
Poiret et al. BMC Immunology 2014, 15:25
http://www.biomedcentral.com/1471-2172/15/25
RESEARCH ARTICLE Open Access
Reduced plasma levels of soluble interleukin-7
receptor during graft-versus-host disease (GVHD)
in children and adults
Thomas Poiret1, Lalit Rane2, Mats Remberger1,3, Birgitta Omazic1,3, Åsa Gustafsson-Jernberg4,
Nalini Kumar Vudattu5, Raija Ahmed6, Ingemar Ernberg2, Jacek Winiarski4, Isabelle Magalhaes1, Olle Ringden1,3

and Markus Maeurer1,3,7*
Abstract

Background: Interleukin 7 (IL-7) signals via the IL-7 receptor (IL-7R) and drives homeostatic T-cell proliferation in
patients after allogeneic hematopoietic stem cell transplantation (aHSCT).

Purpose: We performed a prospective study in adults (n = 33) and children (n = 29) undergoing aHSCT measuring
plasma IL-7 and soluble IL-7R (sIL-7R) concentrations between 1 and 12 months after HSCT in order to investigate
the link between sIL-7R and clinical events after aHSCT.

Results: sIL-7R, but not IL-7, increased with time after HSCT in plasma from all patients enrolled in the study. sIL-7R
values were higher at 2, 3, and 6 months (p < 0.01) if the donor was a sibling as compared to an unrelated donor.
Increased sIL-7R levels were also identified in plasma from patients who were not treated with anti-thymocyte
globulin (ATG). Low sIL-7R was associated with any grade of acute graft-versus-host disease (GVHD) at 2 and
6 months (p = 0.02) and with a positive CMV PCR at 2 months after HSCT (p < 0.05). Patients with cytomegalovirus
(CMV) reactivation had increased IL-7 values at 2 and 3 months (p = 0.02) after HSCT. In multivariate analysis, lower
sIL-7R levels were associated with acute GVHD (relative hazard (RH): 0.70, p > 0.01) and sibling donors (RH: 2.23,
p = 0.004). Recipients of sibling grafts showed high levels of IL-7 (RH: 1.38, p < 0.05) and bone marrow recipients
had low IL-7 levels (RH: 0.73, p = 0.04).

Conclusions: Measurement of the sIL-7R/IL-7 axis will help in guided immune monitoring after HSCT and guided
interference with sIL-7R may be explored in GVHD management.
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Background
Interleukin-7 (IL-7) is a key cytokine in allogeneic stem
cell transplantation (aHSCT) and drives homeostatic,
extrathymic T-cell expansion in lymphopenic hosts [1]. IL-
7 may also promote expansion of alloreactive T-cells that
mediate graft-versus-host disease (GVHD) [2]. Elevated
IL-7 levels in serum have been shown to be associated
with acute GVHD [3,4]. Several cell types have been de-
scribed to contribute to IL-7 production, e.g. stromal cells
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[5], macrophages [6], B-cells [7] and thymic epithelial cells.
Several conditions may impair IL-7 production, including
infections associated with tissue damage of stromal cells,
the fibroblastic reticular network (FRC) [8] and cytotoxic
therapies in the course of anti-cancer treatment or in con-
ditioning regimens for HSCT. Murine studies have shown
that radiation, provided in the course of HSCT, can result
in reduced thymic stromal IL-7 production [9]. However,
it has not been unequivocally proven that thymus-derived
IL-7 contributes substantially to systemic IL-7 levels. IL-7
is consumed by the pool of available immune cells ex-
pressing the heterodimeric IL-7 receptor (IL-7R, CD127)
along with the common gamma chain (CD132) [1,3]. Ex-
pression of the IL-7R on T-cells is associated with T-cell
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Table 1 Summary of patient characteristics

Characteristics N = 61

Age 18 (<1–65)*

Children (<18 y) 29

Sex (M/F) 38/23

Diagnosis:

Non-malignant 13

Acute myeloid leukemia/Acute lymphoid leukemia 12/13

Chronic lymphoid leukemia 4

Myelodysplastic syndrome 11

Other malignancies 8

Stage (early/late) 16/32

Donor age 26 (0–62)

Donor sex (M/F) 38/23

Donor

Sibling/HLA-identical, related 21

MUD 32

HLA-mismatched, unrelated 8

Conditioning

MAC/RIC 34/27

Chemo-based 38

TBI-based 23

ATG 47 (77%)

GVHD prophylaxis

CsA ± MTX 41

CsA + Prednisolon 3

Tacrolimus + Sirolimus 16

CsA + MTX + Cy 1

Stem cell source:

BM/PBSCs/CB 25/31/5

*Median [4].
Abbreviations: MUD matched unrelated donor, MAC myeloablative
conditioning, RIC reduced-intensity conditioning, TBI total body irradiation,
ATG anti-thymocyte globulin, GVHD graft-versus-host disease, CsA cyclosporine,
MTX methotrexate, Cy cyclophosphamide, BM bone marrow, PBSCs peripheral
blood stem cells, CB cord blood.
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differentiation and maturation, based on CD45RA and
CCR7 expression [10]. Precursor T-cells exhibited the
highest numbers of IL-7R molecules per cell and ter-
minally differentiated T-cells were found to express the
lowest number of IL-7R molecules per cell.
The role of IL-7 in immune reconstitution after HSCT is

multifaceted: it promotes thymopoiesis by driving develop-
ment of immature thymocytes [11,12]. Some reports have
suggested that IL-7 treatment leads to improved—but
transient—immune reconstitution [11] without increased
alloreactivity [13,14]. In contrast, other studies have shown
that IL-7 aggravates GVHD [2] and that subsequent block-
ade of the alpha chain of the IL-7R may prevent GVHD
[15]. The situation is even more complex, since the IL-7R
is not only available in the cell-membrane-bound format,
but also as a soluble form (sIL-7R). The soluble IL-7R
binds IL-7 with an affinity similar to that of the membrane
bound IL-7R [16], leading to sIL-7R-mediated inhibition of
IL-7 signaling in T-cells [17]. sIL-7R is not only generated
by shedding of membrane-bound receptors, it is also asso-
ciated with polymorphism in the IL-7R gene (rs6897932),
which leads to increased splicing in the transmembrane
domain of exon 6 in the 8-exon Il-7R gene [18-20] result-
ing in increased sIL-7R generation. This SNP has been as-
sociated with autoimmune diseases, i.e. type-I diabetes
mellitus [21] and rheumatoid arthritis [22]. IL-7R poly-
morphism has also been studied in adults after HSCT with
inconclusive results concerning SNP analysis of donors
[23] and recipients [24]. Up to now, the protein concentra-
tions of IL-7 combined with its receptor IL-7R have not
been measured in plasma from children and adults during
12 months after HSCT. We therefore designed a longitu-
dinal study to determine IL-7/IL-7R plasma levels in 61 in-
dividuals after HSCT and we investigated associations
between IL-7/IL-7R and clinical events after HSCT.

