis, we again confirmed that survival in the HR-MM
group was significantly inferior to that in the LR-MM group
(HR, 1.46; 95% (I, 1.06 to 2.01; P = .019) in the early time
period, whereas there was no significant difference between
the MUD and LR-MM groups (HR, .86; 95% CI, .73 to 1.01;
P = .063) (Table 3). On the other hand, the difference in
survival between the HR-MM and LR-MM groups was not
statistically significant in the mid and late time periods (HR,
1.06; 95% Cl, .75 to 1.48; P =.75 and HR, .82; 95% (I, .42 to
1.62; P = .58, respectively). The difference in survival be-
tween the MUD and LR-MM groups was consistent among
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Figure 4. The cumulative incidence of grade Il to IV acute GVHD (A) and adjusted overall survival (B) grouped according to the HLA mismatch loci between the donor
and recipient in the mid or late time period. AB-HR MM, high-risk mismatch at the HLA-A or -B locus; C-HR MM, high-risk mismatch at the HLA-C locus; DR-HR MM,
high-risk mismatch at the DRB1 locus; LR-MM, low-risk mismatch; MUD, matched unrelated donor.

the 3 time periods but statistically significant only in the mid
period (HR, .83; 95% Cl, .69 to .98; P =.032). Figure 2 shows
the overall survival curves grouped according to the HLA-
mismatch groups in each time period, adjusted for other
significant factors by the mean of covariates method.

Disease-specific Effects of HR-MM in the Early Period

- The number of patients with CML was significantly higher
in the early period than in the mid and late periods. There-
fore, we evaluated the disease-specific impact of HR-MM in
the early period. As shown in Figures 3A and B, the presence
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of HR-MM had an adverse impact on overall survival only in
patients with CML, although HR-MM showed a similar
adverse impact on the incidence of grade IIl to IV acute GVHD
regardless of the underlying disease (Figure 3C, D). Of the 24
CML patients who died after HSCT with HR-MM, 23 died
without relapse of CML, and 10 of these patients died
without grade III to IV acute GVHD.

Impact of HR-MM at Each Locus
To evaluate the impact of HR-MM at each locus in the mid
and early periods, we combined the 2 periods together to
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Figure 5. The cumulative incidence of grade Il to IV acute GVHD (A) and adjusted overall survival (B) grouped according to the HLA mismatch between the donor and
recipient in the mid or late time period. 1HR-MM, 1 high-risk mismatch; 1LR-MM, 1 low-risk mismatch; 2LR-MM, 2 low-risk mismatches; 2MM with HR, 2 allele

mismatches including at least 1 HR-MM.
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increase statistical power because the impact of HR-MM on
acute GVHD and survival tended to be similar in these 2 time
periods. The presence of HR-MMs at the HLA-A/B (HLA-A or
-B), HLA-C, and HLA-DRB1 loci was not associated with
significantly different survival compared with the LR-MM
group (HR, 1.23; 95% CI, .76 to 1.98; P = .41; HR, .96; 95% (I,
.65 to 1.44; P = .86; and HR, .95; 95% (I, .45 to 2.02; P = .89,
respectively. Figure 4A). However, the incidence of grade Il
to IV acute GVHD was higher in patients who had HR-MM at
the HLA-A/B locus than in those with LR-MM, although this
difference was not statistically significant (HR, 1.78; 95% (I,
.86 to 3.66; P =.12; HR, .63; 95% (I, .28 to 1.41; P =.26; and
HR, .69; 95% (I, .15 to 3.12; P = .63 for HLA-A/B, HLA-C, and
HLA-DRB1, respectively.) (Figure 4B).

Comparison of One HR-MM and Two LR-MMs

To evaluate whether a donor with 1 HR-MM or a donor
with 2 LR-MMs should be preferred, we added patients with 2
LR-MMs and those with 2 allele mismatches including at least
.1 HR-MM to the dataset, and we compared the outcome of
HSCT from these donors with that of HSCT from a donor with
1 LR-MM as a reference in the combined mid and late periods.

