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Men with testicular failure, either primary or
secondary, have been shown to be interested in
fertility preservation. Spermatogonial stem cell
(SSC) transplantation is currently being investigated
as a treatment for this. Currently this experimental
technique consists of cryopreservation of a testicular
biopsy prior to cancer treatment, followed by optional
in vitro expansion of SSCs and auto transplantation after
cancer treatment. This technique may restore the pool
of SSCs resulting in restoration of spermatogenesis.
While this technique has not been applied to humans
due to its highly experimental nature and concerns
of malignant contamination, animal studies have
been successful. While the offspring obtained from
SSCs appear to be healthy in rodent models, there
is relatively little data on any genetic and epigenetic
changes that occur in either the transplanted SSCs or
offspring. In humans, male germ cells undergo unique
and extensive chromatin and epigenetic remodeling
soon after their destiny as a spermatocyte has been
secured. Errors in this remodeling may cause altered
genetic information to be transmitted to offspring,
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resulting in abnormalities. This is particularly pertinent for cancer patients as SSCs obtained from these
men may have a predisposition for genetic instability even prior to starting gonadotoxic therapies.
In this article, landmarks in the evolution of SSC transplantation are reviewed, along with presently
known genetic, epigenetic, and imprinting abnormalities that may occur after in vitro propagation
and transplantation.
Background
With the use of contemporary oncologic treatment protocols, survival is oftentimes a realistic outcome
and the importance of fertility preservation has become more prominent as the majority of such men
have been shown to desire children in the future 1. Treatment modalities such as chemotherapy and
radiotherapy can have a profound and irreversible effect on fertility 2, and most patients will have
transient or permanent loss of sperm production following therapy, with only 20-50% recovering
spermatogenesis after therapy 3. While cryopreservation of sperm is a well-established option for
post-pubertal men, options are limited for pre-pubertal boys in whom spermatogenesis has not yet
started. Similarly, men with conditions resulting in primary testicular failure are in need of novel
options for fertility preservation or restoration. Men with severe cases of sickle cell disease or betathalassemia major, which may be treated with chemotherapy for the eradication of bone marrow
cells, followed by hematopoietic stem cell transplantation, may also end in a state of testicular failure
4
. Clearly these men, in addition to oncologic patients, are a group for which there are currently very
few fertility options, and in whom novel options are needed.
Spermatogonial stem cells provide the foundation for spermatogenesis in male. Men have a small
number of spermatogonial stem cells (SSCs), also known as male germline stem cells. These cells
reside at the base of the seminiferous tubules of the testes, and undergo self-renewing division,
proliferation, and differentiation to produce sperm 5. In mice it is estimated that they constitute
approximately 0.03% of the spermatogonia in the testis 6. In pre-pubertal testes, the absence of
differentiating germ cells creates a relatively higher proportion of SSCs compared with adult testes 7.
These SSCs are responsible for continual sperm production and the transmission of genetic information
from males to their progeny 8. SSCs are derived from gonocytes and divide into two populations.
One is constantly active to maintain continuous spermatogenesis, while the other is quiescent under
normal conditions but becomes active at the time of gonadotoxic injury 9. The regenerative potential
of SSCs logically leads clinicians to consider options for fertility restoration, in both oncologic and
non-oncologic men with testicular failure. As a result, there has been interest in identifying novel
options for SSC preservation (Figure 1).
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Figure 1: With the use of contemporary oncologic treatment protocols, survival is oftentimes a realistic
outcome and the importance of fertility preservation has become more prominent. Spermatogonial stem
cell (SSC) transplantation is currently being investigated as a treatment for this. Currently this experimental
technique consists of cryopreservation of a testicular biopsy prior to cancer treatment, followed by optional
in vitro expansion of SSCs and auto transplantation after cancer treatment. These SSCs may then be used
with assisted reproductive technologies for fertility options in these patients. While the offspring obtained
from SSCs appear to be healthy in rodent models, there is relatively little data on any genetic and epigenetic
changes that occurs in either the transplanted SSCs or offspring.

Historical aspects
SSC transplantation was first performed by Brinster et al. in 1994 10. Spermatogonia from fertile mice
were transplanted into the testes of infertile mice. Donor spermatogonia were able to colonize the
seminiferous tubules of the recipients and initiate spermatogenesis in >70% of recipients, and up to
80% of progeny were sired by donor-derived spermatozoa. This group then applied this technique
to cryopreserved donor murine testis cells, which resulted in restoration of spermatogenesis in
the recipient seminiferous tubules 11. Schlatt et al. applied this technique to primates, with similar
spermatogenic recovery in gonadotoxin-induced azoospermia treated with autologous testicular germ
cells transplantation 12. These encouraging results suggest that these methods may be successfully
applied to humans.