Methods
Patients and controls
The study involved 29 children and 32 adults (Table 1).
Forty-eight patients underwent HSCT for malignant disor-
ders, 16 patients were in first complete remission. 21 pa-
tients received grafts from HLA-identical sibling donors
and the remaining patients received grafts from matched
unrelated donors (n = 33), or HLA-mismatched unrelated
donors (n = 8). The sources of stem cells were bone mar-
row, peripheral blood stem cells, or in a few individuals,
cord blood transplants. Genomic HLA typing (MHC class
I and class II four-digit typing) was performed as described
previously [25]. IRB approval (Stockholm Ethical Commit-
tee South 2010/760-31/1) was in place. Peripheral blood
mononuclear cells (PBMCs) were from adult participants
(n = 32) and in the case of children (n = 29), consent was
obtained from their parents or legal guardians (on file at
CAST; Center for allogeneic stem cell transplantation).
Samples were obtained from 61 patients at 1, 2, 3, 6, and
12 months after HSCT and 26 controls (15 adults and 11
children). Plasma was obtained after centrifugation and
stored at -20°C; PBMCs were isolated from heparinized
blood over a ficoll hypaque gradient. The cells were pre-
served in liquid nitrogen using fetal bovine serum (FBS)
containing 10% DMSO.

HSCT regimen
Conditioning
Conventional myeloablative conditioning was given to
34 patients and consisted of cyclophosphamide (Cy) at
60 mg/kg for two days in combination with fractionated
TBI (FTBI) at 3 Gy/day for four days (n = 15), or



Poiret et al. BMC Immunology 2014, 15:25 Page 3 of 10
http://www.biomedcentral.com/1471-2172/15/25
busulphan (Bu) at 4 mg/kg/day for four days (n = 17)
[26]. Two patients received other protocols. Reduced-
intensity conditioning (RIC) was given to 27 patients
and consisted of fludarabine (Flu) at 30 mg/m2 for 3–6
days in combination with either Bu at 4 mg/kg/day for
two days (n = 7), FTBI at 3 Gy/day for two days and Cy
at 60 mg/kg/day for two days (n = 7), Cy at 30 mg/kg/
day for two days (n = 7), treosulphan at 12–14 g/m2/day
for 3 days (n = 5), or TBI (2 Gy) (n = 1).

GVHD prophylaxis and CMV PCR
Immunosuppressive treatment mainly consisted of cyclo-
sporine (CsA) in combination with a short course of
methotrexate (MTX) (n = 41), or tacrolimus and sirolimus
(n = 16) [27]. All patients with an unrelated donor or a
non-malignant disease received anti-thymocyte globulin
(ATG) (Thymoglobulin, Genzyme, Cambridge, MA) (n =
45) or alemzumab (Genzyme) (n = 2) for 2–4 days during
conditioning [28]. During the first month, blood CsA
levels were kept at 100 ng/mL in patients with malig-
nancies when a sibling donor was used and at 200–
300 ng/mL when an unrelated donor was used and also in
patients with non-malignant disorders regardless of the
donor. In the absence of GVHD, CsA was discontinued
after three to six months for patients with malignancies
and after 12–24 months for patients with non-malignant
disorders. Patients were monitored for CMV viral load
with a quantitative PCR on whole blood from the time of
engraftment weekly until day 100 after HSCT as published
previously. Later than three months after HSCT, weekly
monitoring was continued only in those patients who had
experienced CMV reactivation or had severe GVHD, while
the other patients were monitored at each visit to the
transplant center occurring every 2-3 weeks until 6 months
after HSCT. Pre-emptive antiviral treatment with either i.
v. ganciclovir 5 mg/kg BID or oral valganciclovir 900 mg
BID was given at the center’s chosen intervention limit >
1000 copies/mL blood. The duration of therapy was a
minimum of two weeks and was discontinued when the
CMV viral load was < 500 copies/mL [29,30].

Supportive care
All patients were kept in reversed isolation or they were
treated at home, as described in detail previously [31].

Statistical analysis
Differences between patient groups (i.e. children versus
adults) or within each group (i.e. comparing different
time points) were analyzed using Mann-Whitney U-test
or the Wilcoxon test using the Statistical software pro-
gram (version 10) and GraphPad Prism 4 software. In
the multivariate analysis of factors affecting the levels of
sIL-7R at different time points, multiple regression were
used. To determine whether there was any correlation
between CD127 (IL-7R) positive immune cells and sol-
uble IL-7R levels, we used linear regression analysis with
the GraphPad software.
Quantification of plasma IL-7 and IL-7R
IL-7 quantification was performed using the ELISA IL-7
Eli-pair (Cat. 851.680.010; Cell Sciences, Inc., Canton,
MA) according to the manufacturer’s protocol (standard
range between 200 and 3,125 pg/mL). Soluble CD127
was measured using an IL-7R ELISA; the anti-IL-7R
alpha chain-directed antibody R34.34 (anti-CD127 puri-
fied Ab, 1 μg/ml; Beckman Coulter Inc., Brea CA) served
as the capture antibody (50 μL/well) by incubation over-
night with plasma at 4°C. The recombinant human IL-7
R alpha/CD127 Fc Chimera (306-IR; R&D Systems, Min-
neapolis, MN) served as the standard (ranging between
0.78125 and 100 ng/mL). Standard and samples were in-
cubated for 4 h, followed by washing steps (PBS, 0.05%
Tween) as described earlier [16]. sIL-7R was detected
with a biotinylated anti-CD127 antibody (BAF306; R&D
Systems). Incubation was for 1 h at RT, followed by
washing as described above. Streptavidin-HRP was applied
(554066: BD Biosciences, Frankin Lakes, NJ) for 30 min,
with subsequent development using Tetramethylbenzidine
(TMB). The absorbance was read at 450 nm.
Flow cytometry
PBMCs (0.5 × 106 cells) were first stained with anti-CCR7
for 15 min at 4°C, followed by addition of the 10-color
antibody mix as described in detail previously [10]. The
PBMC-antibody mixture was incubated for 15 min at 4°C.
The anti-CD27 antibody was then added to the cells,
which were incubated at 4°C for 15 min, followed by
washing with 1 mL of PBS containing 0.1% BSA. The cell
pellet was resuspended in 200 μL of PBS (with 0.1% BSA)
and the cells were analyzed as described previously [10].
For analysis of PBMCs from children, frozen PBMCs

