INTIMP-02805; No of Pages 5

International Immunopharmacology xxx (2013) XXX-XXX

Contents lists available at SciVerse ScienceDirect

International Immunopharmacology

journal homepage: www.elsevier.com/locate/intimp

Challenges in cryopreservation of regulatory T cells (Tregs) for clinical
therapeutic applications

Karolina Golab ¢, Dennis Leveson-Gower ¢, Xiao-Jun Wang ¢, Jakub Grzanka ¢, Natalia Marek-Trzonkowska b
Adam Krzystyniak °, Piotr Trzonkowski °, Piotr Witkowski **

2 Department of Surgery, Section of Transplantation, University of Chicago, IL, USA
b Department of Clinical Immunology and Transplantology, Medical University of Gdarisk, Poland

ARTICLE INFO ABSTRACT

Article history:

Received 30 November 2012
Accepted 1 February 2013
Available online xxxx

Promising results of initial studies applying ex-vivo expanded regulatory T cell (Treg) as a clinical intervention
have increased interest in this type of the cellular therapy and several new clinical trials involving Tregs are cur-
rently on the way. Methods of isolation and expansion of Tregs have been studied and optimized to the extent
that such therapy is feasible, and allows obtaining sufficient numbers of Tregs in the laboratory following
Good Manufacturing Practice (GMP) guidelines. Nevertheless, Treg therapy could even more rapidly evolve if
Tregs could be efficiently cryopreserved and stored for future infusion or expansions rather than utilization of
only freshly isolated and expanded cells as it is preferred now. Currently, our knowledge regarding the impact
of cryopreservation on Treg recovery, viability, and functionality is still limited. Based on experience with
cryopreserved peripheral blood mononuclear cells (PBMCs), cryopreservation may have a detrimental effect
on Tregs, can decrease Treg viability, cause abnormal cytokine secretion, and compromise expression of surface
markers essential for proper Treg function and processing. Therefore, optimal strategies and conditions for Treg
cryopreservation in conjunction with cell culture, expansion, and processing for clinical application still need to
be investigated and defined.
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1. Introduction

Regulatory T cells (Tregs) have been described as key regulators in
various immunological processes, particularly in the suppression of
immune response, as well as in the induction and maintenance of
self-tolerance. Since their discovery, there has been great interest in
using Tregs as immunotherapy. Many animal studies have proven that
such therapy is feasible and effective in autoimmunity [ 1-4], allogeneic
transplantation [5,6] and Graft Versus Host Disease (GVHD) [7-10]. In
the last 3 years, results of the first clinical trials with Tregs have been
published. Three of those publications reported that Treg therapy was
safe and might be an effective tool to prevent or treat GVHD [11-13].
Another recently published study demonstrated that autologous Treg
infusion can be safely used to preserve B-Cell function and may delay
onset of Type I diabetes in children [14]. These findings have increased
interest in utilizing Tregs as therapy in solid organ transplantation as
well as for the treatment of autoimmune disorders. Treg cellular thera-
py in humans is especially challenging, since the number of these cells
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in peripheral blood is low, and substantial numbers of Tregs are needed
for the prevention of graft rejection or halting autoimmune reactions.
The exact critical Treg number is unknown, but based on animal models
it is believed that the ratio of Tregs to conventional T cells should be be-
tween 1:1 and 1:2, which would require billions of Tregs per one infu-
sion to effectively suppress the immune system [15]. However, recent
technical improvements in Treg isolation and ex-vivo expansion proto-
cols [16-22] have been developed towards overcoming the relative
paucity of Tregs and have made it feasible to obtain sufficient numbers
of fresh cells for clinical adoptive transfer therapy. The main source of
the Treg has been a patient's own blood (drawn directly from a blood
vessel or as a product of leukopheresis) or third-party umbilical cord
blood.