The presence of 2 LR-MMs was associated with a signifi-
cantly higher incidence of grade Ill to IV acute GVHD (HR, 1.44;
95% CI,1.04 to 2.00; P =.030), but the impact of 1 HR-MM was
not statistically significant (HR, .94; 95% (I, .56 to 1.59; P =.83)
(Figure 5A). However, the impact of 2 LR-MMs was not asso-
ciated with inferior survival. The HR for survival of 1 HR-MM
and 2 LR-MMs were 1.05 (95% Cl, .78 to 1.42; P=.75) and 1.12
(95% CI, .90 to 1.39; P = .33), respectively (Figure 5B).

On the other hand, the presence of 2 allele mismatches
including at least 1 HR-MM was associated with an extremely
poor outcome; HR, 3.61 (95% (I, 1.96 to 6.66; P < .001) for
grade Il to IV acute GVHD and HR, 2.02 (95% (I, 1.25 to 3.26;
P = .0040) for overall survival. These results suggested that
the impact of HR-MM may change according to the presence
or absence of an additional allele mismatch. In fact, there was
a statistically significant interaction between the presence of
HR-MM and the presence of an additional allele mismatch
(P = .020). The likelihood ratio test revealed that the prog-
nostic value of Fine and Gray's proportional hazards model
for acute GVHD was significantly improved by adding the
interaction term to the model (P =.024).

DISCUSSION

In this study, we reevaluated the clinical impact of
HR-MMs in unrelated HSCT. We confirmed that the presence
of HR-MMs was associated with a significantly higher inci-
dence of grade Il to IV acute GVHD and significantly inferior
survival in the early transplantation time period. However,
in the mid and late periods, ie, after 2002, there was no
statistically significant difference in overall survival or the
incidence of grade 1II to IV acute GVHD between patients
with HR-MM:s and those with LR-MMs. The methods used for
the statistical analyses were somewhat different than those
in a previous study, but this is not the major reason for the
different results, as the significant impact of HR-MMs on
survival and acute GVHD was reproduced in the early time
period. Another possible explanation is a bias caused by the

availability of information about HR-MMs. After the publi- -

cation of a paper that reported the importance of HR-MM,
physicians may have tended to intensify prophylaxis
against GVHD in unrelated HSCT with HR-MMs, and, thereby,
the impact of HR-MMs might have become less significant.
However, this is not the case because the impact of HR-MMs
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was already not apparent in the mid time period, before the
paper was published. We also considered that the difference
in the underlying disease might have influenced the effect of
HR-MMs. The proportion of patients with CML decreased
from 30.7% in the early period to 10.4% and 3.6% in the mid
and late periods, respectively. Therefore, we analyzed the
impact of HR-MMs grouped according to the underlying
disease in the early period. The effect of HR-MM:s on survival
was observed only in patients with CML (Figure 3A,B).
However, HR-MMs had an adverse effect on the incidence of
grade III to IV acute GVHD regardless of the underlying dis-
ease (Figure 3C,D). Therefore, the different effects of HR-MMs
on the incidence of grade III to IV acute GVHD among the
time periods could not be explained solely by the underlying
diseases. We could not clarify the reason for this different
effect, but the changes in the transplantation procedure, in-
cluding prophylaxis against GVHD, might have reduced the
clinical impact of HR-MM. In fact, the incidence of grade IIl to
IV acute GVHD decreased from 42.6%, 16.8%, and 14.5% in the
HR-MM, LR-MM, and MUD groups, respectively, in the early
time period to 17.6%, 17.7%, and 10.6% in the mid or late
period. Improved survival in patients who developed severe
acute GVHD might also reduce the effect of HR-MMS on
survival. The 1-year survival in patients who developed
grade Il to IV acute GVHD improved from 32.1% in the early
period to 44.4% in the mid and late time periods. This change
may have resulted from the progress in supportive care,
including strategies against fungal or viral infections.