were thawed and 1 × 106 cells were incubated at 4°C for
15 min with the following antibodies: peridinin-chlorophyll-
protein complex- (PerCP-) conjugated anti-CD3 (SK7), allo-
phycocyanine 7- (APC-Cy7-) conjugated anti-CD8α chain
(SK1), phycoerythrincyanin 7- (PE-Cy7-) conjugated anti-
CCR7 (3D12) purchased from BD Biosciences (Stockholm,
Sweden), Krome Orange-conjugated anti-CD4 (13B8.2),
fluorescein isothiocyanate- (FiTC-) conjugated anti-CD8β
chain (2ST8.5H7), APC-Alexa Fluor 700-conjugated anti-
CD107a (H4A3), PE-Texas Red-conjugated anti-CD45RA
(2H4), APC-conjugated anti-CD127 (R34.34) purchased
from Beckman Coulter (Marseille, France), and Brilliant
Violet-conjugated anti-CD117 (104D2) purchased from
BioLegend (London, UK). After washing, flow cytometric
analysis was performed using a Navios flow cytometer
(Beckman Coulter, Miami, FL, USA) and data were
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analyzed by using FlowJo software (Tree Star Inc., Ashland,
OR; USA).

Results
Different dynamics of immune reconstitution in children
and adults after HSCT
sIL-7R and IL-7 were determined at different time points
after HSCT in biological material from thirty-two adults
and twenty-nine children (Table 1). The frequency of CD4+

cells (in CD3+ T-cells) between 1 and 12 months after
HSCT was 30% for adults after aHSCT (Figure 1), the fre-
quency of CD3+CD4+ T-cells was lower in children in
months 1–3 (first month, p = 0.01; second month, p =
0.003; and third month, p = 0.01) after HSCT as compared
to adult HSCT recipients. PBMCs from children also
showed a not-significant trend of a lower frequency of
CD3+CD8+ T-cells in PBMCs, compared to PBMCs from
adults, at months 1–3 after HSCT (Figure 1, bottom
panel) with a proportionate increase in CD3+CD4-CD8-

T-cells in PBMCs (data not shown). PBMCs from children
exhibited lower leukocyte counts than adults prior to
transplantation (p = 0.02). There were no significant differ-
ences in proportion of CD8+ cells between PBMCs from
children and before and after HSCT.
PBMCs from children showed a higher frequency of

the CD127+ (IL-7R+) subpopulation in CD4+ and CD8+

T-cells as compared to adults (Figure 2). The frequency
Figure 1 Immune reconstitution measured as absolute leukocyte cou
blood from adults and children. * = p < 0.05. Note that leukocyte counts
months after HSCT.
of CD127+CD3+ cells (total CD3+ T-cells) was lower at
6 months (p = 0.02) in adults as compared to children and
the median for the CD127+CD4+ T-cell population at
1 month after HSCT was 76.5% as compared to 23.7% in
adults (p < 0.05). A different situation was found to be true
for the frequency of the CD127+CD8+ population, which
was lower in PBMCs from adults at 2 months (p = 0.03), 3
(p = 0.02), 6 (p = 0.01), and at 12 months (p = 0.03) as
compared to children.

Dynamics of sIL-7R and IL-7 in adults and children after HSCT
The median sIL-7R protein content in plasma from
adults was 5.17 ng/mL at 1 month after HSCT, it in-
creased to 8.72 ng/mL at 12 months. In plasma from
children, the median sIL-7R protein concentration was
5.43 ng/mL at 1 month after HSCT and 7.46 ng/mL at
12 months (Figure 3). No significant differences in
plasma levels of sIL-7R or IL-7 were found in samples
from adults and children. Significant differences con-
cerning the sIL-7R in plasma from adults were seen at
3 months relative to 1 month (p = 0.03), 3 months re-
lative to 2 months (p = 0.04), 6 months relative to
2 months (p = 0.002) and 12 months relative to 2 months
(p = 0.03). In plasma from children, the sIL-7R protein
levels increased at 5–7 months (p = 0.02) and at 12–14
months (p = 0.03), relative to the first month after
HSCT. The median sIL-7R values in plasma from
nts (left figures) and CD4 and CD8 T-cell frequency after HSCT in
were available from children at the time of transplantation (0) and 1–3



Figure 2 Percentage of CD127+ (IL-7R+) T-cells in patients after HSCT. Blood was taken at different time points after HSCT and CD127
expression was analyzed by flow cytometry on CD3+, CD3+CD4+, and CD3+CD8+ T-cells in PBMCs from adults and children.
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controls (adults and children) were respectively 9.55 ng/mL
and 95.05 ng/mL (see online Additional file 1: Figure S1,
left panel).
In addition to the soluble IL-7R, we measured IL-7

protein values in plasma from adults and children after
aHSCT. The median IL-7 in plasma from adults was
7.36 pg/mL at 1 month versus 6.50 pg/mL at 12 months
after aHSCT. In plasma from children, the correspond-
ing values were 6.85 pg/mL and 31.05 pg/mL, respect-
ively (Figure 3). The median IL-7 plasma level for
controls (adults) was 4.70 pg/ml and 5.81 pg/mL (for
children; Additional file 1: Figure S1, left panel). Regres-
sion analysis showed no significant correlation between
sIL-7R and IL-7 values in plasma from patients (Additional
file 1: Figure S1, right panel).

Effect of donor age and conditioning on sIL-7R and IL-7
levels
Adults with stem cell donors above 30 years of age tend
to have higher sIL-7R values at 2 months than to those
receiving grafts from younger donors (p = 0.06). In con-
trast, adults with donors aged < 30 years had higher IL-7
levels at 6 months than those with older donors (p <
0.05, Additional file 2: Figure S2). Patients conditioned
with RIC exhibited lower sIL-7R values 1 month after
HSCT as compared to patients conditioned with MAC
(p = 0.03, Additional file 2: Figure S2). There were no
statistically significant differences between the patients
who received RIC and MAC regarding IL-7 levels.

