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Autologous haematopoietic stem cell transplantation has been tried as one experimental strategy for the treatment of patients

with aggressive multiple sclerosis refractory to other immunotherapies. The procedure is aimed at ablating and repopulating the

immune repertoire by sequentially mobilizing and harvesting haematopoietic stem cells, administering an immunosuppressive

conditioning regimen, and re-infusing the autologous haematopoietic cell product. ‘Non-myeloablative’ conditioning regimens

to achieve lymphocytic ablation without marrow suppression have been proposed to improve safety and tolerability. One trial

with non-myeloablative autologous haematopoietic stem cell transplantation reported clinical improvement and inflammatory

stabilization in treated patients with highly active multiple sclerosis. The aim of the present study was to understand the

changes in the reconstituted immune repertoire bearing potential relevance to its mode of action. Peripheral blood was obtained

from 12 patients with multiple sclerosis participating in the aforementioned trial and longitudinally followed for 2 years.

We examined the phenotype and function of peripheral blood lymphocytes by cell surface or intracellular staining and multi-

colour fluorescence activated cell sorting alone or in combination with proliferation assays. During immune reconstitution post-

transplantation we observed significant though transient increases in the proportion of CD4 + FoxP3 + T cells and CD56high

natural killer cell subsets, which are cell subsets associated with immunoregulatory function. CD8 + CD57 + cytotoxic T cells

were persistently increased after therapy and were able to suppress CD4 + T cell proliferation with variable potency. In contrast, a

CD161high proinflammatory CD8 + T cell subset was depleted at all time-points post-transplantation. Phenotypic characterization
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revealed that the CD161highCD8 + T cells were mucosal-associated invariant T cells, a novel cell population originating in the

gut mucosa but expressing the central nervous system-homing receptor CCR6. Detection of mucosal-associated invariant T cells

in post-mortem multiple sclerosis brain white matter active lesions confirmed their involvement in the disease pathology.

Intracellular cytokine staining demonstrated interferon � and interleukin 17 production and lack of interleukin 10 production,

a pro-inflammatory profile. Mucosal-associated invariant T cell frequency did not change in patients treated with interferon b;

and was more depleted after autologous haematopoietic stem cell transplantation than in patients who had received high-dose

cyclophosphamide (n = 7) or alemtuzumab (n = 21) treatment alone, suggesting an additive or synergistic effect of the condi-

tioning regime components. We propose that a favourably modified balance of regulatory and pro-inflammatory lymphocytes

underlies the suppression of central nervous system inflammation in patients with multiple sclerosis following non-myeloa-

blative autologous haematopoietic stem cell transplantation with a conditioning regimen consisting of cyclophosphamide and

alemtuzumab.

Keywords: stem cells; multiple sclerosis; T cells; proinflammatory cytokines; immune regulation

Abbreviations: AHSCT = autologous haematopoietic stem cell transplantation; IFN = interferon; IL = interleukin;
MAIT = mucosal-associated invariant T cell; TNF = tumour necrosis factor

Introduction
Multiple sclerosis is an inflammatory and neurodegenerative dis-

ease of the CNS (Compston and Coles, 2008). Current immune-

modifying treatments are incompletely effective in patients with

aggressive multiple sclerosis phenotypes. Autologous bone marrow

or haematopoietic stem cell transplantation (AHSCT) has been

experimented in patients with aggressive forms of multiple scler-

osis, aimed at suppressing CNS inflammatory activity and prevent-

ing further clinical deterioration (Saccardi et al., 2012). The

mechanistic rationale for AHSCT is to first purge the mature

immune system through intensive immune suppression and to

then promote—with haematopoietic stem cell support—the recon-

stitution of a new immune system, free from aberrant responses

that had previously developed within the individual’s adaptive

immune system.

Recent studies support a role for de novo regeneration of naı̈ve

T cells from the thymus (Hakim et al., 2005; Muraro et al., 2005),

for enhanced immune regulation after AHSCT (de Kleer et al.,

2006; Alexander et al., 2009; Zhang et al., 2009). In addition, a

recent study by Darlington et al. (2013) showed abrogation of the

T helper (Th)17 response following high-intensity AHSCT.

However, the cellular and molecular mechanisms underlying

improved clinical course post-AHSCT treatment are poorly under-

stood and further complexity is added by the use of different

immunosuppressive conditioning regimens. Non-myeloablative

conditioning regimens have been proposed to improve tolerability

and safety of AHSCT and allow treatment at earlier stages of

disease than in the initial clinical trials (Burt et al., 2010).

Current evidence for the immune modulatory mechanisms occur-

ring after AHSCT remains scarce and no study to our knowledge

has examined in detail the effects of a non-myeloablative condi-

tioning transplantation regimen on the immune system. One

recently published clinical trial of AHSCT using a non-myeloabla-

tive conditioning regimen in patients with highly active multiple

sclerosis has demonstrated sustained clinical stabilization in all and

even improvement of disability in some patients (Burt et al.,

2009). To investigate the immunological mechanisms underlying

the remission of CNS inflammation, we performed longitudinal

analysis of immune reconstitution in a group of patients treated

in that trial.

Our results show that following this non-myeloablative treat-

ment protocol using cyclophosphamide and alemtuzumab for im-

munosuppressive conditioning, there were significant transient

increases of CD4 + CD25highFoxP3+ T cells and of CD56high natural

killer cells, both phenotypes associated with immune regulatory

function. We also observed robust and long-term increase of

CD8 + CD57 + T cells post-AHSCT. CD8 +CD57 + T cells were, in

some patients, able to suppress CD4 + T cell proliferation in

ex vivo cell co-cultures with superior efficiency. In contrast, we

identified a population of CD161highCD8 + T cells that were readily

detectable in the blood of all patients pre-transplant, but were

maximally and permanently ablated during the 2-year post-

AHSCT follow-up. Further characterization of the CD161high

CD8 + T cell population found in multiple sclerosis patients’

blood pre-AHSCT revealed that these cells are mucosal-associated

invariant T (MAIT) cells, a T cell subset associated with the gut

(Le Bourhis et al., 2010; Dusseaux et al., 2011). High CD161-

expression defined a subset of pro-inflammatory T cells that

includes the majority of interleukin (IL)-17 producing CD8 +

T cells and also produces IFN-� and tumour necrosis factor

(TNF)-� but not IL-10. We confirmed that MAITs are able to mi-

grate to the brain as they were present in the white matter and

perivascular infiltrate of post-mortem multiple sclerosis brain

tissue. Comparison of MAIT frequency in patients that received

other multiple sclerosis treatments, including the individual com-

ponents of the conditioning regimen, high-dose cyclophosphamide

and alemtuzumab monotherapy, revealed that autologous haem-

atopoietic transplantation induced the most consistent depletion

for up to 2 years post-therapy.

The data demonstrate that the adaptive immune system

reconstituted in patients with multiple sclerosis following the

non-myeloablative AHSCT regimen is characterized by a favour-

ably modified balance of pro- and anti-inflammatory lymphocyte

subsets in the circulation, characterized by the expansion of immu-

noregulatory cells and radical depletion of a gut-associated
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CD161highCD8 + MAIT population, which produces IFN-� and IL-

17, bears a pro-inflammatory profile and is able to infiltrate the

CNS.

Materials and methods

Subjects, treatment and biological
samples
Patients with aggressive multiple sclerosis who failed to respond to

licensed immune-modifying treatments were recruited for an institu-

tional review board-approved clinical trial of non-myeloablative

immunosuppressive conditioning with cyclophosphamide and alemtu-

zumab and AHSCT at Northwestern University, Chicago, USA (Burt

et al., 2009). Following informed consent, peripheral blood for the

research study was donated by subjects with multiple sclerosis

undergoing AHSCT in the trial (n = 12). The demographic and clinical

characteristics of the non-myeloablative AHSCT trial patients who

participated in this study are provided in Table 1. All these patients

underwent non-myeloablative conditioning with 120 mg/kg cyclo-

phosphamide and 20 mg alemtuzumab. Peripheral blood samples

were obtained from the AHSCT patients at baseline within 1 month

before haematopoietic stem cell mobilization, and at 6 months, 1 and

2 years post-haematopoietic stem cell reinfusion.

Peripheral blood mononuclear cell samples for comparative immuno-

logical analysis were obtained from non-AHSCT patients with multiple

sclerosis (n = 40), and healthy individuals (n = 7). Of the non-AHSCT

patients with sclerosis, five were untreated and seven received stand-

ard disease-modifying treatment with interferon-beta (IFN-b):

Betaferon� (n = 5), Betaseron� (n = 1) or Avonex� (n = 1). The five

patients receiving Betaferon� were studied longitudinally before and

during the first 9 months of treatment. One additional group included

patients who had participated in a study of high-dose cyclophospha-

mide (n = 7). Patients in this study received 50 mg/kg/day of cyclo-

phosphamide intravenously for four consecutive days, followed by

5 mg/kg/day of granulocyte colony stimulating factor 6 days after

completion of high-dose cyclophosphamide treatment, until the abso-

lute neutrophil count exceeded 1.0 � 109 cells/l for two consecutive

days. The protocol has been described in detail elsewhere (Krishnan

et al., 2008). Of the seven patients, five had pretreatment baseline

and post-treatment samples over a 2-year follow-up, one was

available only at pretreatment baseline, and one only at 2 years

post-therapy. The high-dose cyclophosphamide treated patients’ clin-

ical characteristics are given in Supplementary Table 1. The last group

of patients received alemtuzumab monotherapy (n = 21) by participat-

ing in one of four studies: CAMMS-224 (an investigator-led study,

REC 03/078); CAMMS-223 (a Phase 2 randomized controlled trial)

or CARE-MS1 or CARE-MS2 (Phase 3 randomized controlled trials).

Alemtuzumab was given for 5 days at baseline then for 3 days at

Month 12 (12 or 24 mg/day); further cycles were given if there was

clinical or radiological evidence of disease activity. All patients con-

sented to long-term follow-up and venipuncture for research purposes

(CAMSAFE REC-11/33/0007). Only post-treatment samples were

available for analysis. Demographic and clinical information on alem-

tuzumab-treated patients is provided in Supplementary Table 2.