Another important finding is that the impact of HR-MM
was significantly enhanced by the presence of an additional
allele mismatch in the mid and late time periods. This fact
may be explained by a hypothesis that the HR-MM biologi-
cally increases the graft-versus-host (GVH) reaction, but the
recent improvement in GVHD prophylaxis has masked its
effect, if HR-MM exists as a single allele mismatch, whereas
the adverse impact of HR-MM is not suppressed even by
recent methods of GVHD prophylaxis when an additional
allele mismatch is present. Based on these findings, inter-
action terms should be incorporated into the statistical
model when the impact of HR-MMs is analyzed in datasets
that include HSCT with multiple allele mismatches.

A major limitation of this study is the small number of
patients with HR-MMs, especially in the late time period. We
cannot deny the possibility that an important effect of
HR-MMs might be overlooked because of the poor statistical
power. The lack of a significant difference in the incidence of
grade III to IV acute GVHD between unrelated HSCT with
HR-MMs at the HLA-A/B locus and HSCT with LR-MM should
be interpreted with caution, because of the small number of
patients. Furthermore, it was impossible to evaluate the
effect of each mismatch combination, as the number of
patients with each mismatch combination was most often
fewer than 10. HR-MMs associated with at least a 20% inci-
dence of grade Il to IV acute GVHD in the mid and late
periods included A*0206-A*0201 (4 of 14), A*0206-A*0207
(3 of 4), B*1501-B*1507 (1 of 1), C*0801-C*0303 (4 of 15), and
C*1402-C*0304 (1 of 5), but the number of patients in each
pair was too small to draw any definitive conclusions.

When we consider the impact of HR-MMs, especially at
the HLA-C locus, we should also consider the effect of a killer
immunoglobulin-like receptor ligand (KIR) mismatch [13,14].
Among the 50 patients with HR-MMs at the HLA-C locus in
the mid and late periods, 20 had a KIR mismatch in the GVH
direction, whereas 30 did not. The incidence of grade Ill to IV
acute GVHD was 5% and 16.7%, respectively, but this
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difference was not statistically significant (P = .24). The
incidence of grade III to IV acute GVHD in the 21 patients who
had LR-MMs and a KIR mismatch in the GVH direction was
15.0%. We could not conclude that a KIR mismatch had an
impact in this study because of the small number of patients
with a KIR mismatch in the GVH direction.

We should note that the results of the current study are
applicable to patients who receive bone marrow graft after a
myeloablative conditioning regimen. The impact of HR-MMs
may change according to the stem cell source or the condi-
tioning regimen. Therefore, further analyses are required
to evaluate the impact of HR-MMs in peripheral blood
stem cell transplantation and reduced-intensity conditioning
transplantation.