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At present, re-establishing spermatogenesis after SSC transplantation is fairly well established in
murine models. In mice, transplanted males are able to spontaneously mate and produce offspring
and these offspring have been shown to be fertile 13,14. However, compared with fertile controls,
spermatozoa from SSC transplants have been shown to have a diminished fertilization capacity when
used for in vivo conception or in vitro fertilization (IVF), but not intracytoplasmic sperm injection
(ICSI), as these sperm have been shown to have a lowered motility 15.
The ultimate goal of SSC transplantation is to yield healthy offspring. In this respect, studies have
been conflicting but seem to overall suggest favorable outcomes. Early studies demonstrated that
IVF conception (but not ICSI) with transplanted mouse SSCss resulted in reduced fertilization rates,
delayed blastocyst developmental rates, and smaller litter sizes compared with controls 15. Followup studies from this group on fetus preimplantation development demonstrated that blastocysts
obtained after IVF with sperm from transplanted male mice again showed lower fertilization and
developmental rates, as well as reduced numbers of inner cell mass cells and lower inner cell mass
to trophectoderm ratios, implicating lower implantation potential. These differences were not seen
after ICSI conception; both fertilization and development were normal when comparing controls
with ICSI conceptions 16. However, these results should be interpreted with caution due to technical
differences in ICSI in mice versus humans. Finally, this group evaluated post-implantation development
and by mating (spontaneous pregnancy) female mice with male mice after testicular stem cell
transplantation. Litter sizes after testicular stem cell transplantation were decreased compared
with controls and on the 17th gestational day fetuses demonstrated developmental retardation of a
quarter of a day, but no major external abnormalities were observed. The live born pups were able
to produce normal litter sizes, with developmentally normal pups, until the 3rd generation 13. Live
born pups were developmentally normal in this study, which has also been shown in other studies.
Short-term cryopreserved immature mouse or rabbit testicular tissue transplanted into mouse testes,
allowed to mature, and then used for ICSI has been shown to result in grossly normal offspring 17.
Likewise, long-term (>14 years) cryopreserved testis cells from mouse used for ICSI or natural mating
have been shown to result in grossly normal offspring 18.
Of note, some studies seem to demonstrate reduced litter sizes, which may be due to lower sperm
concentrations and poor motility, which have been demonstrated after SSC transplantation 16. In
addition, the work of Wu et al. 18 demonstrates that there is some variability in the number of pups
obtained per litter, regardless of if ICSI or natural mating is used. It is likely that offspring conceived
by testicular stem cell transplantation have higher rates of spontaneous abortion, a form of natural
selection against developmentally abnormal animals, which has never been assessed in the literature.
Because small testicular biopsies do not contain sufficient SSCs to fully repopulate the testis after
Page 30
eJIFCC2014Vol25No1pp027-041

Mary K. Samplaski, Marie Deault-Bonin, Kirk C. Lo
Genetic and epigenetic changes after spermatogonial stem cell culture and transplantation

transplantation, in vitro propagation of human spermatogonial stem cells will likely be necessary
to obtain an adequate amount of cells for successful transplantation. In 2009, Sadri-Ardekani et al.
reported their impressive results on human SSC culture and xenografting 19. SSCs were cultured and
propagated from testicular tissue from men undergoing orchidectomy as part of prostate cancer
treatment, and then transplanted into the testes of immunodeficient mice. SSC numbers increased
53-fold within 19 days in the testicular cell culture and increased 18,450-fold within 64 days in the
germline stem cell subculture. In 4 of 6 men, xenotransplantation demonstrated the presence of
functional SSCs, even after prolonged in vitro culture. Similar experiments were then performed using
testis tissue from 2 pre-pubertal boys being treated for Hodgkin’s lymphoma 20. Xenotransplantation
of cultured cells from these patients showed a 9.6-fold increase in the number of SSCs after 11 days
of culture. Eight weeks after xenotransplantation, human SSCs were detected on the basal membrane
of seminiferous tubules of recipient mouse testes. As it has been estimated that a 1300-fold increase
in SSC number would be adequate to repopulate the adult human testis, based on these results, a 1
month period of culture will likely be sufficient. However, the effect of short versus long-term culture
is not currently known.