Nevertheless, from a practical perspective, therapy with regulatory T
cells would be greatly improved if isolated/expanded Tregs or PBMCs/
pre-enriched cells for Treg isolation could be stored long-term until
they are needed. This approach would allow for more flexibility in
terms of planning the therapy, timing of the infusions, and also allow
for subsequent Treg infusions, regardless of pharmacological treatment
applied after the first infusion [23,24]. However, current knowledge of
how the process of cryopreservation may affect Tregs is still limited.
Thus, the focus of this review is on findings concerning PBMC/Treg cryo-
preservation and the possible effects of freezing/thawing on those cells,
their biology, and function with relevance to their clinical application.
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2. Treg recovery from the cryopreserved PBMCs

Cryopreservation of PBMCs is performed routinely for subsequent
immunological, laboratory analysis, when it is not possible to use the
cells shortly after blood sample collection. From a Treg therapy per-
spective, PBMCs can be frozen and banked for subsequent Treg iso-
lation, processing and infusion to the patient. Assessment of Treg
frequency in PBMCs is usually done by flow cytometry after surface
(CD4™, CD25MeM €D127'°%) and intracellular (FoxP3) staining. There
have been several studies, which evaluated the effect of cryopreserva-
tion on Treg detection in PBMCs based on the above markers. A study
in 2008, showed that cryopreservation decreases the proportion of
CD4"CD25™ Tregs in PBMCs in samples from either healthy or HIV-1-
infected individuals [25]. The authors suggested that a change in the
proportion of CD47CD25" cells between fresh and thawed PBMC
samples is due to significant changes in surface expression of CD25"
on processed CD4™ T cells, probably caused by increased apoptotic
susceptibility of activated T cells which express CD25 [25]. Elkord also
noticed a significant reduction in Treg recovery from cryopreserved
PBMCs comparing to freshly isolated cells; of note, he assessed it also
looking at intracellular staining of FoxP3 in addition to the surface
markers CD4 and CD25. In samples from 6 healthy volunteers, the
mean % of CD4*FoxP3™ cells in fresh samples was 5.58% (Cl=3.39-
7.77) and decreased to 3.57% (C1=1.94-5.22) (p=0.0016) following
thawing after 3 weeks of cryopreservation. The author hypothesized
that these results were due to Treg fragility under cryopreservation
conditions [26].

On the contrary, Van Hemelen et al,, after analysis of frozen/thawed
PBMCs from 3 healthy donors, did not detect a significant decrease in
expression of CD25 and FoxP3 within the CD4 ™" population after cryo-
preservation. Also, expression of other Treg surface markers, CTLA-4
and GITR, in the CD4™ population, was not different between freshly
isolated and cryopreserved PBMCs. Van Hemelen et al. suggested that
results observed by Elkord [26] were a result of the specific cryopreser-
vation media method used in that study which consisted of 90% fetal
bovine serum (FBS) with 10% Dimethyl sulfoxide (DMSO). In contrast,
Van Hemelen's group used medium containing of only 50% fetal calf
serum (FCS), but with 40% Hank's Buffered Salt Solution (HBSS) and
10% DMSO. Moreover, DMSO was added gently after re-suspending
cells in HBSS/FCS, instead of immediately re-suspending the PBMCs
in the medium already containing DMSO. In addition, there were differ-
ences in the thawing methods between those two studies: Elkord added
thawed cell suspension drop-by-drop to 10 ml of RPMI medium with
10% FBS, while Van Hemelen's group diluted thawed cells with 10 ml
RPMI medium supplemented with 100 U/ml penicillin, 0.1 mg/ml strep-
tomycin and 50 UM -mercaptoethanol, adding firstly 1 ml of this medi-
um, followed by drop-wise addition of remaining medium to avoid
osmotic stress [27].