In conclusion, this retrospective study revealed that the
clinical impact of HR-MMs became less significant after
2002. Although HR-MMs may have a biological impact, their
effect may be controlled by recent methods for GVHD pro-
phylaxis when they exist as a single allele mismatch. It may
still be prudent to avoid a donor with HR-MMs, especially at
the HLA-A or -B locus, if a donor with the other mismatch
combination is available. However, in the absence of MUD or
an unrelated donor with a LR-MM, a donor with a single HR-
MM could be a viable option for unrelated HSCT, and it is
preferred over a donor with 2 LR-MMs. In addition, we
should be aware that the clinical impact of risk factors may
change over time periods, and therefore, we should repeat-
edly confirm the validity of risk factors.
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Adiponectin has been shown to play a critical role in immunity. Recently, we reported that the
adiponectin levels after allogeneic stem cell transplantation were higher in recipients with
chronic graft-versus-host disease (cGVHD). However, the effects of adiponectin on extracel-
lular matrix (ECM) and regulatory factors in dermal fibroblasts remain unclear. We compared
the messenger RNA (mRNA) levels of collagen typel (COL1A), fibronectin 1 (FN1), matrix
metalloproteinase (MMP)1, MMP3, tissue inhibitor of metalloproteinase (TIMP)1, TIMP3,
transforming growth factor-g (TGF-8), and TGF-B receptor 2 (TGF-BR2) in human normal
dermal fibroblasts cultured with and without adiponectin, and we assessed the degree of syn-
‘thesis of ECMs by immunofluorescent microscopy. Furthermore, we also assessed these mRNA
levels after blocking of TGF-BR2. Adiponectin induced higher mRNA levels of FN1, MMP1,
MMP3, TIMP1, TIMP3, and TGF-BR2 in a dose-dependent manner, but did not significantly
affect COL1A or TGF-pB. In addition, adiponectin was shown to upregulate FN1, MMPs, and
TIMPs after blocking of TGF-BR2. Immunofluorescent microscopy revealed that adiponectin
promoted a greater synthesis of ECMs than in the control in vitro. The finding that adiponectin
upregulated ECM-associated factors might mean that high levels of adiponectin could modu-
late dermal fibrosis was observed in recipients with ¢cGVHD. Further basic investigation is
warranted to elucidate whether the adiponectin-pathway could be a target for the treatment
of sclerotic cGVHD. © 2014 ISEH - Society for Hematology and Stem Cells. Published
by Elsevier Inc.

Allogeneic stem cell transplantation (SCT) is an important
curative treatment for hematologic diseases. However, SCT
is associated with many adverse complications, including
graft-versus-host disease (GVHD). GVHD is thought to be
the result of alloreactive and autoreactive interactions among
donor T and B cells, host antigen-presenting cells, and host
tissues [1-3]. In particular, chronic GVHD (cGVHD) signif-
icantly impairs the recipient’s quality of life [4,5]. The
detailed mechanism of ¢cGVHD has not been elucidated,
although previous reports have investigated various bio-
markers for cGVHD [6]. Almost all these biomarkers were
shown to be inflammatory cytokines, such as tumor necrosis
factor o, soluble interleukin-2 receptor, and soluble B cell
activation factor, which are associated with the activation

Offprint requests to: Yoshinobu Kanda, M.D., Ph.D., Division of Hematol-
ogy, Saitama Medical Center, Jichi Medical University, 1-847, Amanuma-cho,
Omiya-ku, Saitama 330-8503, Japan; E-mail: ycanda-tky @umin.ac.jp

or inhibition of immune cells, including T and B cells
[2,7-9]. However, few reports have focused on other endo-
crine substances in the view of pathophysiology of cGVHD.

Recently, it has been revealed that adiponectin, an adipo-
kine that is secreted by adipose tissues, plays an important
role in immunity and inflammation [10-15]. Adiponectin
is thought to exist in a globular isoform, trimers, and
middle-/high-molecular-weight (MMW/HMW-) multimers.
AdipoR1, AdipoR2, and T-cadherin have been identified as
specific receptors for each, respectively [16]. The functions
of adiponectin are diverse and may depend on the target
organ and its isoforms [16,17].

We recently reported that high levels of HMW-adiponectin
were observed after SCT in recipients who suffered from
c¢GVHD, and were associated with the severity of cGVHD
[18]. However, it is still unclear whether the increase in
HMW-adiponectin is a primary or secondary event, as is

0301-472X/$ - see front matter. Copyright © 2014 ISEH - Society for Hematology and Stem Cells. Published by Elsevier Inc.
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the role that HMW-adiponectin plays in the pathophysiology
of ¢cGVHD. We hypothesized that HMW-adiponectin might
have fibrotic or antifibrotic effects on dermal fibroblasts,
because skin fibrosis is a major symptom of cGVHD. Skin
and organ fibrosis are both defined as the excessive deposition
and accumulation of extracellular matrix (ECM), including
collagen type 1 and fibronectin [19]. This ECM is produced
by dermal fibroblasts, and is known to be increased in sclero-
derma [20]. The ECMs produced by fibroblasts are regulated
by matrix metalloproteinase (MMP), which can degrade
ECMs, and by tissue inhibitor of metalloproteinase (TIMP),
which can inhibit the activity of MMPs. Therefore, MMPs
might improve fibrosis, whereas TIMPs might accelerate
the deposition of ECMs and fibrosis [19]. Both MMPs and
TIMPs are also produced by fibroblasts.