Peripheral blood mononuclear cells were freshly separated by dens-

ity gradient centrifugation and cryopreserved according to rigorously

standardized protocols for subsequent use in batched, parallel immune

analysis. All laboratory studies received ethical approval from Imperial

College Research Ethics Committee (Ref. ICREC62D). T
ab
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Flow cytometry
Peripheral blood mononuclear cells were thawed in Dulbecco’s PBS

and washed in fluorescence activated cell sorting staining buffer

(Dulbecco’s PBS, 1% foetal bovine serum and 0.01% sodium azide).

Surface staining was performed on ice for 20 min and the cells were

then analysed on a two laser, four colour FACSCalibur flow cytometer,

or for multicolour analysis on a five laser, 18 colour LSRFortessa

(Becton Dickinson). Data were analysed using CellQuest (Becton

Dickinson) and FlowJo software (TreeStar).

Immune reconstitution and phenotyping
studies
Multiplexed dilutions of monoclonal antibodies (mAbs) were used to

characterize lymphocyte populations. The following antibodies from

BD Biosciences were used: CD3-Cy-Chrome, CD3-RPE-Cy5, CD4-

RPE-Cy5, CD4-APC, CD5-APC, CD8-FITC, CD8-RPE-Cy5, CD8-

PerCP, CD8-APC, CD11a-PE, CD14-APC, CD19-FITC, CD20-PE,

CD25-FITC, CD25-PE, CD27-FITC, CD28-PE, CD31-PE, CD45RA-

FITC, CD45RA-PE, CD45RO-PE, CD45RO-APC, CD54-PE (ICAM-1),

CD56-PE, CD57-FITC, CD58-FITC (LFA-3), CD62L-PE, CD69-FITC,

CD95-PE, CD161-FITC (clone DX12), and T-cell receptor (TCR)�b-

FITC. Other monoclonal antibodies included CD49d-FITC and

ILT2-PE (clone HP-F1) from Beckman Coulter.

Regulatory CD4 + cell quantification

Staining for CD3-PE-Cy7 (BD Biosciences), CD4-BV711, CD8-BV785,

CD25-BV421, CD45RA-BV510 (BioLegend), and CD127-FITC

(eBioscience) was performed before fixation and permeabilization of

the cells. Intranuclear cell staining was performed according to the

manufacturer’s instructions using FoxP3 Alexa Fluor� 647 (clone

PCH101) and Ki-67 PerCP-eFluor710 (eBioscience). Blue Live/Dead

Stain (Life Technologies) was added to the samples before FoxP3

staining to for live versus dead cells discrimination.

Characterization of mucosal-associated
invariant T cells
Multicolour staining was performed with the following antibodies:

TCRV�7.2-APC, TCRV�7.2-PE (clone 3C10), CD4-BV711, CD4-

BV785, CD8-BV711, CD8-BV785, CD45RA-BV510, CD161-BV421

or CD161-BV605, CCR6 (CD196) PerCP-Cy5.5, from BioLegend;

CD161-PE and CD161-APC (clone 191B8) from Miltenyi Biotec;

CD3-PE, ILT2 (CD85j)-APC, ILT2-PE, CD150 PE and CD218 (IL-18R)

FITC from eBioscience; CCR6-PE from R&D Systems; CD3-APC-H7

and CD57 PE-CF594, CCR7 (CD197) PE-Cy7 (BD Biosciences) and

CD45RO-ECD (Beckman Coulter). Blue Live/Dead Stain (Life

Technologies) was included for exclusion of dead cells.

Characterization of T cell receptor
variable region expression
TCRV�7.2-FITC and TCRV�7.2-PE (clone 3C10) were obtained from

BioLegend. For TCRBV usage CD8 + T cells, peripheral blood mono-

nuclear cells were stained with anti-CD8-PerCP (clone SK3, BD

Bioscience) and anti-CD161-APC (clone 191B8, Miltenyi Biotec), in

combination with pairs of FITC and PE-conjugated antibodies to the

following TCRVb chains and assessed as previously described (Muraro

et al., 2000): BV1-PE (clone BL37.2), BV2-PE (clone MPB2D5), BV3-

FITC (clone CH92), BV5S1-FITC (clone Immu157), BV5S2-FITC (clone

36213), BV5S3-PE (clone 3D11), BV6S7-FITC (clone OT145), BV7-PE

(clone ZOE), BV8-FITC (clone 56C5.2), BV9-PE (clone FIN9), BV11-

FITC (clone C21), BV12-FITC (clone VER2.32.1), BV13S1-PE (clone

Immu222), BV13S2-PE (clone H132), BV14-PE (clone CAS1.13),

BV16-FITC (clone TAMAYA1.2), BV17-FITC (clone E17.5F3), BV18-

PE (clone BA62.6), BV20-PE (clone ELL1.4), BV21S3-FITC (clone

IG125), BV22-FITC (clone Immu546) and BV23-PE (clone AF23).

TCRBV6S7 was obtained from Endogen (Thermo Fisher Scientific),

TCRBV13S2 from Santa Cruz Biotechnology, and all other TCRBV

monoclonal antibodies were purchased from Immunotech.

Intracellular staining for cytotoxic
enzymes
Cytotoxic potential was assessed by intracellular staining after fixation

and permeabilization of the cells. Antibodies to perforin (PE) and gran-

zyme B (Alexa Fluor� 647) were purchased from BD Biosciences.

Cytokine production assay
Peripheral blood mononuclear cells were stimulated for 5 h with

phorbol-12-myristate-13-acetate (PMA, 50 ng/ml) and ionomycin

(1 mg/ml) in the presence of brefeldin A (10 mg/ml, all from Sigma-

Aldrich), ex vivo after overnight recovery in cell incubator with RPMI-

1640 with 10% foetal bovine serum. The cells were harvested and

stained for relevant surface markers before fixation in 1% paraformal-

dehyde and permeabilization in 0.2% saponin. Intracellular cytokine

production was assessed by IFN-� Horizon V450, TNF-� PE-Cy7, IL-10

PE (BD Biosciences) and IL-17A Alexa Fluor� 647 (eBioscience).

Suppression assays
Peripheral blood mononuclear cells were thawed and left to recover

overnight in RPMI-1640 with 10% foetal bovine serum and 20 U/ml

of IL-2. The following day, CD8 + CD57 + and CD8 + CD57� cells were

obtained from peripheral blood mononuclear cell using a magnetic

microbead kit from Miltenyi Biotec. The percentage of natural killer

cells found in all cases was 45%. The CD8-depleted fraction was stained

with carboxyfluorescein succinimidyl ester (CFSE, Life Technologies)

and used as ‘effector’ (E) cells, while CD8 + CD57 + and CD8 + CD57�

cells were used as ‘regulatory’ (R) cells. Co-cultures were conducted at

different R:E ratios in the presence of soluble anti-CD3 antibody (OKT3,

0.5 mg/ml, eBioscience). On Day 4, the cells were washed and stained.

Propidium iodide (1 mg/ml) was used for dead cell exclusion. The

percentage of cell proliferation was quantified on live (propidium

iodide-negative) CD4-gated cells. To normalize the data providing

from different donors, the proliferation in the absence of CD8 + cells

(0:1 ratio) was considered 100% and the normalized proliferation was

defined as the percentage of normalized proliferation at test ratio =

(% dividing cells at test ratio / % dividing cells at 0:1 ratio) � 100, and

% suppression was defined as (100 �% proliferation).

Immunostaining of multiple sclerosis
brain tissue
Brain tissue blocks were provided by the UK Multiple Sclerosis Tissue

Bank at Imperial College, London, UK. Post-mortem tissues were

collected with fully informed consent through a prospective donor

scheme with ethical approval by the National Research Ethics

Committee (08/MRE09/31). Tissue blocks were screened and chronic

active white matter lesions were identified as described previously
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(Magliozzi et al., 2007). Snap frozen brain white matter tissue blocks

containing active lesions were selected from a subset of nine cases

with progressive multiple sclerosis with high levels of CNS inflamma-

tion that formed part of a larger, well-described case series (Howell

et al., 2011). Tissue blocks (four per case) cut at 10mm, fixed for

10 min in ice-cold methanol and stained using a double sequential

immunofluorescence technique, first using anti-CD161 antibody

(clone: B199.2, AbD Serotec) followed by anti-V�7.2 antibody

(clone: 3C10, BioLegend). Sections were incubated overnight at 4�C

with the first primary antibody. Binding of biotinylated secondary anti-

body was visualized with the avidin-biotin horseradish peroxidase

complex (Vector Laboratories) followed by 30-min incubation with

tyramine (Sigma) in PBS containing 0.03% H2O2 according to a mod-

ified version of a method described by Adams (1992). The negative

control consisted in the same protocol without incubation with tyram-

ine. After 1 h incubation with Alexa Fluor� 546-streptavidin

(Invitrogen) sections were washed, blocked with normal serum and

incubated overnight at 4�C with the second primary antibody that

was then visualized with an Alexa Fluor� 488 secondary antibody

(Invitrogen). Sections were counterstained with 4’,6-diamidino-2-

phenylindole (DAPI, Sigma) for the localization of the nuclei and

coverslipped with aqueous mounting medium Vectashield (Vector

Laboratories).

Statistical analysis
Statistical significance was calculated using unpaired t-test, or by

signed rank test for paired data that was not normally distributed.

For multiple group comparisons, statistical significance was evaluated

by parametric repeated measures ANOVA and Holm-Sidak’s post hoc

test, or if the normality test failed, by non-parametric ANOVA

on ranks and Dunn’s post hoc test. An overall P-value5 0.05 was

considered significant. Values are given as mean � standard deviation

(SD) for parametric comparisons, or median and interquartile range

(IQR) for non-parametric comparisons. Graphical presentations were

created with GraphPad Prism 5 and the statistical analyses were per-

formed using SigmaStat v3.1 software (Systat Software).