Effect of donor, HLA-match, ATG, and stem cell source on
sIL-7R and IL-7 levels
sIL-7R values were higher at 2, 3 (p < 0.01) and 6 months
(p < 0.001) if the transplant was from an HLA-identical
sibling rather than a MUD (Figure 4). Plasma from recipi-
ents of HLA-mismatched grafts exhibited elevated sIL-7R
value at 12 months as compared plasma from recipients of
grafts from HLA-matched donors (p < 0.001) (Figure 4).
sIL-7R values were significantly higher at 2 and 6 months
after HSCT if the conditioning regimen did not contain
ATG (p < 0.05) (Additional file 3: Figure S3).
In plasma from children, sIL-7R levels were associated

with the stem cell source. Plasma from children who re-
ceived bone marrow grafts rather than peripheral blood
stem cell grafts showed increased sIL-7R levels at
3 months after HSCT (p = 0.04) (Additional file 3: Figure S3).
Patients treated with donor lymphocyte infusion (DLI)
had significantly higher sIL-7R levels 1 month after HSCT
than those who were not treated with DLI (Additional
file 3: Figure S3).



Figure 3 Levels of soluble Il-7R (sCD127, left figures) and IL-7 (right figures) in plasma from adults and children after HSCT. * = p < 0.05.
Plasma was obtained at different time points after HSCT and examined for IL-7 and sIL-7R by ELISA. Median levels are marked with a bar. sIL-7R
levels increased with time after HSCT (non-parametric Wilcoxon test). Differences in plasma from children: 2 months after aHSCT as compared to
1 month (p = 0.02), 3–4 months vs. 1 month (p = 0.04), 5–7 months vs. 1 month (p = 0.02) and 12–14 months vs. 1 month (p = 0.03).
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Association of sIL-7R and IL-7 with post-HSCT complications
We determined whether IL-7 or sIL-7R levels were asso-
ciated with clinically and biologically relevant events in
the course of HSCT in adults and children. Patients with
acute GVHD of grades I–IV had lower levels of sIL-7R
at 2 and 6 months after HSCT than those without any
acute GVHD (Figure 5).
Figure 4 sIL-7R levels after HSCT and analysis of clinical endpoints, i.e
[32] and HLA-match versus HLA-mismatch.
Plasma from patients with CMV infection exhibited
lower sIL-7R values at 2 months after HSCT as compared
to patients without CMV infection (p < 0.05). Plasma from
patients with CMV infection showed higher IL-7 protein
values at 2 and 3 months after HSCT than those without
CMV infection (p = 0.02) (Figure 5). Plasma from patients
with late-stage disease had higher IL-7 levels in the first
. type of donor (HLA-identical sibling (sib) or unrelated donor



Table 2 Multivariate analysis of factors affecting levels of
soluble IL-7 receptors (sIL7R) at different time points
after HSCT

Factor RH 95% CI p-value

1 month after HSCT

Sibling donor 1.23 0.95–1.61 0.13

aGVHD 0.76 0.58–0.99 < 0.05

2 months after HSCT

Sibling donor 1.31 1.01–1.70 < 0.05

CMV infection 0.83 0.64–1.08 0.17

aGVHD 0.70 0.55–0.90 < 0.01

3 months after HSCT

Sibling donor 2.23 1.34–3.71 0.004

aGVHD 0.91 0.70–1.20 0.50

ATG 1.66 0.99–2.78 0.06

6 months after HSCT

Sibling donor 1.86 1.21–2.86 < 0.01

aGVHD 0.77 0.58–1.04 0.09

ATG 1.30 0.83–2.04 0.26

12 months after HSCT

Sibling donor 1.30 0.97–1.74 0.09

HLA-Mismatch 2.12 1.59–2.82 < 0.001

Abbreviations: RH relative hazard, CI confidence interval, aGVHD acute graft-versus-
host disease, ATG anti-thymocyte globulin, CMV cytomegalovirus.
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month after transplantation as compared to patients with
early disease (p < 0.05) (Figure 5).

Multivariate analysis
In multivariate analysis of factors affecting the levels of
sIL-7R at one month after HSCT, we found that acute
GVHD was the only factor that affected sIL-7R levels
(Table 2). At 3 months after HSCT, there was a correl-
ation between the absence of acute GVHD and the use
of a sibling donor and higher levels of sIL-7R. At 3 and
6 months after transplantation, use of stem cells from
sibling donors was the factor that was most strongly cor-
related to higher levels of sIL-7R. At 12 months after
HSCT, there was a correlation between receipt of an
HLA-mismatched graft and high levels of sIL-7R.
In multivariate analysis of factors affecting IL-7 levels,

we found that late disease (beyond CR1) was associated
with higher levels of IL-7 and that the use of bone mar-
row as the stem cell source was associated with lower
levels of IL-7 at 1 month after HSCT. At 6 months after
transplantation, the use of stem cells from a sibling
donor was associated with higher levels of IL7 (Table 3).

Discussion
The motivation for examining soluble IL-7R after HSCT
was threefold. First, increased sIL-7R levels have been
shown to be associated with an increased risk of devel-
oping autoimmune responses [18] and we hypothesized
that altered levels of sIL7R may drive GVHD. Secondly,
Figure 5 Levels of sIL-7R and IL-7 after HSCT, cytomegalovirus (CMV) reactivation (CMV PCR positivity) versus no CMV infection/reactivation,
acute graft-versus-host disease (GVHD) grades I–IV versus no GVHD and stage of disease: early versus late.
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increased soluble IL-7R has been shown to bind free IL-
7 and to inhibit IL-7 signaling (and therefore immune
effector functions) in CD8+ T-cells from patients with
infections [33]; inhibition of IL-7, via binding to soluble
IL-7R, could potentially impact on GVHD development.
Thirdly, increased sIL-7R has been associated with im-
proved immune reconstitution and immune competence
in patients with HIV infection [34]. All three biological
scenarios, i.e. immune reconstitution, resistance to infec-
tion, and higher risk of developing autoimmune re-
sponses are clinically relevant after HSCT. Up to now, it
has not yet been well defined which cell type or tissue is
responsible for generating sIL-7R. The soluble IL-7R
could be generated by shedding from cells or by splicing
of the IL-7r associated with a polymorphism in the IL-
7R gene (rs6897932) [18-20].
Recipients of grafts from HLA-identical siblings showed