To date, there has no thorough investigation of the effects
of HMW-/MMW-adiponectin on ECM, MMPs, and TIMPs
in dermal fibroblasts. Therefore, we assessed the changes in
the gene expression of ECMs and regulatory factors,
including transforming growth factor (TGF), MMPs and
TIMPs, with or without MM W-/HMW-adiponectin in normal
dermal fibroblasts in vitro.

Methods

Fibroblast culture

A skin sample was obtained during plastic surgery with informed
consent. Superficial dermal samples were incubated with 0.25%
trypsin and 0.02% ethylenediaminetetraacetic acid (EDTA) in
phosphate-buffered saline (PBS) for 16-24 hours at 4°C, and the
epithelium was separated from the superficial dermal sample.
Next, human fibroblasts were isolated and cultured for explant
at 37°C under a humidified atmosphere of 5% CO, in fibroblast
growth medium including Dulbecco’s modified Eagle’s medium
with 10% fetal calf serum and 0.6 mg/mL glutamine. Approxi-
mately 3 weeks later, primary cultures were subcultured. These
dermal fibroblasts derived from a normal subject were used for
all experiments during 7-12 passages.

Human recombinant HMW-/MMW-oligomer-rich adiponectin
was purchased commercially (BioVendor, Asheville, NC, USA).
Fibroblasts were cultured in a humidified atmosphere of 5% CO, at
37°C until subconfluence, and harvested with 0.025% trypsin and
0.01% EDTA. At day -1, 5,000 fibroblasts/cm? were seeded in
each well of an IWAKI 24-well plate in M106 medium (Kurabo,
Osaka, Japan) containing 2% fetal bovine serum with 10 pg/mL
gentamicin and 0.25 pg/mL amphotericin. After 24 hours (at day 0),
each well was washed with PBS and exchanged for 0.5 mL of fresh
M106 medium with or without HMW-/MMW-adiponectin.

For the time-dependent assessment, 0 or 10 pg/ml of HMW-/
MMW-adiponectin was added to control and target wells, respec-
tively. Fibroblasts were collected at 0, 24, 48, and 72 hours after
the addition of adiponectin.

For the dose-dependent assessment, 0, 1, 5, 10, or 20 pg/mL of
HMW-/MMW-adiponectin was added to each well. Fibroblasts
were collected 3 days after the addition of adiponectin. The adipo-
nectin level in normal subjects is considered to range between
2 and 10 pg/ml [11,16].

Furthermore, we compared the gene expression of ECMs,

MMPs, and TIMPs under TGF-f receptor 2 (TGF-pR2)-blocked

conditions using 20 pg/ml of anti-human TGF-PR2 antibody
(R&D Systems, Minneapolis, MN, USA) and 20 pg/ml of
HMW-/MMW-adiponectin. A dose of 1020 pg/mL of antihuman
TGF-BR2 antibody has often been used for the neutralization of
TGF-pathways [21]. In the same manner as described earlier,
fibroblasts were collected 3 days after cytokine administration.