Results

Moderate contribution of thymic
reactivation to immune reconstitution
We first evaluated the basic lymphocyte reconstitution after non-

myeloablative AHSCT. Total absolute lymphocyte counts mea-

sured in whole blood were decreased up to the first year after

treatment. The proportion of CD4 + cells within the total T cell

population remained reduced for the entire 2-year follow-up

whereas no significant differences were detected in the percent-

ages of CD8 + T cells, hence CD4/CD8 ratios were persistently

decreased (Supplementary Fig. 1 and Supplementary Table 3).

Previous work from our group and others has shown that

AHSCT following myeloablative conditioning promoted increased

output of de novo generated naı̈ve T cells (Hakim et al., 2005;

Muraro et al., 2005). We now examined immune reconstitution

after non-myeloablative AHSCT through quantification of func-

tional differentiation stages of T cells, including naı̈ve (Tnaı̈ve), cen-

tral-memory (TCM), and effector memory (TEM) cells (Fig. 1 A and

Supplementary Table 3). Post-AHSCT the proportion of Tnaı̈ve cells

(CD45RO�CD27 +) was unaltered in the CD4 + subset and

decreased in the CD8 + subset (from mean 61 � 14% at baseline

to 33 � 12% at 2 years, P = 0.001). Conversely, TEM

(CD45RO +CD27�) cells constituted a larger proportion of the

total CD8 + pool than at baseline (from mean 4.2 � 3.0% to

26 � 14% at 2 years post-therapy, P50.001). There was a

trend to an increase of CD4 + TEM cells. These results suggested

that T cell reconstitution during the first 2 years post-transplant-

ation was predominantly driven by peripheral expansion.

To ensure that effective thymic output was not masked by per-

ipheral expansion (either antigen-driven or homeostatic) of naı̈ve

Figure 1 Moderate thymic reactivation during T cell reconsti-

tution. The proportions of peripheral blood T cells in functional

differentiation stages are shown at pretreatment baseline and at

indicated time points post-AHSCT. (A) Reconstitution of naı̈ve,

effector memory (TEM), and central-memory (TCM) cell popula-

tions are expressed as the percentage of cells CD4 + versus

CD8 + cells Statistical tests performed were repeated measures

ANOVA (naı̈ve CD4 + cells and all CD8 +) and non-parametric

ANOVA (CD4 TEM and TCM). (B) Reconstitution of recent

thymic emigrant (RTEs) CD4 + cells. The proportions of recent

thymic emigrants (CD31 + CD45RO�) in the total and in the

naı̈ve (CD45RA + CD45RO�) CD4 + cell populations are

increased after treatment. Statistical test performed was re-

peated measures-ANOVA. Pretreatment (PreTx) n = 11, 6

months (6 mo) n = 10, 1 year (1 yr) n = 10, 2 years (2 yrs) n = 7.
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cells resulting in conversion into effector/memory phenotypes, we

enumerated naı̈ve CD4 + T cells expressing CD31, a marker of

recent thymic origin (Kimmig et al., 2002). Such recent thymic

emigrant naı̈ve cells constituted a higher proportion of all CD4 +

cells at 1 year after therapy (from mean 30 � 12% to 45 � 18%,

a 50% increase, P = 0.025, Fig. 1B). Also the proportion of naı̈ve

CD45RA +CD45RO� cells expressing CD31 was increased for up

to the first year post-AHSCT (from mean 73 � 13% to 84 � 9%,

P = 0.005). These results show that during the first 2 years after

non-myeloablative AHSCT the reconstitution of the circulating

T cell pool is dominated by the expansion in the periphery of

differentiated T cells acquiring effector cell phenotypes, with a

moderate but significant activation of thymic output.

Immunoregulatory cell surge early
post-therapy
To investigate the evolution of immunoregulatory cell populations

post-therapy, we used in our analysis a number of markers spe-

cifically defining regulatory lymphocytes. At 6 months post-AHSCT

there was a significant increase in the frequency of CD25high

CD127-FoxP3 + cells in the CD4 + T cell subset [from median

0.11% (IQR 0.03–0.20) to median 1.5% (IQR 0.9–1.9),

P = 0.002, Fig. 2A], as well as an expansion of CD56high natural

killer cells [from median 0.5% (IQR 0.3–1.3] to 3.7% (IQR

2.8–5.1), P = 0.001, Fig. 2B). The frequency of both cell subsets

subsequently returned to near baseline levels at 1 year after treat-

ment. The changes in the absolute counts were not significant

(Supplementary Table 3). These data show that the proportions

of regulatory T and natural killer cells are increased post-AHSCT.

Their transient increase may help modulate activated effector cells

during the early stages of antigen re-experiencing (O’Gorman

et al., 2009).

To assess whether the increased proportions of CD4 + regulatory

T cells were a result of increased homeostatic proliferation at

6 months, we assessed the expression of Ki-67, a cellular marker

for proliferation. Whereas the percentage of Ki-67-expressing cells

in the total CD4 + T cell population increased at 6 months (from

2.2 � 1.1% to 5.6 � 3.0%, P = 0.035; Supplementary Fig. 2A),

the percentage of actively proliferating regulatory T cells, which

was nearly four times that of the total CD4 + T cell population

at pretreatment baseline, did not change post-therapy (from

26 � 12% to 20 � 9%, P = not significant; Supplementary Fig.

2B). These results suggested that the increased relative frequency

post-transplantation of CD4 + CD25highFoxP3+ regulatory T cells

was not due to an increase in their proliferation rate.

We were also interested in the potential contribution to treat-

ment effect of CD8 +CD57 + cells, a suggested immunoregulatory

Figure 2 Post-therapy surge of lymphocytes with regulatory phenotype. A significant relative increase of cells with well-described

immunoregulatory phenotypes in major lymphocyte populations (CD4 + cells and natural killer cells) was detected at 6 months post-

treatment follow-up. (A) The figure shows the gating strategy and the percentages of FoxP3 +CD127�CD25high in the CD4 + T cell

population. The cells were first gated on live CD25highCD4 +CD3 + cells and then on the FoxP3+CD127� populations. The numbers in the

dot plots indicate the percentages of FoxP3+CD127�CD25high cells in the CD4 +CD3 + population T cells. Pretreatment (PreTx) n = 6,

6 months (6 mo) n = 6, 1 year (1 yr) n = 5, 2 years (2 yrs) n = 1. (B) Percentage of CD56high natural killer cells. Pretreatment (PreTx)

n = 11, 6 months (6 mo) n = 10, 1 year (1 yr) n = 10, 2 years (2 yrs) n = 5. Statistical test performed was non-parametric ANOVA.
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population (Autran et al., 1991; Mollet et al., 1998) that is sig-

nificantly increased in the periphery of patients with multiple scler-

osis after treatment with myeloablative AHSCT (Muraro et al.,

2005) as well as during treatment with glatiramer acetate (Ratts

et al., 2006). CD57 + cells occupied a significantly greater propor-

tion of the CD8 + T cell pool at all post-AHSCT time points when

compared with the baseline before haematopoietic cell mobiliza-

tion, reaching almost four times the baseline levels at 2 years post-

transplantation (from mean 16 � 9% to 59 � 13% of all

CD8 +T cells, P50.001; Supplementary Fig. 3A). CD8 + CD57 +

T cells after treatment were mainly effector memory cells

(not shown) that produced high levels of IFN-�, granzyme B

(Supplementary Fig. 3B and C) and perforin (not shown). Their

phenotype was therefore consistent with that of classic cytotoxic

CD8 + T cells (Chattopadhyay et al., 2009).

To investigate the potential immunoregulatory ability of

CD8 +CD57 + T cells, we carried out suppression assays in which

CD8-depleted peripheral blood mononuclear cells (effector cells)

were stained with the vital dye carboxyfluorescein succinimidyl

ester (CFSE) and co-cultured with increasing numbers of

CD8 +CD57 + and CD8 +CD57� (‘regulatory cells’) in the presence

of a polyclonal (anti-CD3 antibody) stimulus. We then assessed

the inhibition of CD4 + T cell proliferation by measuring CFSE

dilution in effector cells after 4 days in culture in the presence

of both CD8 +CD57 + and CD8 +CD57� cells (Supplementary Fig

3D). The degree of inhibition by CD8 +CD57 + cells varied in dif-

ferent subjects and was either greater or equal to that of their

CD57� counterpart at all ‘regulatory’ to ‘effector’ (R:E) ratios

(Supplementary Fig. 3E). These experiments demonstrated that

cytotoxic CD8 +CD57 + T cells are massively increased in number

after AHSCT and, although CD57 was not a marker for inhibition

per se, the subset comprised in some patients cells with strong

suppressive activity.

CD161highCD8 + are radically depleted
after autologous haematopoietic
transplantation and are invariant T cells
associated with the gut mucosa
Extensive multi-colour fluorescence activated cell sorter phenotypic

characterization of pretreatment CD3 + CD8 + cells (data not

shown) revealed a distinct CD161highCD8�high/dim population

(Fig. 3A). CD161highCD8 + T cell populations were present in the

Figure 3 CD161highCD8 are depleted following AHSCT and are MAITs. The CD161high cells represented on average �8% of the

CD8 +CD3 + cell population and were almost undetectable after the therapy with AHSCT. (A) Representative example of CD161 expression

by CD8 +CD3 + cells in one patient at pre-therapy and at indicated time-points after AHSCT. (B) The box plots represent the proportion of

CD161high CD8 +CD3 + cells at pretreatment and at indicated time points after AHSCT. Pretreatment (PreTx) n = 11, 6 months (6 mo) n = 9,

1 year (1 yr) n = 8, 2 years (2 yrs) n = 6. (C) Representative example of MAIT markers expressed by CD161highCD8 + cells show an almost

exclusive usage of TCR V�7.2 and expression of IL-18R�, CCR6, and CD150. (D) Difference in T cell receptor beta variable (BV) gene

expression of CD161highCD8 + cells with reference to the total CD8 + population [% BV (CD161highCD8 � all CD8 cells)] shows a prefer-

ential usage of Vb2 and Vb13.2 by CD161highCD8 + cells (red boxes, n = 7). The bars indicate the mean and standard deviation. Asterisks

indicate significant P-values (50.05, unpaired t-test). BV = T cell receptor beta variable (BV) gene.
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blood of all the patients before treatment (mean 7.8 � 3.2% of

total CD8 +CD3 + cells). Of note, this population was radically

depleted after AHSCT, and remained nearly undetectable for the

whole follow-up period of 2 years (P50.001; Fig. 3B).