The effects of in vitro culture and transplantation on the genetic and epigenetic characteristics of SSCs
are still under investigation. Studies have demonstrated that cells with a high replicative potential
often exhibit many abnormalities when they are maintained in vitro, in part due to chromosomal
abnormalities and also from degenerative cellular changes that culminate in apoptosis21. While
stem cells are considered to have special machinery to maintain their replicative potential without
accumulating genetic abnormalities 22, embryonic stem cells are sensitive to stresses and often
exhibit abnormalities in chromosome structure and genomic imprinting patterns after culture 23. It
is possible that SSCs grown in vitro will have a higher risk of being genetically modified by exposure
to growth factors and the maturation processes 24. Embryonic stem cells have been shown to have
a spontaneous mutation frequency that is approximately 100 fold below that of somatic cells 25.
However, in vitro culture of SSCs may induce genetic and epigenetic changes. Therefore, special
attention will need to be paid to the genetic and epigenetic status of cells cultured or matured in
vitro and after transplantation.
While the offspring obtained from SSCs appear to be grossly normal in rodent models 17,18, there
is relatively little data on any genetic and epigenetic changes that occurs in humans (Figure 1). In
humans, male germ cells undergo unique and extensive chromatin and epigenetic remodeling soon
after their destiny as a spermatocyte has been secured and during the differentiation process to
become a mature spermatozoon 26. Errors in this remodeling may cause altered genetic information
to be transmitted to offspring, causing abnormalities.
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Interestingly, the composition of the culture medium can influence the epigenetic imprinting and gene
expression pattern on stem cells. However, there are limited studies of the effects of culture medium
on SSCs. One group found that after culture of 2-cell mouse embryos to blastocysts, the imprinted
H19 gene exhibited biallelic expression after embryo culture, and this loss of imprinting correlated
with the loss of DNA methylation in the differentially methylated region implicated in H19 expression
27
. Another group looking at the effect of different culture media on the behavior of offspring from
2-cell mouse embryos found behavioral differences (anxiety, locomotor activity, and spatial memory)
in culture-derived mice, which could not be ascribed to differences in genotype 28. Other studies have
found that the culture of mouse embryonic stem cells may give rise to fetal and offspring abnormalities,
which may be linked to alterations in imprinted genes 29. However, all of these studies were on either
2-cell embryos or embryonic stem cells, not SSCs, and it is possible that embryonic stem cells are
more sensitive than SSCs. One of the rare studies on SSCs found that SSCs can change their phenotype
according to their microenvironment. Specifically, SSCs cultured on laminin demonstrated increased
c-kit tyrosine kinase expression, which correlated with a distinct phenotype and increased renewal
pattern 30. However, even in this study, the genetic and epigenetic fingerprint after culture was not
examined. The susceptibilities of embryonic stem cells are likely reflective of their innate susceptibility
to subtle changes in the maternal environment 21. However, it does seem that these stem cells have
adapted advanced repair mechanisms, as well as the ability to proceed down an apoptotic route, to
prevent the transmission of genetic or epigenetic damage to progenitors, which are generally similar
to those found in postnatal stem cells in other self-renewing tissues 22,31.
Genetic Changes
The first group to look at genetic abnormalities after SSC transplantation was Goossens et al. 32. In
2010, this group examined the karyotype of donor-derived spermatozoa using an array comparative
genomic hybridization analysis. Numerical chromosomal aberrations could not be detected in
spermatozoa from transplanted males. The karyotypes of first- and second-generation offspring were
then evaluated, and all of these karyotypes demonstrated normal chromosome number. The few
amplifications or deletions observed in chromosomes 1, 3, 4, 7, 12, 14 and 17 however, were also
detected in the mother and therefore confirmed to be polymorphisms. While only 3 primary grafts
were examined, the absence of abnormalities in the offspring is reassuring. Although this study is
limited by the testing methodology, in that it fails to identify structural chromosome aberrations such
as balanced reciprocal translocations of inversions (as these are not genomic losses or gains) and also
ploidy variation, these results are nonetheless suggestive of genetic stability after SSC transplantation.
In addition, in this study culture of the SSCs was not performed, and as such, the effect of culture on
the genetic fingerprint could not be evaluated. Further studies are required to confirm these initial
findings.