higher sIL-7R levels than recipients of grafts from URD
(unrelated donors) (Figure 4). This difference was not only
significant in the univariate analysis but also in the multi-
variate analysis at 2, 3, and 6 months and with a trend at
12 months after HSCT (Table 2). It is possible that minor
histocompatibility antigens (mHags) contributed to im-
mune reconstitution and increased sIL-7R levels after
HSCT. Poor immune reconstitution, including low sIL-7R
plasma levels, may be associated with increased risks for
infection in recipients of grafts from URD as compared to
recipients of HLA-identical sibling grafts [35].
Earlier studies showed a close correlation between CMV

infection and GVHD [36,37]. A significant finding in the
univariate and the multivariate analysis in the current
study was the decreased level of plasma sIL-7R in patients
with any grade of acute GVHD (Figure 5, Table 2). Acute
GVHD and also chronic GVHD have a profound effect on
immune functions after HSCT [38,39] including increased
risk of CMV infection: In the univariate analysis, patients
with CMV infection exhibited lower levels of sIL-7R at
2 months after HSCT as compared to patients without
CMV infection. This is the timeframe when most patients
experience CMV reactivation after HSCT. Immune re-
sponses to herpesviruses in general, and CMV infection in
particular may trigger acute GVHD. Not mutually exclu-
sive, GVHD, may also pave the way for CMV infection,
Table 3 Multivariate analysis of factors affecting levels of
soluble IL-7 at different time points after HSCT

Factor RH 95% CI p-value

1 month after HSCT

Late disease 1.32 0.99–1.76 0.07

BM 0.73 0.55–0.98 0.04

6 months after HSCT

Sibling donor 1.38 1.02–1.86 < 0.05

Abbreviations: RH relative hazard, CI confidence interval, BM bone marrow.
which delays immune recovery and increases risk of infec-
tions [40,41] after HSCT. sIL-7R and CMV infection was
not significant in the multivariate analysis, which may sug-
gest that GVHD is more important than CMV infection
leading to decreased sIL-7R plasma levels.
We also found a tendency of lower sIL-7R levels in

plasma from patients treated with ATG (Table 2). We
treat all recipients of unrelated bone marrow grafts with
ATG to prevent GVHD [42] at our center. In addition, pa-
tients with non-malignant disorders are also treated with
ATG, since they do not benefit from GVHD. ATG has a
prolonged effect on T-cell immune reconstitution and
may therefore interfere with the generation of (soluble)
IL-7R. The use of ATG also affects the rate of infections
after HSCT in a dose-dependent fashion [28]. The data
from the present study suggest that circulating T-cells (the
numbers of which are reduced upon ATG treatment) con-
tribute substantially to generation of soluble IL-7R gener-
ation, particularly since IL-7R expression is associated
with T-cell maturation and differentiation [10].
Reduced levels of IL-7 protein were also identified in

plasma from recipients of bone marrow as compared to
patients who received peripheral blood stem cell trans-
plants (Table 3). These two transplant types have different
composite of the graft, which may be biologically relevant
for IL-7 and soluble IL-7R production as well as IL-7 con-
sumption. Blood cell grafts contain ten times more T-cells
and NK-cells than bone marrow grafts [43,44], supporting
the notion that sIL-7R is produced from circulating im-
mune cells. Decreased sIL-7R levels were also identified in
plasma from recipients of grafts from unrelated donors as
compared to recipients of grafts from HLA-identical sib-
lings. Furthermore, there was a correlation between acute
graft-versus-host disease—and to some extent also CMV
infection after HSCT—and lower sIL-7R levels.
Three independent studies showed that elevated sIL-

7R is associated with an increased risk of to develop
autoimmunity, a situation which maybe at first glance
counter-intuitive: since soluble IL-7R may bind free IL-7
and neutralizes its effects [16]. Two alternative mechan-
ism, not mutally exlusive, could explain the increased risk
of developing autoimmunity due to elevated sIL-7R. The
sIL-7R/IL-7 complex may serve as a buffer system and will
first neutralize free IL-7. Serum IL-7 levels (which are one
tenth of sIl-7R levels) are tightly controlled [45]. Firstly,
IL-7, complexed to the sIL-7R, could be released later
from its (soluble) receptor and drive autoimmune re-
sponses. Secondly, sIL-7R/IL-7 complexes may be more
potent in driving expansion of CD8+ T-cell subsets (in
murine experiments) [46]. It could very well be that IL-7,
complexed to sIL-7R, delivers a more potent signal to the
cell-bound IL-7R, an event which would be even more ac-
centuated in ‘hypersensitive’ autoreactive T-cells [33]. To
summarize, the IL-7/sIL-7R complex represents a double-
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edged sword: free IL-7 supports immune reconstitution
and promotes increased immune reactivity in infections
[47,48]; yet free IL-7 may also drive GHVD [3]. ‘Neutral-
ized’ IL-7, by binding to the sIL-7R may not accessible to
IL-7R-positive immune cells; this situation may be associ-
ated with increased risk of infections. Subsequently, IL-7,
released from the sIL-7R, may be available to antigen-
specific T-cells and ensure T-cell survival, which may also
include immune cells mediating GVHD. Until now, the
detailed dynamic of sIL-7R and IL-7 interaction in ex vivo
collected clinical material has not been determined, yet a
biologically and clinically relevant time frame to test for
sIL-7R would be monthly within the first three month
after HSCT; a time frame with a high risk to develop
CMV infection and/or GVHD.

Conclusions
Our data suggest that lower sIL-7R may be associated with
increased risk of GVHD, i.e. that sIL-7R is not available in
suffient amounts to serve as the IL-7 ‘buffer system’. Meas-
urement of sIL-7R plasma levels, in combination with IL-
7, may aid to identify individuals at higher risk to GVHD
and potentially CMV infection.

Additional files

Additional file 1: Figure S1. Plasma IL-7 and soluble CD127 levels in
healthy children (top) and adults (bottom). B No correlation between
plasma IL-7 and IL-7R levels in children (top) and adults (bottom) after
aHSCT. R2, goodness of fit.