Another recent study based on a larger number of samples (N=32
from healthy volunteers and N=15 from HIV-1 infected patients)
brought more evidence that cryopreservation compromises Treg recov-
ery regardless of cell processing method. In both, surface and intracellu-
lar staining methods, Treg numbers in cryopreserved PBMCs were
reduced in comparison to numbers in fresh PBMC's. The frequency of
CD4+CD25"FoxP3* cells from healthy donors was 3.13% in fresh sam-
ples, versus 1.26% in frozen/thawed ones (p<0.0001); in HIV-1 infected
patients Tregs were 2.68% in fresh samples, versus 0.94% in frozen/
thawed ones (p<0.0001). Assessing Tregs by surface markers, the
proportion of CD47CD257CD127'%~ decreased from 6.5 to 4.2%
(p<0.0001) in healthy subjects and from 7.1 to 3.8% (p<0.005) in
HIV-1 patients, despite using a similar freezing/thawing protocol as
Van Hemelen's group. The study concluded that the reduction in Treg
frequency after cryopreservation was due to selective Treg cell death
caused by their susceptibility to apoptosis as they are activated cells
expressing CD257", Alternatively, cryopreservation may just impair
staining of Treg cell receptor markers and their detection [28].

3. Cryopreservation of isolated/expanded Tregs

Direct cryopreservation of isolated Tregs and simple banking of
Tregs could be a very practical solution from a clinical perspective.
Current experience with direct Treg cryopreservation is still very lim-
ited. Published studies differ in freezing/thawing technique: in some
studies freshly isolated Tregs were cryopreserved, in others, Tregs
were frozen after ex-vivo expansion; many different cell markers
and tests were used for cell identification and assessment. Therefore,
it is not easy to compare those studies and draw conclusions.

As suggested by Peters et al, it is convenient to perform a
leukopheresis procedure weeks/months before the transplantation
or treatment and store isolated Tregs until they are needed [24].
Such an approach was studied and the results showed that it is feasi-
ble [24]. Tregs isolated via CliniMACS (CD8 depletion followed by
CD25 enrichment) were cryopreserved in medium containing 20%
human pooled serum and 15% DMSO and stored in liquid nitrogen
for one year. After thawing, Tregs showed 70-80% viability. Although
the suppressive capacity of cryopreserved Tregs was impaired and
could not be regained by cell resting for up to seven days in culture
medium, it was eventually restored after Treg stimulation and subse-
quent expansion [24].

Another option is to freeze already expanded Tregs. This can be es-
pecially practical, if we have a surplus of cells remaining after the first
infusion, which could be used for later therapy. In clinical trials with
Tregs isolated from Umbilical Cord Blood (UCB) for the treatment of
GVHD (N=14), cells remaining after the first infusion were frozen
with Plasma-Lyte A™ (Baxter, Deerfield, IL), 10% DMSO, and human
serum albumin, and stored in Cryocyte bags for a planned second in-
fusion on day + 15. Before the second infusion, cells were thawed, di-
luted with 5% albumin/10% Dextran 40, and checked for post-thaw
viability (>50%). After the first infusion of fresh Tregs, a significant
increase in frequency and absolute number of Tregs in the peripheral
blood was observed. In contrast, after a second infusion of the same
number of Tregs which had been cryopreserved instead of fresh
ones, such an increase was not observed. Although the mechanism
for this is unknown, possible reasons for inability to detect increased
numbers of Tregs after the second infusion include poor viability of
cryopreserved Tregs in vivo after infusion, despite the fact that imme-
diate post-thaw viability exceeded 50%. This hypothesis might be
supported by the observation that after overnight culture, the via-
bility of thawed Tregs is deeply compromised (Karolina Golab, un-
published observations). The authors suggested also that this effect
could be caused by changes in the homeostatic cytokine environment
or pre-sensitization to antigens expressed on the Treg product after
the first infusion [12].

Therapy with UCB-derived or other examples of third-party Tregs
would be greatly facilitated by the creation of cell banks of cryo-
preserved Tregs. Third party Tregs were considered for use in pancreas
xenotransplantation for diabetic patients, from whom collection of
Tregs may represent a challenge [29]. Tchorsh-Yutsis et al. found that
freezing and thawing did not adversely affect the function of expanded
third-party Tregs by comparing suppressive activity in vivo of cryo-
preserved and fresh Tregs. Thawed Tregs effectively prolonged embry-
onic pig pancreatic graft survival and function in C57BL/6 mice for up
to 8 weeks post-implantation, similarly to freshly isolated Tregs [29].