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Embryonic stem cells seem to be sensitive to genetic alterations after long-term culture. Longo et al.
showed that more than 70% of embryonic stem cells became aneuploid after only 25 cell passages,
and these cells could no longer contribute to the germline by blastocyst injection 33. Interestingly,
these abnormalities seemed to occur at specific chromosomal loci, which differ between species,
with human embryonic stem cells susceptible to developing trisomy 17q and 12 23. However, longterm cultures (greater than 2 years, 139 passages) have demonstrated that SSCs maintain a euploid
karyotype and androgenic imprint, even after ~1085-fold expansion. After long-term culture, these
SSCs were transplanted and the resultant spermatozoa used for ICSI to produce fertile offspring. The
only genetic difference identified during culture was a gradual shortening of the telomeres, suggesting
that these cells are not truly immortal 21. This shortening occurred despite the presence of telomerase
activity, suggesting that SSCs may have different mechanisms for the regulation of telomere length
as compared with embryonic stem cells 21. Nevertheless they do demonstrate remarkable stability,
suggesting that SSCs have unique mechanisms to prevent the transmission of genetic alterations to
offspring 21. In addition, the fact that even after prolonged culture they can develop into functionally
intact spermatozoa with a relatively normal fertilization potential, with normal appearing offspring,
would seem to suggest that no gross genetic alterations are happening. These findings suggest that
SSCs seem to be slightly more stable than other mammalian somatic cells, which eventually undergo
senescence after a limited number of cell divisions 34.
Epigenetic Changes
We now know that execution of the genetic code is not simply limited to the nucleotide base sequence
of DNA but also includes epigenetic programming, heritable changes that affect gene expression 35.
The sperm epigenome is unique because of the requirements for successful fertilization. Notably,
there is the need for chromatin to be tightly packaged into the sperm head to facilitate motility
and protect the sperm from the hostile environment of the female reproductive tract. During this
process, most of the histones are replaced with protamines, and the remaining histones can have
a unique pattern of chemical modifications to either facilitate or repress gene transcription. This
unique “fingerprint” maintains the sperm in a state in which the key genes are “poised” for possible
activation in embryogenesis. Sperm epigenetic abnormalities have been linked with multiple diseases
including male factor infertility and poor embryogenesis 35.
Embryonic stem cells have been shown to have widespread variability their epigenetic state, and
after nuclear transfer, variation in imprinted gene expression is observed in most cloned mice, even
those derived from the same subclone 36. This suggests that the variability of gene expression reflects
epigenetic changes that occurred during in vitro culture among sister cells derived from a single cell,
demonstrating the instability of the epigenetic state of embryonic stem cells. However, in spite of
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this epigenetic instability, many of these cloned animals survive to adulthood, and appear normal 36.
However, whether the same can be applied to SSCs is still being determined.
In the study by Kanatsu-Shinohara, where SSCs maintained a euploid karyotype and androgenic
imprint, even after ~1085-fold expansion, altered methylation patterns were found 21. Specifically, the
methylation patterns of the differentially methylated regions of three paternally methylated regions
(H19, Meg3 IG and Rasgrf1) and two maternally methylated regions (Igf2r and Peg10) were examined
in SSCs after 3, 12, 18 and 24 months of continuous culture. The authors found that the androgenetic
pattern was not altered in the two cultures at 24 months, indicating that cells were epigenetically
stable. By contrast, a study of multipotent germline cells by the same group after 3 months of culture
after a freeze-thaw treatment had a different methylation pattern, with the Meg3 IG region being
slightly undermethylated compared with those in the SSCs 37. These results seem to indicate that,
similar to multipotent germline cells and embryonic stem cells, methylation patterns are somewhat
variable in SSCs after culture and transplantation.
In a study by Goossens et al. SSCs in testicular cell suspensions from 5-7 day old mice were
transplanted into the testes of genetically similar recipients and then allowed to mature for 4 months
. Immunohistochemistry was used to look at a specific panel of epigenetic modifications known to
be important for the fertilization potential of spermatozoa. The authors found that, in general, the
epigenetic modifications were not different after grafting compared with data from adult control
mice. Specifically, DNMT1 and DNMT3A expression (the enzymes catalyzing DNA methylation), the
general methylation status and the stage-specific histone modifications H3K4me3, H3K9ac, H4K12ac
and H4K16ac were not different from fertile adult controls. The only difference identified was in the
stage-dependent expression of H4K5ac and H4K8ac in elongated spermatids, which was altered after
SSC transplantation. This difference may be a true difference in expression, but may also be due to
an inability to detect these marks due to the highly condensed chromatin in these relatively mature
gametes. However, the full implications of this difference are still unclear as the specific function of
these histone modifications is yet unknown.