High expression of CD161 in CD8high/dim T cells defines the

MAIT subset (Dusseaux et al., 2011), a CD4� T cell subset

defined by the expression of innate immune receptors and usage

of the semi-invariant TCR V�7.2-J�33 (Treiner et al., 2003), with

a preferential Vb2 and Vb13 gene expression (Tilloy et al., 1999;

Treiner et al., 2005). We confirmed that 490% of the

CD161highCD8 + T cell population in patients with multiple scler-

osis expressed TCR V�7.2 and that high expression of CD161 was

associated with expression of IL-18R�, CCR6 and the SLAM mol-

ecule CD150 (Fig. 3C), consistent with a recent defining descrip-

tion of MAITs (Dusseaux et al., 2011). In contrast, a high

expression of CD161 in the less frequent CD4�CD8� T cell

subset did not identify MAITs per se, as a large proportion of

these CD4�CD8�CD161high cells did not express V�7.2

(Supplementary Fig. 4A). The CD161highCD8 + subset was also

enriched in cells expressing TCR Vb2 (mean 15.4 � 6.4% of

CD161highCD8 + ) and Vb13.2 (mean 7.3 � 3.3%), consistent

with MAITs, and readily appreciated when expressed as the

difference of TCR expression in the CD161highCD8 + T cells com-

pared with all CD8 + T cells (Fig. 3D). The CD161highCD8 + T cell

population showed a pattern of markers typical of antigen primed

(CD45RA�CD45RO +CD27 + /�CD28 + CD62L�) effector memory

cells (Supplementary Fig. 4B).

CD161highCD8 + mucosal-associated
invariant T cells are proinflammatory
To assess the cytokine profile of CD161high, CD161dim, and CD161�

CD8 + T cells, we carried out intracellular cytokine staining.

CD161highCD8 + T cells from patients with multiple sclerosis before

AHSCT produced the pro-inflammatory cytokines IFN-�, TNF-�, and

IL-17 (Fig. 4 A), but not the immunoregulatory IL-10 (results not

shown). Of all CD8 + subsets, the CD161highCD8 + subset contained

the highest frequency of IFN-� (77 � 4%, P50.001, Fig. 4B) and

TNF-� producing cells (56 � 12%, P50.001, Fig. 4C). The frequen-

cies of CD8 + T cells producing IL-17 tended to be higher in the

CD161high (mean 1.76 � 1.57% and 1.15 � 1.4%, P = 0.040,

Fig. 4D), but the analysis was not powered to detect the differences

between the groups. However, the CD161highCD8 + subset had

the highest frequencies of cells producing both IL-17 + and IFN-�

(mean 0.82 � 0.69%, P = 0.002, Fig. 4E).

When comparing the frequencies of CD161high, CD161dim, and

CD161� cells within the cytokine-producing CD8 + T cells, the

majority of the cells producing the widely expressed IFN-� and

TNF-� were CD161�CD8 + cells (that constitute 80–90% of the

CD8 + T cell pool). Despite their considerably smaller numbers,

CD161high cells constituted half of the total IL-17 + (mean

49 � 28%) and IL-17 + IFN-� + double positive cells (mean

51 � 26%, Fig. 4F).

Together these data confirmed that the CD161highCD8 + T cells

present in patients with multiple sclerosis before treatment and

ablated post-therapy were proinflammatory effector MAITs,

which contained a major fraction of IL-17 producing and

IL-17/IFN-� co-producing CD8 + T cells.

Mucosal-associated invariant T cells are
present in multiple sclerosis lesions
The almost exclusive expression of CCR6 on CD8 + MAITs sug-

gested their ability to enter the CNS (Reboldi et al., 2009). We

then investigated whether CD161-expressing MAITs were also

present in multiple sclerosis lesions in post-mortem brain tissue

from nine cases with high levels of inflammatory CNS infiltration.

Staining with antibodies against CD8 and CD161 revealed the

presence of double positive CD161 +CD8 + cells within the inflam-

matory infiltrates of chronic active white matter lesions (Fig. 5A).

Since distinction of the CD161high versus CD161dim + cells is not

possible in tissue, we also stained for TCRV�7.2, which together

with CD161 defines the MAIT population. We confirmed by dual

immunofluorescent staining that CD161 and TCRV�7.2 double

positive MAITs were indeed present in white matter lesion inflam-

matory infiltrates in all nine multiple sclerosis cases (Fig. 5B and C).

The presence of MAITs in active white matter lesions in the

multiple sclerosis brain suggested their involvement in multiple

sclerosis pathogenesis, based on their cytokine profile, possibly

as proinflammatory effectors.

Circulating mucosal-associated
invariant T cell numbers are
differentially affected by diverse
immunotherapies
We next asked whether depletion of MAITs in the periphery was

specific for the autologous haematopoietic transplantation proto-

col and to which extent other treatments for multiple sclerosis

affected MAIT frequencies. We first confirmed the depletion of

CD161highV�7.2 + CD8 + MAITs from the periphery of AHSCT

patients (Fig. 6A). After AHSCT, the frequencies of CD8 +

MAITs decreased (from a mean 12.1 � 7.4% of CD8 + cells at

baseline, to mean 0.6 � 0.2% at post-therapy follow-up 2 years,

P50.001, Fig. 6B). In contrast, the frequency of CD161highCD8 +

cells, a good surrogate of CD8 + MAITs (Supplementary Fig. 4A) in

the blood of patients treated with IFN-b was unchanged 6 months

after treatment (Supplementary Fig. 5).

We then set out to dissect the effects on MAITs in vivo from

each of the two components of the immunosuppressing condition-

ing regime, cyclophosphamide and alemtuzumab, by studying per-

ipheral blood mononuclear cell samples from patients who had

been treated with either high-dose cyclophosphamide or alemtu-

zumab alone. We measured the frequencies of CD8 + MAITs at

pre-therapy baseline and at 2 years post-therapy in five patients

who underwent immunosuppression with high-dose cyclophos-

phamide. An additional two patients had only pre- or post-therapy

samples available. The CD8 + MAITs were profoundly reduced in

four of six patients, but persisted at high levels post-therapy in

two subjects (Fig. 6C). We also measured MAIT frequency in pa-

tients who received treatment with alemtuzumab monotherapy

(n = 21). Patient samples were taken at different time points
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after the last alemtuzumab infusion (range 2–38 months); how-

ever, the time seemed not to affect the CD8 + MAIT frequencies

within the sampled period as they did not correlate with the time

after treatment (Fig. 6D).

When comparing AHSCT, high-dose cyclophosphamide and

alemtuzumab monotherapy post-treatment samples, MAIT frequen-

cies in both the CD8+ (Fig. 6E) and the CD4�CD8+ (Fig. 6F) cell

subsets, as well as in the total CD3+ population (Fig. 6G) were low

in all three groups, being lowest in the AHSCT-treated patients.

MAITs in all subsets (CD8+
, CD4� and CD3+) were significantly

higher in the high-dose cyclophosphamide patient samples com-

pared with both the AHSCT and alemtuzumab (monotherapy) trea-

ted patients (CD8+ MAITs: P = 0.011; CD4� MAITs: P = 0.004;

CD3+ MAITs: P = 0.002). These results were driven by MAIT num-

bers remaining high in two of six high-dose cyclophosphamide pa-

tients. Whereas the mean frequencies were not statistically different

between AHSCT and alemtuzumab treated patients (t-test, CD8+

MAITs: P = 0.09; CD4� MAITs: P = 0.12: CD3+ MAITs: P = 0.07),

the variance between the two patient groups was different (F-test,

CD8+ MAITs: F5 0.001: CD4� MAITs: F = 0.006: MAIT/total

CD3+: F = 0.012), indicating that the frequencies of all MAIT popu-

lations were differently distributed in the two treatment groups,

with a greater variability of MAIT numbers in the alemtuzumab

monotherapy treated group.

Relationship of circulating
mucosal-associated invariant T cell
frequency with clinical response
to treatment
Our study was not designed to ascertain if a correlation might exist

between the degree of activity after the treatments. We attempted,

however, to detect a potential association by stratifying patients

according to post-therapy circulating CD8 + MAIT frequency and

examining their clinical course. As the putatively therapeutic range

of depletion of MAITs is unknown, we applied statistical cut-off

values to stratify patients in groups having low, intermediate and

high post-therapy MAIT frequencies (Supplementary Fig. 6). The

patients who underwent AHSCT had predominantly low (50.8%)

and none had high (42.38) frequencies of circulating CD8 + MAITs

at any time point post-therapy. There were only two post-therapy

samples that had intermediate (0.8–2.38%) CD8 + MAIT frequency

in the AHSCT cohort (n = 12) and they were the 12-month sample

from Patient CC09 who relapsed at 16 months and the 6-month

sample from Patient CC12 who relapsed at 6 months (CD8 MAIT

frequencies 1.1% in both). Interestingly, CD4 + T cells in the sample

associated with relapse at 6-month follow-up showed a greatly

enhanced proliferation to myelin basic protein (Supplementary

Fig. 7). The remaining two patients who had a relapse after

AHSCT (both at 12 months), however, had low MAIT frequencies

at all the post-transplantation time points assessed. In the high-dose

cyclophosphamide treated cohort (n = 6 with post-therapy samples)

there were two patients (Patients HiCy1 and HiCy2) who had high

MAIT frequency post-therapy (10.4% and 15.7%, respectively).

Notably, they were also the two patients with highest MAIT

frequency at the pretreatment baseline (13.8% and 17.0%,

Figure 4 CD161highCD8 + cells are proinflammatory MAITs.