A more detailed study showed that human Tregs, which were
massively expanded by stimulation with cell-based artificial antigen
presenting-presenting cells (aAPCs) and subsequently frozen, main-
tained suppressive function in vitro after thawing [18]. The average
recovery was ~60%. Cultured Tregs maintained their phenotype
(CD47CD127 ~FoxP3 ™) after cryopreservation [18]. With such success-
ful results, authors concluded that a massive Treg expansion might
be achieved by re-stimulation with aAPCs and a master cell bank of
cryopreserved Tregs can be established and serve as therapy for multi-
ple diseases [18].
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Allo/auto-antigen-specific Tregs are considered to be more effec-
tive and safe because they are less likely to confer non-specific general
immunosuppression as polyclonal Tregs. Dromey et al. demonstrated
that auto-antigen-specific CD4" Treg clones could be generated
from blood CD4 ™" cells by stimulation with glutamic acid decarboxyl-
ase auto-antibody (GADG65) or proinsulin. Subsequently, they can
be expanded, freeze/thawed, and could serve as a cell therapy for
diabetes mellitus type-1 (T1DM) [30]. After expansion in the presence
of phytohemagglutinin and IL-2 and IL-4, auto-antigen specific Tregs
were frozen in liquid N, in 10% DMS0O/90% human pooled serum.
After 7-19 months, they were thawed, expanded for 12 days to check
proliferation response and their suppressive capabilities. Thawed auto-
antigen GAD65-specific Tregs proliferated in response to PHA or anti-
CD3 antibodies and IL-2 + IL-4, but remained unresponsive to stimula-
tion by GAD65. What is more, after freezing/thawing and expansion,
GADG65-specific Tregs had decreased suppressive capability when com-
paring to the state prior to their cryopreservation. The authors suggested
that reduced suppressive abilities could be explained by repeated re-
stimulation by PHA in long-term culture after cryopreservation [30].

4. Effects of cryopreservation on Treg biology and function

Current literature about if and how cryopreservation affects Treg
biology and functionality is still very limited. As it is reviewed
above, the protocols for Treg freezing/thawing, the time-points of
specific steps of the procedure, as well as the assays used to evaluate
Treg post-thaw stability and functionality are not unified and differ
between studies. In contrast, there are more studies describing the
impact of the cryopreservation on PBMCs and based on that, we can
learn and speculate on effects of cryopreservation on Tregs.

4.1. DMSO

The most commonly used protocol for cryopreservation is based
on freezing cells in 10-20% DMSO in a freezer for short time and sub-
sequently in liquid nitrogen for a long, ultimated storage. DMSO is
and amphiphatic molecule, which relatively easily penetrates cell
membranes [31]. DMSO serves as cryoprotectant preventing the for-
mation of intracellular ice crystals and disruption of cell membranes
and osmotic injury during freezing. Still, DMSO has been found to
be toxic to animal and human cells in high concentrations. The mode
of action on PBMCs seems to be dose- and time-dependent. Exposure
to more > 2% DMSO for more than 2 h induces cell death and compro-
mises T cell function [32]. However, it seems that concentrations of up
to 10% for only 1 h do not affect the cell viability and the functional
responses of CD41 and CD8™ cells [32]. Nevertheless, the freezing/
thawing procedure should be performed with special caution to avoid
prolonged exposure of cells to DMSO. Traditional methods assume
that low temperatures decrease cell metabolism and protect cells from
the toxic effect of DMSO so cells are kept on ice and placed in ice cold
freezing medium during processing. However despite that, Kreher et
al. showed that after adding freezing medium to PBMCs at room tem-
perature instead of keeping them cold during cryopreservation, the
cell recovery rate after thawing was significantly higher in comparison
to methods where PBMCs were kept in medium on ice (84% and 54% re-
spectively; p<0.001) [33]. The protocol of freezing/thawing plays an
important role in achieving high recovery of viable and functional
cells. There are a number of factors that should be considered when for-
mulating a cryopreservation protocol such as: speed of diluting cells
during thawing [34], temperature of medium used for freezing/thawing
[35], cell concentration for freezing, storage temperature of cryo-
preserved cells, adding DNase to avoid cell clumping during thawing
[36], supplementation of conventional medium for freezing with bio-
antioxidant catalase, and the membrane stabilizer trehalose [37]. Choice
of appropriate protocol for cryopreservation of Tregs plays a critical
role towards achieving high recovery of fully functional Tregs after

cryopreservation and all the known factors that affect PBMCs during
freezing/thawing should be taken into consideration.