38

Genomic imprinting is a unique epigenetic process by which certain genes can be expressed in a parentof-origin specific manner. The effect of SSC transplantation on imprinting is still being determined,
with some studies suggesting that there transplantation does result in imprinting differences13,
and others suggesting that it does not 39,40. One study has demonstrated findings suggestive of
altered imprinting after SSC transplantation in rodents. First generation fetuses obtained after SSC
transplantation lower in size and weight compared with controls, and demonstrated developmental
retardation 13. However, these pups were able produce normal litter sizes and weight offspring for
the next two subsequent generations 13. Since subsequent generations did not demonstrate these
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abnormalities, the authors postulated that the developmental retardation was due to an imprinting
disorder, however it is noteworthy that no genetic testing on these pups was performed and this
speculation is based on the gross findings of litter size, weight, and development.
Studies on imprinting status after SSC transplantation are limited, but would suggest that imprinting is
not altered. In 2009 Goossens et al. examined the DNA methylation pattern in a paternally methylated
gene (Insulin-like Growth Factor-2 (Igf2)), a maternally methylated gene (Paternally Expressed Gene1 (Peg1)) and a non-imprinted gene (α-Actin) 39. For the three genes studied, no alterations in the
DNA methylation patterns of spermatozoa obtained after SSC transplantation, nor in first and second
generation offspring were observed. Likewise, first and second generation offspring developed
normally, having similar length and weights as compared with controls. While this group only looked
at 3 genes, it is impossible to know how generalizable these results are.
In a study in which embryonic male germ cells were expanded into SSCs, the resultant cells
repopulated seminiferous tubules and produced spermatozoa 40. However, the offspring showed
growth abnormalities and were defective in genomic imprinting. The imprinting defect persisted in
both the male and female germlines for at least four generations. Moreover, germ cells in the offspring
showed abnormal histone modifications and DNA methylation patterns, suggesting that fetal germ
cells expanded into SSCs lose the ability to undergo epigenetic reprogramming by in vitro culture.
Interestingly, it does seem that that the genetic background of the donor cells may have an influence
on the incidence of methylation errors 39. This is of concern when contemplating the use of SSC
transplantation in human cancer survivors; SSCs obtained from cancer patients, even prior to starting
gonadotoxic therapies, may have a predisposition for genetic instability. These patients are, by
definition, more genetically unstable than non-cancer patients, and there is evidence to suggest
that relaxation or loss of imprinting could represent a new epigenetic mutational mechanism in
carcinogenesis 41. This instability may translate into more genetic and epigenetic abnormalities after
transplantation, which may, in turn, be passed on to offspring. This is particularly concerning given
some evidence that alteration of SSCs to induce self-renewal machinery can induce the development
of seminomatous tumors 42. While currently there is no evidence to either support or negate this, it
is nonetheless an important consideration.
In addition, the effect of cryopreservation on genetic and epigenetic alterations will need to be
elucidated. It is possible that the freezing process may alter the functional epigenetic machinery,
and studies should be undertaken to investigate this. One recent study in zebrafish found that
cryopreservation produced a decrease in most of the studied transcripts (cxcr4b, pou5f1, vasa and
sox2) and upregulation of heat shock proteins (hsp70, hsp90), results which were corroborated in
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human spermatozoa. These data suggest that genetic alterations caused by cryopreservation should
be studied in detail in order to ensure the total safety of the technique 43.
Controlled slow-freezing of testicular tissue is currently offered to pre-pubertal boys when fertility is
threatened by gonadotoxic therapies 44, as it has been shown to allow for survival of spermatogonia
.. Cryopreservation conserves tissues by suspending the metabolic activity of the cell, but during
cooling and warming, cells are exposed to different forces (thermal, chemical and mechanical),
which may interfere with their normal functioning 47. At present, controlled slow-freezing with the
cryoprotectant, dimethyl sulfoxide (DMSO) is the method most commonly used to cryopreserve
immature testicular tissue 48. The major advantages to controlled slow-freezing are that protocols
are well-established, and relatively large samples can be frozen, up to 2 x 4 x 12 mm3 49. However,
it does result in ice crystal formation, which may be damaging to SSCs, and it requires expensive
computerized equipment and the process is time-consuming 48.