Characterization of CD161highCD8 + cells in multiple sclerosis

patients. (A) Representative example of cytokine production by

CD8 +CD3 + cells in function of CD161-expression. Peripheral

blood mononuclear cells from patients before treatment were

stimulated in culture with phorbol-12-myristate-13-acetate

(PMA) and ionomycin after overnight recovery in cell incubator.

The contour blots show the production of IFN-�, TNF-�, and IL-

17 by the total CD8 +CD3 + populations, and by CD161high,

CD161dim and CD161� CD8 + T cells. (B–E) The scatter plots

show the percentage of cytokine producing cells in the total

CD8 +CD3 + population, and in CD161high, CD161dim and

CD161� CD8 + T cells: (B) IFN-�, (C) TNF-�, (D) IL-17, and (E)

IL17 + IFN-� + cells. (F) The distribution of CD161high, CD161dim

and CD161neg in the total cytokine-producing population is

shown, and expressed as a percentage of cytokine +CD8 + T cells

(n = 7). Statistical tests performed were non-parametric

ANOVA.
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respectively), and the highest disability both pretreatment

(Expanded Disability Status Scale 7) and post-treatment

(Expanded Disability Status Scale 6.5 and 7, respectively) in the

cohort (Supplementary Table 1). Of these two patients, one

(Patient HiCy1) had a stable post-treatment course; the other

(Patient HiCy2) had a high inflammatory activity in the CNS,

with 20 gadolinium-enhancing lesions at Month 27 post-therapy.

The clinical course post-therapy in high-dose cyclophosphamide

treated patients with intermediate (Patients HiCy3 and HiCy4)

or low (Patients HiCy6 and HiCy9) MAIT frequencies was variable

(Supplementary Table 1). In the larger cohort of alemtuzumab-only

treated patients (n = 18 after excluding three patients who were

being treated with IFN-b at the alemtuzumab baseline, in order to

avoid potential confounding effects on the clinical measures) a fair

range of MAIT levels and of disease activity following therapy were

documented (Supplementary Fig. 6A). Of note, the two patients

with high frequency of CD8 MAITs after alemtuzumab treatment

(Patients Alem10 and Alem20, 3.56% and 7.43% CD8 MAIT at 24

months and 12 months since last infusion of three courses of alem-

tuzumab, 80 months and 66 months since first infusion, respect-

ively) had highly active multiple sclerosis before treatment (both

had three relapses in the preceding 12 months), were at the high

end of the range of disabilities at baseline within the cohort

(Expanded Disability Status Scale 6 and 6.5, respectively) and

relapsed during a long-term post-treatment follow-up (four relapses

and one relapse; annualized relapse rate 0.6 and 0.18, respectively).

Their disability, however, markedly improved after alemtuzumab

treatment; Patient Alem10 had Expanded Disability Status Scale

2.5 and Patient Alem20 had Expanded Disability Status Scale 3.5

at their last assessments (at 80 months and at 74 months, respect-

ively, since the first course of alemtuzumab). In the low- and inter-

mediate CD8 MAIT frequency group there were four patients who

had no relapses post-treatment (two and two, respectively); one or

more relapses post-therapy over a variable duration of follow-up

were documented in five of seven and eight of ten patients in these

groups, respectively (Supplementary Fig. 6B–D).

Discussion
In this study we investigated the immune reconstitution in patients

who underwent non-myeloablative conditioning AHSCT for

Figure 5 CD8 + CD161 + and MAITs are present in perivascular infiltrates within chronic active lesions in the brain of patients with

multiple sclerosis. (A) An example of CD8 + (green) and CD161 + (red) single and double positive cells (indicated by white arrows) within

the inflammatory cellular infiltrates of chronic active white matter (WM) lesions in the brain of a patient with multiple sclerosis. (B and C)

CD161 + (green) and TCRV�7.2 + (red) double positive MAITs are also found in white matter lesions inflammatory infiltrates. Blue (DAPI)

stains all nuclei. All images were acquired at �20 magnification except C at �40. All scale bars = 20 mm. BV = blood vessel.
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treatment of their highly active, conventional treatment-resistant

forms of multiple sclerosis. We observed immunological changes

that were consistent with a favourably redistributed balance of

regulatory versus proinflammatory lymphocytes, resulting from

the relative increase of cells with regulatory profile and the radical,

virtually complete depletion of a CD8 + T cell subset expressing

high levels of CD161 and producing IFN-�, TNF-�, and IL-17.

Based on their chemokine and cytokine receptor profile as well

as its semi-invariant T cell receptor rearrangement, we character-

ized CD8 +CD161high cells as MAITs and demonstrated their pres-

ence in brain white matter lymphomononuclear cell infiltrates in

post-mortem multiple sclerosis white matter tissue, supporting its

potential pathogenic relevance.

Different AHSCT conditioning regimens have been explored for

treatment of aggressive forms of immune-mediated disorders.

Non-myeloablative regimens have been proposed for two main

Figure 6 Effects of high-dose cyclophosphamide monotherapy and alemtuzumab monotherapy on MAIT frequency. MAITs defined by

the expression of V�7.2 and CD161 are reduced following AHSCT and reduced after monotherapy with high-dose cyclophosphamide

(HiCy), and after alemtuzumab alone (Alem). (A) Representative dot plots gated on live CD3 +CD8 + cells, showing expression of

TCRV�7.2 on the x-axis and CD161 on the y-axis. (B) Frequencies of MAITs (V�7.2 +CD161high) in patients with multiple sclerosis before

and after AHSCT. Note the segmented y-axis. Pretreatment (PreTx) n = 10, 6 months (6 mo) n = 9, 1 year (1 yr) n = 7, 2 years (2 yrs)

n = 3. Statistical test was repeated measures-ANOVA. (C) Frequencies of MAITs in patients with multiple sclerosis before and after

receiving high-dose cyclophosphamide. Patients with samples available at both time points are connected with a line. Note the segmented

y-axis. Pretreatment (PreTx) n = 6, 2 years (2 yrs) n = 6. Statistical test performed was paired t-test. (D) Frequency of CD8 + MAITs in

peripheral blood mononuclear cells of patients (n = 21) collected at different time points after their last infusion of alemtuzumab. The

middle line represents the mean and the sideline the confidence interval (95% onfidsence interval). (E–G) Comparison of MAIT fre-

quencies in patients receiving AHSCT (n = 11, range 6–24 months post-therapy) monotherapy with either high-dose cyclophosphamide

(HiCy, n = 6, 24 months post-therapy) or alemtuzumab (Alem, n = 21, range 2–38 after last infusion).
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reasons: (i) the treatment should primarily target the lymphoid,

not the myeloid compartment; and (ii) improved safety and toler-

ability facilitate treating patients during the appropriate window of

therapeutic opportunity at earlier stages of disease (Burt et al.,

2008). A recent clinical trial showed that non-myeloablative

AHSCT can arrest or reverse neurological deterioration in patients

with highly active, treatment-resistant relapsing-remitting multiple

sclerosis with acceptable safety (Burt et al., 2009). Here we

investigated key aspects of immune reconstitution in 12 patients,

who had all received the same (cyclophosphamide/alemtuzumab)

non-myeloablative conditioning regimen in that trial.

Analysis of the naı̈ve and memory T cell repertoire after non-

myeloablative conditioning AHSCT revealed a markedly different

quality of immune reconstitution when compared with our previ-

ous study of a myeloablative conditioning regimen using cyclo-

phosphamide and total body irradiation (Muraro et al., 2005).

Whereas naı̈ve T cells following cyclophosphamide and total

body irradiation had a biphasic reconstitution with initial depletion

followed by recovery and increase to twice their baseline fre-

quency (Muraro et al., 2005), in the present study the frequencies

of naı̈ve CD4 + T cells and of naı̈ve CD8 + T cells were unchanged

and reduced throughout the post-therapy follow-up. We detected,

however, a moderate but statistically significant degree of CD4 +

recent thymic emigrant expansion during the first year of follow-

up, demonstrating a degree of reactivation of the thymus.

Together, these results suggest that the non-myeloablative condi-

tioning regimen that we investigated in our study induced a less

extensive replacement of the mature T cell repertoire than the

previously reported myeloablative regimen. We have used CD31

as an established marker to enumerate T cells recently differen-

tiated from haematopoietic stem cells; however, these methods

cannot distinguish whether the haematopoietic stem cells were

survivors from the bone marrow or from the infused autologous

graft. Since a non-myeloablative conditioning protocol by defin-

ition causes minimal bone marrow suppression, it is likely that

haematopoietic stem cells from both the patient’s bone marrow

and the graft contribute to immune reconstitution.

These results prompted us to hypothesize that the therapeutic

effect of AHSCT on CNS inflammation in multiple sclerosis may

not require a complete renewal of the T cell repertoire but could

be mediated by the normalization of a balance between pro-

inflammatory and immunoregulatory cells. Abnormalities in the

number or function of CD4 + regulatory cells have been previously

reported in multiple sclerosis (Viglietta et al., 2004; Venken et al.,

2008). Our longitudinal analysis of regulatory T cell frequency

showed a significant surge in CD4 + CD25 + CD127�FoxP3 + cell

proportions relatively early (6 months) post-transplantation.

These results are consistent with previous work in juvenile idio-

pathic arthritis and in systemic lupus erythematosus, suggesting

that recovery of CD4 +CD25high T cells might play a role in the

mode of action of AHSCT (de Kleer et al., 2006; Alexander et al.,

2009). Expansion of CD4 + regulatory T cells has also been shown

after alemtuzumab monotherapy (Cox et al., 2005) leaving open

the possibility that increased regulatory T cell numbers are part of

a common response following intensive lymphodepletion.

We considered the possibility that the transiently increased

numbers of regulatory T cells after AHSCT were the result of a

boosted homeostatic proliferation at 6 months. Regulatory T cells

had a higher proliferation than the whole CD4 + population at

baseline and there was no change at 6 months post-therapy, des-

pite that the total CD4 + patient population was proliferating

much more actively than at baseline. These results suggest that

increased active proliferation did not account for the higher num-

bers of regulatory T cells post-transplantation; rather, it appears

that regulatory T cells either are more resistant to the immuno-

suppressive regime or they recommence to be exported from the

thymus and steadily proliferate in the periphery, with a gain of

their relative proportion in the lymphopenic CD4 + compartment,

which is likely to give them a regulatory advantage over re-emer-

ging effector T cells.