The targets and controls each included two or three wells. '

Messenger RNA extraction, complementary DNA synthesis,

and quantitative real-time reverse-transcript polymerase chain
reaction

After fibroblasts were collected, messenger RNA (mRNA) extrac-
tion and complementary DNA (cDNA) synthesis were performed
using an RNAspin mini RNA isolation kit (GE Healthcare, Tokyo,
Japan) and SuperScript III First-Strand Synthesis SuperMix for
gRT-PCR (Life Technologies, Tokyo, Japan) according to the
respective manufacturer’s instructions. We then performed quanti-
tative real-time reverse-transcript polymerase chain reaction
(qRT-PCR) using Tagman Universal Master Mix II (Life Technolo-
gies, Tokyo, Japan) according to the manufacturer’s instructions.
All specific primers and probes for targets and internal control genes
were purchased from Life Technologies (Tokyo, Japan): T-cadherin
(Hs00169908_m1*), fibronectin 1 (FN1) (Hs01549976_ml*),
collagen type I alpha 2 (COL1A2) (Hs00164099_m1*), TIMP-1
(Hs00171558_m1*), TIMP-3 (Hs00165949_ml1*), MMP-1
(Hs00899658_mi*), MMP-3 (Hs00968305_ml1*), TGF-f1
(Hs99999918_m1), and TGF-BR2 (Hs00234253_ml1*). B-actin
(433762F) was used as an internal control. All gRT-PCR procedures
were performed with a 7900HT FAST Real Time PCR system (Life
Technologies, Tokyo, Japan). Relative transcripts were determined
by the following formula; 27CT target - CT controh)

Immunofluorescent microscopy

Observations of ECMs in vitro were performed by immunofluores-
cent microscopy as described in previous reports [22-24]. At day
-1, 5,000 fibroblasts/cm® were seeded on cover glasses in
IWAKI 35 mm dishes with M106 medium (Kurabo, Osaka, Japan)
containing 2% FBS. After 24 hours (day 0), each dish was washed
with PBS and exchanged for fresh M106 medium without any cy-
tokines, with 20 ng/mL of TGF-§ or 20 pg/mL of HMW-/MMW-
adiponectin. At day 4, cells were washed with PBS and fixed with
3.3% formaldehyde of CellFIX (BD Biosciences, Tokyo, Japan)
for 15 minutes and 0.5% triton X (Nacalai Tesque, Kyoto, Japan)
for 5 minutes. After three washes with PBS, the samples were
blocked with PBS containing 2% FBS for 30 minutes. After three
washes with PBS, the samples were incubated with primary anti-
bodies of anti-fibronectin IgG produced in rabbit (1:200 in PBS;
F3648; Sigma, Tokyo, Japan) and anti-collagen typel IgG pro-
duced in mouse (1:1000 in PBS; C2456; Sigma) at 4°C for
4 hours. After three washes with PBS, anti-rabbit IgG produced
in chicken AlexaFluor488 (A21441; Life Technology) and anti-
mouse IgG produced in donkey AlexaFluor594 (A21203; Life
Technologies) were added (1:500 in PBS for each) and incubated
for 30 minutes. ProLong Gold Antifade Reagent with 4,6~ diami-
dino-2-phenylindoldilactate (Life Technologies, Tokyo, Japan)
was added to each sample after three - washes with PBS. Images
were obtained by laser confocal microscopy (Fluoview Systems
FV500; Olympus, Tokyo, Japan).
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Immunohistochemistry analysis of skin

Immunohistochemistry (IHC) analyses for fibronectin, MMP-1,
MMP-3, TIMP-1, TIMP-3, and TGF-BR2 were performed using
formalin-fixed, paraffin-embedded skin samples of a healthy sub-
ject and a patient with cGVHD of the skin. In addition, we exam-
ined monocyte chemotactic protein-1 (MCP-1) as a representative
of proinflammatory cytokines, because it is known to be induced
by adiponectin in autoimmune arthritis [11,12]. The samples of
a healthy subject were purchased commercially from ILSBio
(Chestertown, MD, USA). The skin samples of cGVHD-involved
and noninvolved regions were obtained from an autopsy of a pa-
tient with skin cGVHD who received steroid administration for
3 years for GVHD and finally died of sepsis-induced thrombotic
thrombocytopenic purpura.