45,46

Vitrification has recently been explored as an alternative cryopreservation option. Samples are
cooled at ultrafast rates in liquid nitrogen using high concentrations of cryoprotectants in order
to remove a high proportion of cellular water and avoid ice crystal formation, minimizing cellular
damage 49. Early studies have shown that vitrification is faster and less expensive than slow-freezing
(only a relatively inexpensive -80°C freezer is required), as well has the potential to preserve the
integrity of seminiferous tubules and maintain the long-term organotypic survival and proliferation
of SSCs due to the absence of ice crystal formation 50. Vitrification has been applied to testicular
tissue in immature mice 51, immature non-human primates 52, and immature humans 51,53. One
potential disadvantage is that currently vitrification can only be performed successfully on very
small sample sizes, up to 5 x 1 x 1 mm3 49. One of the primary concerns regarding vitrification is
biological safety and sterilization, as samples are placed directly in contact with liquid nitrogen,
which may mediate the transfer of pathogenic agents 54.
So far, data comparing slow-freezing cryopreservation with vitrification are few, and most seem to
suggest that the methods have quite similar outcomes with respect to maintaining pre-pubertal
testicular tissue cell ultrastructure, tubular morphology, and tissue function 51,53,55-57. However, at this
point, controlled slow-freezing with the cryoprotectant DMSO should still be considered the standard,
with vitrification considered a promising technology.
With respect to alterations in genetic and epigenetic fingerprints after cryopreservation, there is little
available data. Cryopreservation has been shown to cause DNA fragmentation in spermatozoa 58,59,
an effect which seems to be more pronounced in infertile men as compared with fertile men 58,60.
This may be because oligozoospermia, teratospermia, and asthenospermia have all been associated
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with abnormal methylation of several imprinted genes 61-63. Recent data looking at the short- and
mid-term impact of cryopreservation on DNA methylation of different spermatozoal genes showed
that 3 maternally imprinted genes (LIT1, SNRPN, MEST), 2 paternally imprinted genes (MEG3, H19),
2 repetitive elements (ALU, LINE1), 1 spermatogenesis-specific gene (VASA) and 1 gene associated
with male infertility (MTHFR) in semen samples demonstrated no alteration in methylation pattern
regardless of duration of cryopreservation 64. To our knowledge there are no studies of the effect of
vitrification on human sperm, likely due to its somewhat experimental nature at this point.
Finally, the choice of intratesticular tissue grafting versus in vitro culture and the resultant genetic
and epigenetic effects, warrants investigation. While in vitro culture is obviously more convenient,
intratesticular tissue grafting might be the better choice for fertility restoration because restoration
of the stem cell niche might influence epigenetic patterns.
Conclusions
While other germline cells often acquire genetic and epigenetic changes in vitro, SSCs appear to
maintain a state of relative genetic stability. These cells have been shown to retain a constant and
stable growth rate after 2 years in culture 21, and subsequently maintain functional stability and were
able to produce fertile offspring and these offspring displayed normal karyotypes and unmodified
methylation levels in three investigated genes 32,39. Of note, some studies have demonstrated that
offspring obtained from grafted SSCs have been shown to result in reduced litter size 15, altered
preimplantation development 16, be smaller in size and lower in weight compared with control fetuses,
and also have developmental retardation 13. However, others have demonstrated offspring that are
grossly normal 17,18. In our opinion it seems likely that fetuses obtained from SSCs will have a slightly
higher rate of spontaneous abortion, but that live birth progeny will likely be developmentally normal
and have a normal reproductive potential. Current animal studies are limited by the small number
of animals and offspring studied. In addition, it should be noted that analysis of gene expression and
DNA methylation patterns is currently limited to only a selection of imprinted genes and comparative
genomic hybridization is not able to detect small genetic changes. In addition, DNA methylation has
not been investigated in human cultured SSCs. More research on the epigenetic level is certainly
warranted before these techniques are safe for human application. In addition the optimal testicular
tissue cryopreservation conditions need to be further investigated, as the technique itself may induce
genetic and epigenetic changes. This is particularly true for cancer patients as SSCs obtained from
cancer patients, even prior to starting gonadotoxic therapies, may have a predisposition for genetic
instability, which may translate into more genetic and epigenetic abnormalities after transplantation,
which may in turn be passed on to offspring.
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