We also describe a transient increase of CD56high natural killer

cells, a natural killer cell subset with immunoregulatory potential

(Jiang et al., 2011). CD56high natural killer cells have been

reported to expand and mediate therapeutic effects in patients

with multiple sclerosis treated with daclizumab (Bielekova et al.,

2006) and IFN-b (Vandenbark et al., 2009). We speculate that the

early expansion of CD4 + regulatory T cells and regulatory CD56high

natural killer cells may be important for the control of the immune

system during the early antigen priming of re-emerging lympho-

cytes, as previously suggested (O’Gorman et al., 2009).

Next, we focused our analyses on the functional significance of

different types of phenotypic CD8 + T cell effector memory cell

subpopulations, which demonstrated significant changes in their

frequencies in pre- to post-AHSCT blood samples. We have pre-

viously reported a prominent increase of CD57 + CD28�CD8 +

T cells, a subset of CD8 + T cells with proposed suppressor func-

tion (Mollet et al., 1998), after myeloablative AHSCT (Muraro

et al., 2005). We have reproduced and extended this observation

in the present study of non-myeloablative AHSCT. CD8 +CD57 +

T cells were significantly and persistently increased throughout the

post-transplantation follow-up. Functional characterization of

CD57� and CD57 + CD8 T cells through co-culture suppression

assays showed that although both populations contained cells with

suppressive activity, the suppressive effect of CD57 +CD8 + cells

was variable and either much greater or equal to their CD57�

counterpart. This variability suggested that CD57 may not be

per se a marker defining immunoregulatory CD8 + T cells.

Interestingly, we observed that ILT2, a marker associated with

regulatory function, is expressed by a majority of CD57 + CD8 +

cells and is differentially regulated during the post-AHSCT

follow-up (data not shown). Further work is required to define

the key determinants of regulatory activity of cell populations

within the CD8 +CD57 + subset.

Our detailed characterization of CD8 + T cell reconstitution

included several natural killer markers known to be expressed on

T, natural killer T and natural killer-like T cells (data not shown)

and revealed that a CD161highCD8 + T subset, readily detectable in

all patients before treatment, was radically depleted after AHSCT.

We also demonstrate that 490% of the CD161highCD8 + cell

population in multiple sclerosis patients express TCRV�7.2 and

IL-18R�, and therefore represent MAITs, a subset recently

described for their antimicrobial activity (Le Bourhis et al., 2010;

Kjer-Nielsen et al., 2012). MAITs have been described as non-

cycling, tissue-targeted cells that secrete IL-17 and express high
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levels of the multiple drug transporter protein ABCB1, which con-

fers them resistance to ABCB1-effluxed chemotherapy (Dusseaux

et al., 2011). We confirmed that high expression of CD161 de-

fines a proinflammatory CD8 + memory MAIT population that pro-

duces IFN-� and contains the IL-17 producing CD8 + T cells in

patients with multiple sclerosis, in agreement with recent studies

describing CD161high cells as a chemotherapy-resistant and tissue-

homing proinflammatory CD8 + subpopulation (Turtle et al., 2009;

Billerbeck et al., 2010). These MAITs likely possess some plasticity

depending on the inflammatory environment; it was recently

shown that their IL-17 production was enhanced by co-stimulation

with IL-1b, whereas presence of IL-12 induced a Tc1-like function

(Turtle et al., 2011). Our description of a post-treatment depletion

of CD8 + T cells that produce IL-17 (Tc17) is novel and comple-

mentary to recent data from a study of AHSCT employing a high-

intensity immunosuppressive protocol. Darlington et al. (2013)

demonstrate that the capacity to mount Th17 responses is dimin-

ished post-therapy, although the Th1 responses remain unaltered.

Together, their study and ours suggest that alterations of the Th17

and of the Tc17 pathways might be critically involved in the thera-

peutic mechanism of AHSCT in multiple sclerosis.

The demonstration that MAITs are pro-inflammatory contrasts

with the interpretation of Miyazaki et al. (2011) who despite

describing MAITs as a population that secrete high levels of proin-

flammatory cytokines IL-17 and IFN-�, interpret them as immu-

noregulatory cells able to suppress Th1 responses in multiple

sclerosis. We believe that without supportive data from intracellu-

lar cytokine staining assays it is difficult to ascertain whether

MAITs truly inhibit IFN-� production from T cells. The interpret-

ation of results from their co-culture system is made problematic

by the fact that ‘MAIT-depletion’ in their co-culture assays was

performed by depletion of CD161 expressing cells, and thus would

have depleted not only CD161high MAITs, but also the widely

present CD161dim effector CD4 (IFN-� and IL-17 producing

cells, and even some regulatory populations), cytotoxic CD8

T cells including CD57 +CD8 + cells, and natural killer cells. After

the depletion of several functionally important cell subsets, it is

difficult to define the effect of any one specific cell population.

In our study, by intracellular cytokine staining and selective gating

on CD161high, -dim and -negative cells we demonstrate produc-

tion of IL-17, IFN-� and TNF-� and no production of IL-10 by

CD161high cells, consistent with a pro-inflammatory function

and in agreement with a majority of other studies (Billerbeck

et al., 2010; Annibali et al., 2011; Dusseaux et al., 2011;

Walker et al., 2012).

The involvement of IL-17 producing CD161highCD8 + T cells in

multiple sclerosis pathology is plausible when considering that the

majority (470%) of CD8 T cells in acute and chronic active mul-

tiple sclerosis lesions were reported to express IL-17 (Tzartos et al.,

2008). The potential relevance of CD161highCD8 + cells in multiple

sclerosis was recently underpinned by the study by Annibali et al.

(2011) that showed that the expression of KLRB1, the gene

coding for CD161 and one of the non-major histocompatibility

complex risk alleles with the highest statistical association to mul-

tiple sclerosis (Hafler et al., 2007), was increased in affected

monozygotic twins as compared to their healthy co-twins. In

that study, the frequency of CD161 + cells in the CD8 + T cell

subset was significantly increased in the blood of patients with

multiple sclerosis when compared with healthy controls.

Furthermore, CD161 +CD8 + T cells were detected amongst

tissue-infiltrating cells in post-mortem multiple sclerosis brain

tissue (Annibali et al., 2011).

Here, by examining immune cell infiltrates in post-mortem mul-

tiple sclerosis brain white matter tissue from cases with high levels

of inflammation we confirm that MAITs are present in white

matter lesions, as predicted from their tissue-homing receptor pro-

file. In a separate study extensively characterizing CD161 +

lymphocytes in multiple sclerosis tissue we have quantified the

number of MAITs in the white matter as well as in the meningeal

inflammatory infiltrates, where they represented 17% and 8% of

total CD161 + cells, respectively (Carassiti et al., manuscript sub-

mitted). These data extend the previous demonstration of the

TCRV�7.2J�33-transcript in white matter lesions (Illes et al.,

2004), and their frequency in highly active cases’ lesions suggest

that MAITs are probably implicated in the development of CNS

immune-mediated injury in multiple sclerosis.

CD161highCD8 + MAITs express CCR6, a receptor that is

involved in transmigration of T cells into the CNS and in the ini-

tiation of experimental autoimmune encephalomyelitis (Reboldi

et al., 2009). CD161 itself also plays a role in trans-endothelial

migration of T cells (Poggi et al., 1997). MAITs produce high

levels of inflammatory cytokines IFN-� and TNF-�, and are the

highest CD8 + producers of IL-17; IL-17R is expressed on blood–

brain barrier epithelial cells in multiple sclerosis lesions and IL-17

increases the permeability of the barrier (Kebir et al., 2007).

Furthermore, the commensal gut flora has been shown to enhance

the IL-17 response and to be required for the development of

myelin-specific autoimmunity in an experimental model of demye-

lination (Berer et al., 2011), which corroborates the implication of

gut immunity in autoimmune disease. Taken together, these stu-

dies and our own data strongly suggest an important role for

CD161highCD8 + MAITs in multiple sclerosis pathogenesis.

It was, therefore, of great interest to consider to which extent

the two principal components of the immunoablative chemo–

biological therapy conditioning regimen, high-dose cyclophospha-

mide and alemtuzumab contributed to the observed depletion of

MAITs. We hence obtained peripheral blood mononuclear cell

from patients treated in a protocol using high-dose cyclophospha-

mide at Johns Hopkins University, USA; and in a protocol of

alemtuzumab at the University of Cambridge, UK. There was no

post-therapy depletion of MAITs in two of six analysed high-dose

cyclophosphamide treated patients. The frequency of MAITs

peripheral blood mononuclear cells obtained from patients treated

with alemtuzumab was not statistically different from AHSCT trea-

ted patients although the significantly greater variance suggested

that the frequency was higher in some alemtuzumab monother-

apy-treated individual. This variance was independent of the time

since the last treatment infusion. Our data suggest that both high-

dose cyclophosphamide and alemtuzumab alone have the poten-

tial to deplete circulating MAITs but larger numbers of cells may

escape depletion from either treatment alone than from autolo-

gous haematopoietic stem cell transplantation with a conditioning

regimen that includes both cyclophosphamide and alemtuzumab.

Based on our data we speculate that alemtuzumab may account
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for the majority of the MAIT-depleting effect, but that the

combination of alemtuzumab with cyclophosphamide in the trans-

plantation conditioning regime (which was also preceded by a few

weeks by the use of cyclophosphamide for haematopoietic cell

mobilization, which may contribute to the ablative effect) may

have additive or synergistic effects, resulting in a more complete

depletion.

Differentiating responders and non-responders to a given treat-

ment and measuring potentially relevant biological variables might

allow us to gain valuable insight into its mechanism of action.