Additional file 2: Figure S2. Analysis of clinical endpoints and IL-7/
soluble IL-7R after HSCT: increased IL-7 is associated with younger donor
(<30y, 6months) and RIC (12 months after HSCT), there is a trend for
increased sIL-7R with the age of the donor (>30y) and MAC. * = p < 0.05.

Additional file 3: Figure S3. Plasma sIL-7R levels after aHSCT and
analysis of clinical endpoints, effect of DLI (donor lymphocyte infusion)
compared to no DLI; effects of sources: PBSC (peripheral blood stem cell)
vs. BM (bone marrow) vs. CB (cord blood) and immunosuppression with
ATG (antithymocyte globulin) or not. * = p < 0.05, ** = p < 0.01.

Competing interests
The authors declare that there have no competing interests.

Authors’ contributions
TP carried out analyses and performed statistics, processed patient samples
and wrote the manuscript, LR carried out analyses and established the sIL-7R
ELISA, MR performed statistical analyses, BO was involved in patient
recruitment, clinical management and data interpretation; NKV was involved
in sample procurement and analyses, RA performed flow cytometric analyses,
IE was involved in study design, data analyses and writing the manuscript,
JW and AGJ were responsible for children’s care management, sample
procurement, data analyses and interpretation, IM was responsible for flow
cytometry, OR was involved in patient care and management, data analysis,
study design and writing the manuscript, MM was responsible for the study
design, data analyis and wrote the final version of the manuscript. All authors
read and approved the final manuscript.

Acknowledgements
The authors are grateful to the nurses at CAST for excellent help and advice,
paricularly to Karin Fransson; we are indebted to our patients who agreed to
participate in the study. This work was supported by Barncancerfonden,
Sweden to IE, MM and O.R; KID funding to LR; VR to MM.

Author details
1Division of Therapeutic Immunology, Labmed, Karolinska Institutet,
Stockholm, Sweden. 2Department of Microbiology, Tumor and Cell Biology,
Karolinska Institutet, Stockholm, Sweden. 3Center for allogeneic stem cell
transplantation (CAST), Karolinska University Hospital, Stockholm, Sweden.
4Department of Pediatrics, Astrid Lindgen Barnsjukhuset, Karolinska Hospital
Stockholm, Stockholm, Sweden. 5Department of Immunobiology and
Internal Medicine, Yale University, New Haven, USA. 6The Public Health
Agency of Sweden, Sweden. 7Therapeutic Immunology, F79, LabMed,
Hälsovägen, Karolinska University Hospital Huddinge, SE-14186 Huddinge,
Sweden.

Received: 12 November 2013 Accepted: 9 May 2014
Published: 19 June 2014
References
1. Fry TJ, Mackall CL: Interleukin-7: from bench to clinic. Blood 2002, 99:3892–3904.
2. Sinha ML, Fry TJ, Fowler DH, Miller G, Mackall CL: Interleukin 7 worsens

graft-versus-host disease. Blood 2002, 100:2642–2649.
3. Dean RM, Fry T, Mackall C, Steinberg SM, Hakim F, Fowler D, Odom J, Foley

J, Gress R, Bishop MR: Association of serum interleukin-7 levels with the
development of acute graft-versus-host disease. J Clin Oncol 2008,
26:5735–5741.

4. Thiant S, Labalette M, Trauet J, Coiteux V, de Berranger E, Dessaint JP,
Yakoub-Agha I: Plasma levels of IL-7 and IL-15 after reduced intensity
conditioned allo-SCT and relationship to acute GVHD. Bone Marrow
Transplant 2011, 46:1374–1381.

5. Napolitano LA, Grant RM, Deeks SG, Schmidt D, De Rosa SC, Herzenberg LA,
Herndier BG, Andersson J, McCune JM: Increased production of IL-7
accompanies HIV-1-mediated T-cell depletion: implications for T-cell
homeostasis. Nat Med 2001, 7:73–79.

6. Sorg RV, McLellan AD, Hock BD, Fearnley DB, Hart DN: Human dendritic
cells express functional interleukin-7. Immunobiology 1998, 198:514–526.

7. Benjamin D, Sharma V, Knobloch TJ, Armitage RJ, Dayton MA, Goodwin RG:
B cell IL-7. Human B cell lines constitutively secrete IL-7 and express IL-7
receptors. J Immunol 1994, 152:4749–4757.

8. Zeng M, Smith AJ, Wietgrefe SW, Southern PJ, Schacker TW, Reilly CS, Estes
JD, Burton GF, Silvestri G, Lifson JD, Carlis JV, Haase AT: Cumulative
mechanisms of lymphoid tissue fibrosis and T cell depletion in HIV-1
and SIV infections. J Clin Invest 2011, 121:998–1008.

9. Chung B, Barbara-Burnham L, Barsky L, Weinberg K: Radiosensitivity of
thymic interleukin-7 production and thymopoiesis after bone marrow
transplantation. Blood 2001, 98:1601–1606.

10. Vudattu NK, Kuhlmann-Berenzon S, Khademi M, Seyfert V, Olsson T, Maeurer
MJ: Increased numbers of IL-7 receptor molecules on CD4+CD25-CD107a+
T-cells in patients with autoimmune diseases affecting the central
nervous system. PLoS One 2009, 4:e6534.

11. Bolotin E, Smogorzewska M, Smith S, Widmer M, Weinberg K: Enhancement
of thymopoiesis after bone marrow transplant by in vivo interleukin-7.
Blood 1996, 88:1887–1894.

12. Vudattu NK, Magalhaes I, Hoehn H, Pan D, Maeurer MJ: Expression analysis
and functional activity of interleukin-7 splice variants. Genes Immun 2009,
10:132–140.

13. Alpdogan O, Schmaltz C, Muriglan SJ, Kappel BJ, Perales MA, Rotolo JA,
Halm JA, Rich BE, van den Brink MR: Administration of interleukin-7 after
allogeneic bone marrow transplantation improves immune reconstitution
without aggravating graft-versus-host disease. Blood 2001, 98:2256–2265.

14. Alpdogan O, Muriglan SJ, Eng JM, Willis LM, Greenberg AS, Kappel BJ, van
den Brink MR: IL-7 enhances peripheral T cell reconstitution after
allogeneic hematopoietic stem cell transplantation. J Clin Invest 2003,
112:1095–1107.