It is known that freezing affects PBMC proliferation, cytokine secre-
tion, and protein and mRNA expression. There are several mechanisms
responsible for such effects including oxidative stress, mechanical inju-
ry due to ice crystal formation, altered physical properties of cellular
structures, osmotic injury, disturbed ion homeostasis due to Na*/K™*-
adenosine triphosphatase (ATPase) inhibition, and apoptosis [36].
One of the studies showed that frequencies and typel/type 2 cytokine
signatures of antigen-specific CD4 and CD8 human cells are unaf-
fected after freezing/thawing. To test this response, the levels of inter-
feron (IFN)-v, IL-2, IL-4 and IL-5 were measured by enzyme-linked
immunospot (ELISPOT) in CD4% and CD8™ cells upon stimulation
with antigen [33]. Similar results were observed in a multicenter
study in 2009. The median differences in cell frequencies before and
after cryopreservation were 0% for CD4 and 1% for CD8, indicating no
significant loss of cells. Also, a functional assay, the lymphocyte prolifer-
ation assay (LPA) in response to antigens, showed high concordance in
results of stimulation indices before and after cryopreservation [34].

The above results are in contradiction with another report looking at
cell population composition and functional assays of PBMCs after cryo-
preservation. PBMC cell populations during analysis were divided into
CD4 ™", CD8 ™, monocytes, B cells, and natural killer (NK) cells. No signif-
icant changes were observed for recovered CD4™" cells and NK cells in
contrast to B-cell and CD8* cell recovery. The study aimed at determin-
ing if frozen PBMCs are adequate for performing established immuno-
logical assays in type 1 diabetes-related research, as well as to test
functionality of frozen/thawed PBMCs. Islet antigens were used in vali-
dated assays (CD4 " ELISPOT, proliferation assay, cellular immunoblot-
ting, class Il tetramer assay). In frozen PBMCs, lower response to
stimulation with islet antigens was observed in all the T-cell functional
assays [35]. Kvarnstrom et al. reported results which contradict the pre-
vious findings by Kreher et al. [38]. IFN-g, IL-4, IL-5, IL-9, IL-10, and IL-13
responses were measured by ELISA, ELISPOT and/or real-time reverse
transcription-polymerase chain reaction (RT-PCR) in the basal state
and after stimulation with self-antigens, allergens, and mitogens in sev-
eral groups of patients with multiple sclerosis, atopic children, non-
atopic children, and pregnant women. Results showed significant dif-
ferences in cytokine profile of PBMCs before and after cryopreservation,
both at the protein and the mRNA level, depending upon patient group,
cell preparation for T cell assays, stimulus, and cytokine response. The
most consistent results were for IL-4: the expression level was de-
creased in cryopreserved PBMCs independent of mentioned factors. Ex-
pression of other cytokines, both at the protein and mRNA levels was
also affected by cryopreservation process, but the effect was not consis-
tent and varied among different cytokines, different stimuli, and differ-
ent patient groups [38]. This issue is of special importance as cytokine
secretion is regarded as one of the mechanisms of Treg suppressive
activity [39]. That is why dysregulation of IL-10 production upon cryo-
preservation, which was shown by Kvarnstrém et al. [38], can be detri-
mental for Treg functionality.