Dichotomizing clinical responses to therapy, however, is not

always straightforward. Clinical and MRI follow-up of the

AHSCT patients showed complete disease remission post-therapy

in 8 of 12 patients. Four patients had a single relapse during

the first 2 years post-transplantation (versus two relapses each in

the 12 months before transplantation) yet at the end of the

524 month follow-up post-AHSCT the Expanded Disability

Status Scale scores of all relapsing patients were either improved

(n = 3) or unchanged (n = 1) compared to pretreatment baseline,

suggesting that their multiple sclerosis course had been stabilized

or at least attenuated. For the interpretation of our immunological

studies, therefore, we felt more appropriate to regard the clinical

outcomes in these four patients as partial/incomplete responses

rather than treatment failure, and we show here the immunolo-

gical results from all patients conjointly. We applied the same con-

sideration to the other treatments. Indeed, stratification analysis

showed no statistically significant differences between the com-

plete and partial responders groups in any of the immune param-

eters being investigated (data not shown), including recovery of

CD4 + T cell numbers and CD4/8 ratios that were recently

described as surrogate marker of treatment response to alemtuzu-

mab (Cossburn et al., 2013), although we cannot rule out that

some differences might have been detected if larger numbers of

patients had been available.

Based on the pro-inflammatory profile of MAITs, their radical

post-therapy depletion of MAITs observed after AHSCT and the

more variable depletion observed after other treatments we

hypothesized that their frequency might align most closely with

therapeutic efficacy. Our study had not been designed to examine

a correlation of MAIT numbers and clinical or imaging response to

treatment and was statistically underpowered to detect such po-

tential correlations. Only a descriptive analysis of a potential asso-

ciation, therefore, was performed. In the AHSCT cohort, it was of

note that the only two post-therapy samples in which CD8 +

MAITs frequency exceeded 1% (1.1% in both) were from two

time points of two patients who subsequently had a relapse.

Interestingly, we detected enhanced T cell reactivity to myelin

basic protein at one of these time points. In the high-dose cyclo-

phosphamide cohort, one of two patients with high (410%)

CD8 + MAIT frequency post-therapy had an inflammatory flare

with high number of enhancing lesions; the other patient re-

mained stable. In the alemtuzumab cohort, the two patients

with high CD8 + MAIT frequency post-therapy (3.6% and

7.4%) both had relapses post-therapy, although their annualized

relapse rate post-treatment was much lower than in the

12 months preceding treatment with alemtuzumab. Interestingly,

all four patients with high MAIT frequency post-therapy in the

high-dose cyclophosphamide, and in the alemtuzumab cohorts,

had high disability levels pretreatment, although disability im-

proved (even if relapses occurred) in the two patients who

received alemtuzumab, which has been suggested to exert neuro-

protective effects in vivo based on the demonstration of induction

of neurotrophic mediators in vitro (Jones et al., 2010).

Although these observations are intriguing and support the im-

plication that MAITs are active perpetrators of inflammatory dis-

ease activity in multiple sclerosis, it should be noted that in all

three cohorts (AHSCT, high-dose cyclophosphamide and alemtu-

zumab), there were patients with low circulating MAITs who had

relapses or MRI activity post-therapy; and there was one case

(Patient HiCy1) who had high circulating MAIT frequency yet

remained clinically stable. These observations suggest that there

is no exclusive association of low frequency of circulating MAITs

with disease remission; or exclusive association of high frequency

of circulating MAITs with disease relapse. The results, therefore,

should be interpreted with caution. Future studies in larger

numbers of patients, with prospective enumeration of MAITs

and clinical monitoring before and during treatment are warranted

to establish if a correlation of MAIT number and clinical course

exists. These studies could address the hypotheses generated from

the present study that MAITs are implicated as detrimental inflam-

matory mediators of disease and may represent a biomarker of

treatment response in multiple sclerosis.

In conclusion, our data show significant qualitative and func-

tional changes in the reconstituted immune response following

the non-myeloablative AHSCT regimen. Data on differentiation

factors describing a reciprocal relationship between regulatory

T cells and Th17 cells (Bettelli et al., 2007; Mucida et al., 2007)

suggest that the balance between regulatory and pro-inflamma-

tory cells is reset by tightly controlled processes that coordinate

functional differentiation of lymphocytes during immune reconsti-

tution. Indeed, following AHSCT we demonstrate increased num-

bers of circulating cells with regulatory potential as well as the

effective depletion of a pro-inflammatory IL-17, TNF-� and IFN-

�-producing CD8 + cell subset, which corresponds phenotypically

and functionally to the recently described gut-derived MAIT popu-

lation. We further show that CD8 + MAITs, which express CCR6,

infiltrate multiple sclerosis lesion tissue. Taken together, our results

suggest that CD8 + MAITs might be involved in multiple sclerosis

as inflammatory mediators and could represent a disease and a

treatment biomarker as well as, potentially, a therapeutic target.

Acknowledgements
We thank the patients and healthy subjects who donated blood

samples for this study and the UK MS Society Tissue Bank for

supplying post-mortem tissues. We are grateful to Kim Bracy for

her excellent work at coordinating patient specimen collection,

and to Anisha Mistry for her help in processing patient samples.

We also thank Dr Laura Azzopardi and Dr Onajite Kousin-Ezewu

for collecting alemtuzumab patient data, Sara Thompson for col-

lecting and sending the alemtuzumab samples and Dr Miriam

Mattoscio for reviewing clinical data. The authors declare no con-

flict of interest.

AHSCT resets immune balance in MS Brain 2013: 136; 2888–2903 | 2901

D
ow

nloaded from
 https://academ

ic.oup.com
/brain/article-abstract/136/9/2888/289489 by N

orthw
estern U

niversity Library user on 02 July 2019



Funding
This work was supported by funding from the UK MS Society

[938/10 to P.M.], from the Hammersmith Hospitals Trustees

Committee (P.M.), from the Italian Ministry of Health (Progetto

Strategico) (L.B.), from the Italian Multiple Sclerosis Foundation

(FISM) (L.B. and R.R.), and from the NIH [CTSA award

KL2TR000057 to U.O.].

Supplementary material
Supplementary material is available at Brain online.

References
Adams JC. Biotin amplification of biotin and horseradish peroxidase

signals in histochemical stains. J Histochem Cytochem 1992; 40:

101457–63.
Alexander T, Thiel A, Rosen O, Massenkeil G, Sattler A, Kohler S,

et al. Depletion of autoreactive immunologic memory followed by

autologous hematopoietic stem cell transplantation in patients with

refractory SLE induces long-term remission through de novo

generation of a juvenile and tolerant immune system. Blood 2009;

113: 1214–23.

Annibali V, Ristori G, Angelini DF, Serafini B, Mechelli R, Cannoni S,

et al. CD161(high)CD8 + T cells bear pathogenetic potential in multiple

sclerosis. Brain 2011; 134 (Pt): 2542–54.

Autran B, Leblond V, Sadat-Sowti B, Lefranc E, Got P, Sutton L, et al.

A soluble factor released by CD8 + CD57 + lymphocytes from bone

marrow transplanted patients inhibits cell-mediated cytolysis. Blood

1991; 77: 102237–41.

Berer K, Mues M, Koutrolos M, Rasbi ZA, Boziki M, Johner C, et al.

Commensal microbiota and myelin autoantigen cooperate to trigger

autoimmune demyelination. Nature 2011; 479: 7374538–41.

Bettelli E, Korn T, Kuchroo VK. Th17: the third member of the effector

T cell trilogy. Curr Opin Immunol 2007; 19: 6652–7.

Bielekova B, Catalfamo M, Reichert-Scrivner S, Packer A, Cerna M,

Waldmann TA, et al. Regulatory CD56(bright) natural killer cells

mediate immunomodulatory effects of IL-2Ralpha-targeted therapy

(daclizumab) in multiple sclerosis. Proc Natl Acad Sci USA 2006;

103: 155941–6.

Billerbeck E, Kang YH, Walker L, Lockstone H, Grafmueller S, Fleming V,

et al. Analysis of CD161 expression on human CD8 + T cells defines a

distinct functional subset with tissue-homing properties. Proc Natl

Acad Sci USA 2010; 107: 73006–11.

Burt RK, Loh Y, Pearce W, Beohar N, Barr WG, Craig R, et al. Clinical

applications of blood-derived and marrow-derived stem cells for non-

malignant diseases. JAMA 2008; 299: 8925–36.

Burt RK, Loh Y, Cohen B, Stefoski D, Balabanov R, Katsamakis G, et al.

Autologous non-myeloablative haemopoietic stem cell transplantation

in relapsing-remitting multiple sclerosis: a phase I/II study. Lancet

Neurol 2009; 8: 3244–53.
Burt RK, Abinun M, Farge-Bancel D, Fassas A, Hiepe F, Havrdova E,

et al. Risks of immune system treatments. Science 2010; 328:

5980825–6.
Chattopadhyay PK, Betts MR, Price DA, Gostick E, Horton H,

Roederer M, et al. The cytolytic enzymes granyzme A, granzyme B,

and perforin: expression patterns, cell distribution, and their relation-

ship to cell maturity and bright CD57 expression. J Leukoc Biol 2009;

85: 188–97.

Compston A, Coles A. Multiple sclerosis. Lancet 2008; 372:

96481502–17.

Cossburn MD, Harding K, Ingram G, El-Shanawany T, Heaps A,

Pickersgill TP, et al. Clinical relevance of differential lymphocyte recov-

ery after alemtuzumab therapy for multiple sclerosis. Neurology 2013;

80: 155–61.

Cox AL, Thompson SA, Jones JL, Robertson VH, Hale G, Waldmann H,

et al. Lymphocyte homeostasis following therapeutic lymphocyte

depletion in multiple sclerosis. Eur J Immunol 2005; 35: 113332–42.

Crawford MP, Yan SX, Ortega SB, Mehta RS, Hewitt RE, Price DA, et al.

High prevalence of autoreactive, neuroantigen-specific CD8 + T cells

in multiple sclerosis revealed by novel flow cytometric assay. Blood

2004; 103: 114222–31.

Darlington PJ, Touil T, Doucet JS, Gaucher D, Zeidan J, Gauchat D, et al.