15. Chung B, Dudl EP, Min D, Barsky L, Smiley N, Weinberg KI: Prevention of
graft-versus-host disease by anti IL-7Ralpha antibody. Blood 2007,
110:2803–2810.

16. Rose T, Lambotte O, Pallier C, Delfraissy JF, Colle JH: Identification and
biochemical characterization of human plasma soluble IL-7R: lower
concentrations in HIV-1-infected patients. J Immunol 2009, 182:7389–7397.

http://www.biomedcentral.com/content/supplementary/1471-2172-15-25-S1.tiff
http://www.biomedcentral.com/content/supplementary/1471-2172-15-25-S2.tiff
http://www.biomedcentral.com/content/supplementary/1471-2172-15-25-S3.tiff


Poiret et al. BMC Immunology 2014, 15:25 Page 10 of 10
http://www.biomedcentral.com/1471-2172/15/25
17. Crawley AM, Faucher S, Angel JB: Soluble IL-7R alpha (sCD127) inhibits IL-7
activity and is increased in HIV infection. J Immunol 2010, 184:4679–4687.

18. Lundmark F, Duvefelt K, Iacobaeus E, Kockum I, Wallstrom E, Khademi M,
Oturai A, Ryder LP, Saarela J, Harbo HF, Celius EG, Salter H, Olsson T, Hillert J:
Variation in interleukin 7 receptor alpha chain (IL7R) influences risk of
multiple sclerosis. Nat Genet 2007, 39:1108–1113.

19. Gregory SG, Schmidt S, Seth P, Oksenberg JR, Hart J, Prokop A, Caillier SJ,
Ban M, Goris A, Barcellos LF, Lincoln R, McCauley JL, Sawcer SJ, Compston
DA, Dubois B, Hauser SL, Garcia-Blanco MA, Pericak-Vance MA, Haines JL,
Multiple Sclerosis Genetics Group: Interleukin 7 receptor alpha chain (IL7R)
shows allelic and functional association with multiple sclerosis. Nat Genet
2007, 39(9):1083–1091.

20. International Multiple Sclerosis Genetics C, Hafler DA, Compston A, Sawcer
S, Lander ES, Daly MJ, De Jager PL, de Bakker PI, Gabriel SB, Mirel DB,
Ivinson AJ, Pericak-Vance MA, Gregory SG, Rioux JD, McCauley JL, Haines JL,
Barcellos LF, Cree B, Oksenberg JR, Hauser SL: Risk alleles for multiple sclerosis
identified by a genomewide study. N Engl J Med 2007, 357:851–862.

21. Santiago JL, Alizadeh BZ, Martinez A, Espino L, de la Calle H, Fernandez-
Arquero M, Figueredo MA, de la Concha EG, Roep BO, Koeleman BP,
Urcelay E: Study of the association between the CAPSL-IL7R locus and
type 1 diabetes. Diabetologia 2008, 51:1653–1658.

22. O'Doherty C, Alloza I, Rooney M, Vandenbroeck K: IL7RA polymorphisms
and chronic inflammatory arthropathies. Tissue Antigens 2009, 74:429–431.

23. Shamim Z, Ryder LP, Heilmann C, Madsen H, Lauersen H, Andersen PK,
Svejgaard A, Jacobsen N, Muller K: Genetic polymorphisms in the genes
encoding human interleukin-7 receptor-alpha: prognostic significance in
allogeneic stem cell transplantation. Bone Marrow Transplant 2006,
37:485–491.

24. Azarpira N, Dehghani M, Aghdaie MH, Darai M: Interleukin-7 receptor-
alpha gene polymorphisms in bone marrow transplant recipients.
Mol Biol Rep 2010, 37:27–31.

25. Schaffer M, Aldener-Cannava A, Remberger M, Ringden O, Olerup O: Roles
of HLA-B, HLA-C and HLA-DPA1 incompatibilities in the outcome of
unrelated stem-cell transplantation. Tissue Antigens 2003, 62:243–250.

26. Ringden O, Ruutu T, Remberger M, Nikoskelainen J, Volin L, Vindelov L,
Parkkali T, Lenhoff S, Sallerfors B, Ljungman P, Lotta Mellander, Niels
Jacobsen for the Nordic Bone Marrow Transplantation Group: A
randomized trial comparing busulfan with total body irradiation as
conditioning in allogeneic marrow transplant recipients with leukemia: a
report from the Nordic Bone Marrow Transplantation Group. Blood 1994,
83:2723–2730.

27. Ringden O, Remberger M, Dahllof G, Garming-Legert K, Karlsson H,
Svenberg P, Uhlin M, Uzunel M, Mattsson J: Sirolimus and tacrolimus as
immune prophylaxis compared to cyclosporine with or without
methotrexate in patients undergoing allogeneic haematopoietic stem
cell transplantation for non-malignant disorders. Eur J Haematol 2011,
87:503–509.

28. Remberger M, Svahn BM, Mattsson J, Ringden O: Dose study of
thymoglobulin during conditioning for unrelated donor allogeneic
stem-cell transplantation. Transplantation 2004, 78:122–127.

29. Ljungman P, Perez-Bercoff L, Jonsson J, Avetisyan G, Sparrelid E, Aschan J,
Barkholt L, Larsson K, Winiarski J, Yun Z, Ringden O: Risk factors for the
development of cytomegalovirus disease after allogeneic stem cell
transplantation. Haematologica 2006, 91:78–83.

30. Avetisyan G, Aschan J, Hagglund H, Ringden O, Ljungman P: Evaluation of
intervention strategy based on CMV-specific immune responses after
allogeneic SCT. Bone Marrow Transplant 2007, 40:865–869.

31. Svahn BM, Remberger M, Myrback KE, Holmberg K, Eriksson B, Hentschke P,
Aschan J, Barkholt L, Ringden O: Home care during the pancytopenic
phase after allogeneic hematopoietic stem cell transplantation is
advantageous compared with hospital care. Blood 2002, 100:4317–4324.

32. Maeurer MJ, Hurd S, Martin DM, Storkus WJ, Lotze MT: Cytolytic T-cell
clones define HLA-A2-restricted human cutaneous melanoma peptide
epitopes: correlation with T-cell receptor usage. Cancer J Sci Am 1995,
1:162–170.