In addition, Weinberg et al. reported that there are no changes in
frequencies of CD4™ and CD8™ cell populations in PBMCs due to cryo-
preservation. Out of CD3, CD28, CD38, CD45RA, CD45R0, CD62L,
CD95, HLADR markers, [34] they found a lack of stability only for
CD62L and CD45R0 during cryopreservation. There was a cell frequency
decrease in about 31% for CD4 " CD45RA "CD62L™" and in about 17% for
CD3"CD4"CD45R0™ cells [34]. A similar reduction of CD62L expres-
sion was observed by Costantini et al. [40]. The frequency of CD62L pos-
itive T cells declined from 65 4 9.4% to 41 4-16.3% (p<0.0001) in both
CD4" and CD8™ T cell populations after cryopreservation, causing a de-
crease in the frequency of ‘naive’ (CD45RA™ CD62L™") and ‘central
memory’ (CD45RO™ CD62L™) T cells. From all markers tested: CD3,
CD4, CD8, CD57, CD45RA, CD45R0, CD62L, CD28, CD38, CD95, CXCR4,
and CCR5, there was only a decline in the percentage of cells expressing
CD62L and CCR5 during the cryopreservation [40]. A similar decrease in
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CD62L was obtained also among CD34-positive cells [41,42]. Hattori et
al. proposed that it is DMSO which activates matrix metalloproteinase
(MMP), causing L-selectin (CD62L) to be shed from the cell surface
[42]. Pre-incubation of cells with MMP-inhibitor KB-R8301 and subse-
quent incubation with DMSO abolished the decrease in the CD62L™
population [42]. Moreover, in both studies, the effect is transient
and CD62L is re-expressed after overnight cell culture [41,42]. Such a
mechanism explaining loss of markers related to their internalization
or shedding from the cell surface rather than a selective killing of
CD62L positive cells was also proposed by Costantini et al. [40]. De-
creased expression on L-selectin (CD62L) and CCR5 after cryopreserva-
tion could have a significant detrimental impact on Treg function.
Tregs lacking expression of CCR5 were far less effective in preventing
lethality from GVHD [43] and a lack of L-selectin compromises their
trafficking capabilities, localization, and consequently the compart-
mentalization of Treg-controlled immune responses [44]. It was shown
that CD4TCD25"CD62L" cells can migrate towards secondary lym-
phoid tissues and, in contrast to CD4"CD25 "CDG62L ™ cells, can effective-
ly prevent the development of autoimmune diabetes in a mice model
[45]. Therefore, decreased expression of CD62L and CCRS5 related to cryo-
preservation could be very important from a clinical therapy perspective.

In summary, cryopreservation can also affect certain functions of
cells as has been reported by many studies on PBMCs and can be
more detrimental to certain subpopulations of PBMCs [35], have an
impact on the profile of produced cytokines [35,38], impair PBMCs re-
sponse to antigens [35] and alter the expression of various cell surface
markers [34,35,40]. All these observations should also be taken into
account when the effects of cryopreservation on Tregs are considered.
Therefore, effects of cryopreservation on Tregs should be further
investigated.

5. Different strategies of Treg processing and cryopreservation for
clinical application

From a clinical perspective, it is desirable to retrieve autologous
Tregs from patients prior to required pharmacological therapy (which
might alter their properties), then expand Tregs if necessary, test and
cryopreserve cells, and have them ready when timing for clinical infu-
sion is optimal. This approach would allow also for consequent infu-
sions in the same patient regardless of types of therapies applied in
the meantime. In case of third-party Tregs, the rationale for cryopreser-
vation is similar.

Technically, in one approach, we could retrieve PBMCs from the
patient, freeze them, store and thaw shortly before the planned infu-
sion, then isolate Tregs and expand them ex vivo. As described above,
the main disadvantage of this approach is that that Treg frequency in
PBM(Cs after cryopreservation can be substantially decreased as it was
shown by Seale et al. [25], Elkord [26] and Sattui et al. [28]. Moreover,
cells immediately after stressful thawing are exposed to additional
detrimental conditions during the sorting procedure. They are ex-
posed to: antibody/bead complexes, passage through the channels
of the sorter or magnetic columns, and multiple washes and centrifu-
gation. Not only the viability but also the function of the cells after
such intense processing might be substantially compromised. More-
over, we can also encounter difficulties with Treg isolation due to the in-
stability of Treg markers (receptors) after cryopreservation, which are
critical for Treg separation from other cell populations, as was suggested
by Sattui et al. [28]. Summing up, number of Tregs achieved after isola-
tion from cryopreserved PBMCs can be insufficient for infusion.