Diminished Th17 (not Th1) responses underlie multiple sclerosis disease

abrogation after hematopoietic stem cell transplantation. Ann Neurol

2013; 73: 341–54.
de Kleer I, Vastert B, Klein M, Teklenburg G, Arkesteijn G, Yung GP,

et al. Autologous stem cell transplantation for autoimmunity induces

immunologic self-tolerance by reprogramming autoreactive T cells and

restoring the CD4 + CD25 + immune regulatory network. Blood 2006;

107: 41696–702.

Dusseaux M, Martin E, Serriari N, Peguillet I, Premel V, Louis D, et al.

Human MAIT cells are xenobiotic-resistant, tissue-targeted, CD161hi

IL-17-secreting T cells. Blood 2011; 117: 41250–9.

Hafler DA, Compston A, Sawcer S, Lander ES, Daly MJ, De Jager PL,

et al. Risk alleles for multiple sclerosis identified by a genomewide

study. N Engl J Med 2007; 357: 9851–62.

Hakim FT, Memon SA, Cepeda R, Jones EC, Chow CK, Kasten-

Sportes C, et al. Age-dependent incidence, time course, and conse-

quences of thymic renewal in adults. J Clin Invest 2005; 115: 4930–9.

Howell OW, Reeves CA, Nicholas R, Carassiti D, Radotra B,

Gentleman SM, et al. Meningeal inflammation is widespread and

linked to cortical pathology in multiple sclerosis. Brain 2011; 134

(Pt): 92755–71.

Illes Z, Shimamura M, Newcombe J, Oka N, Yamamura T. Accumulation

of Valpha7.2-Jalpha33 invariant T cells in human autoimmune inflam-

matory lesions in the nervous system. Int Immunol 2004; 16: 2223–30.

Jiang W, Chai NR, Maric D, Bielekova B. Unexpected role for granzyme

K in CD56bright NK cell-mediated immunoregulation of multiple scler-

osis. J Immunol 2011; 187: 2781–90.
Jones JL, Anderson JM, Phuah CL, Fox EJ, Selmaj K, Margolin D, et al.

Improvement in disability after alemtuzumab treatment of multiple

sclerosis is associated with neuroprotective autoimmunity. Brain

2010; 133 (Pt): 82232–47.
Kebir H, Kreymborg K, Ifergan I, Dodelet-Devillers A, Cayrol R,

Bernard M, et al. Human TH17 lymphocytes promote blood-brain

barrier disruption and central nervous system inflammation. Nat Med

2007; 13: 101173–5.

Kimmig S, Przybylski GK, Schmidt CA, Laurisch K, Mowes B,

Radbruch A, et al. Two subsets of naive T helper cells with distinct

T cell receptor excision circle content in human adult peripheral blood.

J Exp Med 2002; 195: 6789–94.

Kjer-Nielsen L, Patel O, Corbett AJ, Le Nours J, Meehan B, Liu L, et al.

MR1 presents microbial vitamin B metabolites to MAIT cells. Nature

2012; 491: 7426717–23.

Krishnan C, Kaplin AI, Brodsky RA, Drachman DB, Jones RJ, Pham DL,

et al. Reduction of disease activity and disability with high-dose

cyclophosphamide in patients with aggressive multiple sclerosis.

Arch Neurol 2008; 65: 81044–51.

Le Bourhis L, Martin E, Peguillet I, Guihot A, Froux N, Core M, et al.

Antimicrobial activity of mucosal-associated invariant T cells.

Nat Immunol 2010; 11: 8701–8.

Magliozzi R, Howell O, Vora A, Serafini B, Nicholas R, Puopolo M, et al.

Meningeal B-cell follicles in secondary progressive multiple sclerosis

associate with early onset of disease and severe cortical pathology.

Brain 2007; 130 (Pt): 41089–104.
Miyazaki Y, Miyake S, Chiba A, Lantz O, Yamamura T. Mucosal-

associated invariant T cells regulate Th1 response in multiple sclerosis.

Int Immunol 2011; 23: 9529–35.

2902 | Brain 2013: 136; 2888–2903 S. V. Abrahamsson et al.

D
ow

nloaded from
 https://academ

ic.oup.com
/brain/article-abstract/136/9/2888/289489 by N

orthw
estern U

niversity Library user on 02 July 2019

http://brain.oxfordjournals.org/lookup/suppl/doi:10.1093/brain/awt182/-/DC1


Mollet L, Sadat-Sowti B, Duntze J, Leblond V, Bergeron F, Calvez V,
et al. CD8hi + CD57 + T lymphocytes are enriched in antigen-specific

T cells capable of down-modulating cytotoxic activity. Int Immunol

1998; 10: 3311–23.

Mucida D, Park Y, Kim G, Turovskaya O, Scott I, Kronenberg M, et al.
Reciprocal TH17 and regulatory T cell differentiation mediated by

retinoic acid. Science 2007; 317: 5835256–60.

Muraro PA, Jacobsen M, Necker A, Nagle JW, Gaber R, Sommer N,

et al. Rapid identification of local T cell expansion in inflammatory
organ diseases by flow cytometric T cell receptor Vbeta analysis.

J Immunol Methods 2000; 246: 131–43.

Muraro PA, Douek DC, Packer A, Chung K, Guenaga FJ, Cassiani-
Ingoni R, et al. Thymic output generates a new and diverse TCR rep-

ertoire after autologous stem cell transplantation in multiple sclerosis

patients. J Exp Med 2005; 201: 5805–16.

O’Gorman WE, Dooms H, Thorne SH, Kuswanto WF, Simonds EF,
Krutzik PO, et al. The initial phase of an immune response functions

to activate regulatory T cells. J Immunol 2009; 183: 1332–9.

Poggi A, Costa P, Zocchi MR, Moretta L. NKRP1A molecule is involved

in transendothelial migration of CD4 + human T lymphocytes.
Immunol Lett 1997; 57 (1–3): 121–3.

Ratts RB, Lovett-Racke AE, Choy J, Northrop SC, Hussain RZ,

Karandikar NJ, et al. CD28-CD57 + T cells predominate in CD8

responses to glatiramer acetate. J Neuroimmunol 2006; 178 (1–2):
117–29.

Reboldi A, Coisne C, Baumjohann D, Benvenuto F, Bottinelli D, Lira S,

et al. C-C chemokine receptor 6-regulated entry of TH-17 cells into
the CNS through the choroid plexus is required for the initiation of

EAE. Nat Immunol 2009; 10: 5514–23.

Saccardi R, Freedman MS, Sormani MP, Atkins H, Farge D, Griffith LM,

et al. A prospective, randomized, controlled trial of autologous haem-
atopoietic stem cell transplantation for aggressive multiple sclerosis: a

position paper. Mult Scler 2012; 18: 6825–34.

Tilloy F, Treiner E, Park SH, Garcia C, Lemonnier F, de la Salle H, et al.

An invariant T cell receptor alpha chain defines a novel TAP-inde-
pendent major histocompatibility complex class Ib-restricted

alpha/beta T cell subpopulation in mammals. J Exp Med 1999;

189: 121907–21.

Treiner E, Duban L, Bahram S, Radosavljevic M, Wanner V, Tilloy F, et al.
Selection of evolutionarily conserved mucosal-associated invariant

T cells by MR1. Nature 2003; 422: 6928164–9.

Treiner E, Duban L, Moura IC, Hansen T, Gilfillan S, Lantz O. Mucosal-

associated invariant T (MAIT) cells: an evolutionarily conserved T cell
subset. Microbes Infect 2005; 7: 3552–9.

Turtle CJ, Swanson HM, Fujii N, Estey EH, Riddell SR. A distinct subset of

self-renewing human memory CD8 + T cells survives cytotoxic chemo-

therapy. Immunity 2009; 31: 5834–44.
Turtle CJ, Delrow J, Joslyn RC, Swanson HM, Basom R, Tabellini L, et al.

Innate signals overcome acquired TCR signaling pathway regulation

and govern the fate of human CD161(hi) CD8alpha( + ) semi-invariant
T cells. Blood 2011; 118: 102752–62.

Tzartos JS, Friese MA, Craner MJ, Palace J, Newcombe J, Esiri MM, et al.

Interleukin-17 production in central nervous system-infiltrating T cells

and glial cells is associated with active disease in multiple sclerosis.
Am J Pathol 2008; 172: 1146–55.

Vandenbark AA, Huan J, Agotsch M, La Tocha D, Goelz S, Offner H,

et al. Interferon-beta-1a treatment increases CD56(bright) natural

killer cells and CD4 + CD25 + Foxp3 expression in subjects with mul-
tiple sclerosis. J Neuroimmunol 2009; 215: 125–8.

Venken K, Hellings N, Broekmans T, Hensen K, Rummens JL, Stinissen P.

Natural naive CD4 + CD25 + CD127low regulatory T cell (Treg) devel-

opment and function are disturbed in multiple sclerosis patients:
recovery of memory Treg homeostasis during disease progression.

J Immunol 2008; 180: 96411–20.

Viglietta V, Baecher-Allan C, Weiner HL, Hafler DA. Loss of functional
suppression by CD4 + CD25 + regulatory T cells in patients with mul-

tiple sclerosis. J Exp Med 2004; 199: 7971–9.

Walker LJ, Kang YH, Smith MO, Tharmalingham H, Ramamurthy N,

Fleming VM, et al. Human MAIT and CD8alphaalpha cells develop
from a pool of type-17 precommitted CD8 + T cells. Blood 2012;

119: 2422–33.

Zhang L, Bertucci AM, Ramsey-Goldman R, Burt RK, Datta SK.

Regulatory T cell (Treg) subsets return in patients with refractory
lupus following stem cell transplantation, and TGF-beta-producing

CD8 + Treg cells are associated with immunological remission of

lupus. J Immunol 2009; 183: 106346–58.

AHSCT resets immune balance in MS Brain 2013: 136; 2888–2903 | 2903

D
ow

nloaded from
 https://academ

ic.oup.com
/brain/article-abstract/136/9/2888/289489 by N

orthw
estern U

niversity Library user on 02 July 2019