Sections (4 um each) were deparaffinized with xylene and
ethanol. Next, the sections were treated with 0.125% trypsin at
37°C for 10 minutes for fibronectin, high pH 9.0 in Tris-EDTA so-
lutions at 97°C for 40 minutes for MMP-3 and TGF-BR2, and low
pH 6.0 in citric acid solutions at 97°C for 40 minutes for MMP-1,
TIMP-1, TIMP-3, and MCP-1, respectively. Next, they were incu-
bated with primary antibodies at room temperature for 30 minutes
in the following dilutions: anti-fibronectin IgG produced in rabbit
(1:800, F3648; Sigma), anti-MMP-1 IgG produced in rabbit
(1:400, GTX100534; Genetex, Irvine, CA, USA), anti-MMP-3
IgG produced in rabbit (1:1000, GTX100723; Genetex), anti—
TIMP-1 IgG produced in mouse (1:200, MS-606-p0; LVC, Fre-
mont, CA, USA), anti-TIMP-3 IgG produced in rabbit (1:400,
LLC250885; Abbiotec, San Diego, CA, USA), anti-TGF-BR2
IgG produced in ‘rabbit (1:400, LLC250880; Abbiotec), and
anti-MCP-1 IgG produced in rabbit (1:400, 500-P34; Peprotech
Rocky Hill, NJ, USA). Thereafter, using EnVision Flex detection
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system (DAKO, Tokyo, Japan) with Autostainer Link48 (DAKO),
the secondary reactions were performed according to the manufac-
turer’s instructions. After peroxidase blocking for 5 minutes, the
sections were treated by EnVision FLEX polymer (DAKO). The
nuclei were stained with hematoxylin. These views were obtained
with Nano Zoomer 2.0RS (Hamamatsu Photonics, Hamamatsu,
Japan) and NDP.view2 (Hamamatsu Photonics).

Statistical analysis

Student ¢ test and analysis of variance followed by post hoc Tukey
multiple comparisons were used for comparisons of mRNA
expression in fibroblasts. In addition, the Jonckheere-Terpstra
test was used to assess dose dependency. Statistical significance
was defined as a two-tailed p < 0.05. All statistical analyses
were performed with EZR (Saitama Medical Centre, Jichi
Medical University; http://www.jichi.ac.jp/saitama-sct/SaitamaHP.
files/statmedEN.html) [44], which is a graphical user interface
for R (The R Foundation for Statistical Computing, version
2.13.0). More precisely, it is a modified version of R commander
(version 1.6-3) that was designed to add statistical functions that
are frequently used in biostatistics. This study was approved by
the institutional review board of Jichi Medical University.

Results

Expression of T cadherin in fibroblasts

The expression of T-cadherin, the receptor of HMW-/
MMW-adiponectin, is known to differ according to the
target organ [25]. Therefore, we first confirmed that T-cad-
herin is expressed in human dermal fibroblasts (Fig. 1A

B T-cadherin
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Figure 1. Comparisons of the relative transcripts of T-cadherin. Comparisons of the expression of T-cadherin evaluated by gRT-PCR (A) in a time-
dependent manner at 0, 24, 48, and 72 hours after 0 or 10 pg/mL of high- or middle-molecular-weight adiponectin administration and (B) in a dose-
dependent manner 3 days after adiponectin administration (0, 1, 5, 10, or 20 pg/mL). The comparisons are shown between target and control cells.