To avoid the above disadvantages, in an alternative approach,
Tregs could be freshly isolated or isolated and ex vivo expanded
first, then cryopreserved, stored and thawed just prior to infusion.
The feasibility of this approach was presented in several studies, as
Tregs still expressed immunosuppressive properties after such pro-
cessing [12,18,24,29,30]. In this approach, the recovery rate and vari-
ability might be minimally affected. Even though immediately after

thawing viability of the Tregs may be high, the quality of the cells
might be still affected. In this case, the biological effect of those
Tregs might be compromised if infused immediately after thawing.
Many of those cells might have been already in an apoptotic state
and the number of non-viable cells could be increasing with time as
it was shown in subsequent to thawing in vitro cultures. Cell mem-
brane disintegration and cell lysis or adherence to the culture dish
were seen [46]. Moreover, in vivo, apoptotic cells are recognized by
macrophages and rapidly engulfed and digested, in a process referred
to as clearance [46]. The apoptosis of Tregs could have been a reason
for lower numbers of circulating Tregs detected after infusion of
cryopreserved Tregs versus fresh ones in the previously mentioned
clinical trial [12].

Therefore, one of the solutions to overcome above problem could
be subsequent Treg ex-vivo expansion with stimulation after cell
thawing, regardless of whether Tregs were already expanded, before
cryopreservation. In this case, poor viability after cryopreservation
may be overcome by natural selection of only viable cells during cul-
ture expansion, allowing one to obtain the desired amount of high
quality cells for clinical infusion and eliminating poor quality ones.
Our own results confirm the feasibility of such an approach: ex-vivo
expanded Tregs after cryopreservation, thawing, and subsequent
culture expansion sustained their proliferative abilities, maintained
their phenotype of CD4*CD25MCD127 /°FoxP3™, and their ability
to suppress T effector cells in a proliferation assay (Karolina Golab,
unpublished data).

Detrimental effects of cryopreservation on Treg function and via-
bility prompt us to look for improvements in the cryopreservation
technique. One of the factors to be considered is freezing rate. It has
been shown that controlled-rate freezing improves platelet and lym-
phocyte recovery rates versus “dump” (uncontrolled-rate) freezing
techniques [47]. Therefore currently, application of controlled-rate
freezers is preferable and further optimization of freezing rate pro-
gramming should be studied. From a clinical perspective, the other
important aspect is using appropriate containers for storage of cryo-
preserved cells. If Treg infusion is considered immediately after thawing,
cryobags are preferred over cryovials since they allow for closed system
processing without exposing thawed cells to the environment. Other-
wise, if Treg isolation, culture, or expansion is involved prior to or follow-
ing cryopreservation, current Good Manufacture Practice rules apply for
cell processing in the cGMP facility. Long-term cell storage in liquid
nitrogen is preferred over a — 70 °C freezer.

6. Conclusion

Tregs as a cellular clinical therapy are rapidly developing after ini-
tial promising results in clinical trials. The procedure could even more
evolve if Tregs could be efficiently cryopreserved and stored for
future infusion or expansion rather than utilization of only freshly
isolated and expanded cells as it is preferred now. Currently,
knowledge regarding impact of cryopreservation on Treg recovery,
viability, and functionality is still limited. Based on experience with
PBMCs, cryopreservation may have a detrimental influence on Tregs
and can: decrease Treg viability, cause abnormal cytokine secretion,
and alter the expression of surface markers essential for proper Treg
function and migration. Therefore, an optimized strategy for Treg cryo-
preservation in conjunction with culture, cell expansion, and processing
for clinical application still needs to be investigated and defined.
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