33. Kreft KL, Verbraak E, Wierenga-Wolf AF, van Meurs M, Oostra BA, Laman JD,
Hintzen RQ: The IL-7Ralpha pathway is quantitatively and functionally
altered in CD8 T cells in multiple sclerosis. J Immunol 2012, 188:1874–1883.

34. Rajasuriar R, Booth D, Solomon A, Chua K, Spelman T, Gouillou M, Schlub TE,
Davenport M, Crowe S, Elliott J, Hoy J, Fairley C, Stewart G, Cameron P, Lewin SR:
Biological determinants of immune reconstitution in HIV-infected
patients receiving antiretroviral therapy: the role of interleukin 7 and
interleukin 7 receptor alpha and microbial translocation. J Infect Dis 2010,
202:1254–1264.

35. Marks DI, Cullis JO, Ward KN, Lacey S, Syzdlo R, Hughes TP, Schwarer AP,
Lutz E, Barrett AJ, Hows JM, Batchelor JR, Goldman JM: Allogeneic bone
marrow transplantation for chronic myeloid leukemia using sibling and
volunteer unrelated donors. A comparison of complications in the first 2
years. Ann Intern Med 1993, 119:207–214.

36. Grundy JE, Shanley JD, Shearer GM: Augmentation of graft-versus-host
reaction by cytomegalovirus infection resulting in interstitial pneumonitis.
Transplantation 1985, 39:548–553.

37. Cantoni N, Hirsch HH, Khanna N, Gerull S, Buser A, Bucher C, Halter J, Heim
D, Tichelli A, Gratwohl A, Stern M: Evidence for a bidirectional relationship
between cytomegalovirus replication and acute graft-versus-host
disease. Biol Blood Marrow Transplant 2010, 16:1309–1314.

38. Paulin T, Ringden O, Nilsson B: Immunological recovery after bone
marrow transplantation: role of age, graft-versus-host disease, prednisolone
treatment and infections. Bone Marrow Transplant 1987, 1:317–328.

39. Noel DR, Witherspoon RP, Storb R, Atkinson K, Doney K, Mickelson EM, Ochs
HD, Warren RP, Weiden PL, Thomas ED: Does graft-versus-host disease
influence the tempo of immunologic recovery after allogeneic human
marrow transplantation? An observation on 56 long-term survivors.
Blood 1978, 51:1087–1105.

40. Paulin T, Ringden O, Lonnqvist B: Faster immunological recovery after
bone marrow transplantation in patients without cytomegalovirus
infection. Transplantation 1985, 39:377–384.

41. Paulin T, Ringden O, Nilsson B, Lonnqvist B, Gahrton G: Variables predicting
bacterial and fungal infections after allogeneic marrow engraftment.
Transplantation 1987, 43:393–398.

42. Ringden O, Remberger M, Persson U, Ljungman P, Aldener A, Andstrom E,
Aschan J, Bolme P, Dahllof G, Dalianis T, Gahrton G, Hägglund H, Lönnqvist
B, Olerup O, Shanwell A, Sparrelid E, Winiarski J, Möller E, Öberg M: Similar
incidence of graft-versus-host disease using HLA-A, -B and -DR identical
unrelated bone marrow donors as with HLA-identical siblings.
Bone Marrow Transplant 1995, 15:619–625.

43. Dreger P, Haferlach T, Eckstein V, Jacobs S, Suttorp M, Loffler H, Muller-
Ruchholtz W, Schmitz N: G-CSF-mobilized peripheral blood progenitor
cells for allogeneic transplantation: safety, kinetics of mobilization, and
composition of the graft. Br J Haematol 1994, 87:609–613.

44. Ringden O, Remberger M, Runde V, Bornhauser M, Blau IW, Basara N, Holig
K, Beelen DW, Hagglund H, Basu O, Ehninger G, Fauser AA: Peripheral
blood stem cell transplantation from unrelated donors: a comparison
with marrow transplantation. Blood 1999, 94:455–464.

45. Park JH, Yu Q, Erman B, Appelbaum JS, Montoya-Durango D, Grimes HL,
Singer A: Suppression of IL7Ralpha transcription by IL-7 and other
prosurvival cytokines: a novel mechanism for maximizing IL-7-
dependent T cell survival. Immunity 2004, 21:289–302.

46. Rubinstein MP, Lind NA, Purton JF, Filippou P, Best JA, McGhee PA, Surh CD,
Goldrath AW: IL-7 and IL-15 differentially regulate CD8+ T-cell subsets
during contraction of the immune response. Blood 2008, 112:3704–3712.

47. Unsinger J, McGlynn M, Kasten KR, Hoekzema AS, Watanabe E, Muenzer JT,
McDonough JS, Tschoep J, Ferguson TA, McDunn JE, Morre M, Hildeman
DA, Caldwell CC, Hotchkiss RS: IL-7 promotes T cell viability, trafficking,
and functionality and improves survival in sepsis. J Immunol 2010,
184:3768–3779.

48. Kasten KR, Prakash PS, Unsinger J, Goetzman HS, England LG, Cave CM, Seitz
AP, Mazuski CN, Zhou TT, Morre M, Hotchkiss RS, Hildeman DA, Caldwell CC:
Interleukin-7 (IL-7) treatment accelerates neutrophil recruitment through
gamma delta T-cell IL-17 production in a murine model of sepsis.
Infect Immun 2010, 78:4714–4722.

doi:10.1186/1471-2172-15-25
Cite this article as: Poiret et al.: Reduced plasma levels of soluble
interleukin-7 receptor during graft-versus-host disease (GVHD) in
children and adults. BMC Immunology 2014 15:25.


	Abstract
	Background
	Purpose
	Results
	Conclusions

	Background
	Methods
	Patients and controls
	HSCT regimen
	Conditioning
	GVHD prophylaxis and CMV PCR
	Supportive care

	Statistical analysis
	Quantification of plasma IL-7 and IL-7R
	Flow cytometry

	Results
	Different dynamics of immune reconstitution in children and adults after HSCT
	Dynamics of sIL-7R and IL-7 in adults and children after HSCT
	Effect of donor age and conditioning on sIL-7R and IL-7 levels
	Effect of donor, HLA-match, ATG, and stem cell source on sIL-7R and IL-7 levels
	Association of sIL-7R and IL-7 with post-HSCT complications
	Multivariate analysis

	Discussion
	Conclusions
	Additional files
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