*p < 0.05; ¥*p < 0.01; ¥**p < 0.005.
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and B). The expression of T-cadherin at 48 and 72 hours
after HMW-/MMW-adiponectin administration was higher
than that in controls (Fig. 1A), and this effect was dose
dependent (P < 0.0001, Jonckheere-Terpstra test;
Fig. 1B).
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Time- and dose-dependent effects of HMW-/MMW-
adiponectin on gene expression in normal dermal
fibroblasts

Extracellular matrix expression. Next, we assessed the effect
of HMW-/MMW-adiponectin on gene expression for FN1
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Figure 2. Comparisons of the relative transcripts of extracellular matrix. Comparisons of the expression of extracellular matrix evaluated by qRT-PCR for
(A, B) fibronectin 1 (FN1) and (C, D) collagen typel alpha2 (COL1A2)—(A, C) in a time-dependent manner at 0, 24, 48, and 72 hours after 0 or 10 pg/mL of
high- or middle-molecular-weight adiponectin administration and (B, D) in a dose-dependent manner 3 days after adiponectin administration (0, 1, 5, 10, or
20 pg/mL). The comparisons are shown between target and control cells. *p < 0.05; **p <0.01; ***p < 0.005.
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Figure 3. Comparisons of the relative transcripts of metalloproteinase families. Comparisons of the expression of metalloproteinase families evaluated by quan-
titative real time polymerase chain reaction for (A, B) MMP-1, (C, D) MMP-3, (E, F) TIMP-1, and (G, H) TIMP-3—(A, C, E, G) in a time-dependent manner at
0,24, 48, and 72 hours after 0 or 10 pg/mL of high- or middle-molecular-weight adiponectin administration and (B, D, F, H) in a dose-dependent manner 3 days
after adiponectin administration (0, 1, 5, 10, or 20 pg/mL). The comparisons are shown between target and control cells. *p < 0.05; **p < 0.01; ***p < 0.005.

and COL1A2. The expression of FN1 was 2.0-, 1.8-, and 4.0- dent: 1.4-,3.0~,4.7-, and 7.8-fold higher than that in the control
fold higher than that in controls at 24, 48, and 72 hours after ~ for fibroblasts cultured with 1, 5, 10, and 20 pg/mL of adipo-
administration, respectively (Fig. 2A). The effect of HMW-/ nectin, respectively (p < 0.001, Jonckheere-Terpstra test;
MMW-adiponectin on the expression of FN1 was dose depen- Fig. 2B). On the other hand, there was no difference in the
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Figure 3. (continued).

expression of COL1A2 between fibroblasts with and without
HMW-/MMW-adiponectin (Fig. 2C and D).

Metalloproteinase expression. Among metalloproteinase
families, we measured the gene expression of MMP-1,
MMP-3, TIMP-1, and TIMP-3 because the expression

of MMP-1, MMP-3 and TIMP-1 is known to be associated
with dermal fibrosis in patients with systemic sclerosis [26].
In addition, TIMP-1 and TIMP-3 are highly expressed in
skin involvement of GVHD [27].

The expression of MMP-1 in fibroblasts with HMW-/
MMW-adiponectin increased in a time-dependent manner,
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A Negative Control

Anti-fibronectin Anti-collagen type1 Merged view
Figure 4. Immunofluorescent microscopy of fibroblasts. Microscopic views 4 days after cytokine administration: (A) a control sample without cytokines, (B) with

20 ng/mL of TGF-B1, and (C) with 20 pg/mL of high- or middle-molecular weight-adiponectin. Green (right), red (middle), and blue (all) signals indicate
anti-fibronectin, anti-collagen type 1, and nuclei of cells, respectively. Images on the right are combinations of the other images. Scale bars, 200 pum.

whereas MMP-1 expression in fibroblasts without HMW-/ 7.0-, 15.4-, and 32.6-fold higher in wells with 1, 5, 10,

MMW-adiponectin increased 24 hours after administration and 20 pg/mL adiponectin, respectively (p < 0.001, Jonck-
and then decreased (Fig. 3A). The expression of MMP-1 heere—Terpstra test; Fig. 3B). The effect of HMW-/MMW-
was dose-dependently higher than that in controls: 5.1-, adiponectin on the expression of MMP-3 in fibroblasts
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