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Laboratory Manual for the Examination and Processing of Human Semen 6th edition
Over the past 40 years, since the publication of the original WHO Laboratory Manual for the Examination and Processing of Human
Semen, the laboratory methods used to evaluate semen markedly changed and benefited from improved precision and accuracy, as
well as the development of new tests and improved, standardized methodologies. Herein, we present the impact of the changes put forth
in the sixth edition together with our views of evolving technologies that may change the methods used for the routine semen analysis,
up-and-coming areas for the development of new procedures, and diagnostic approaches that will help to extend the often-descriptive
interpretations of several commonly performed semen tests that promise to provide etiologies for the abnormal semen parameters
observed. As we look toward the publication of the seventh edition of the manual in approximately 10 years, we describe potential ad-
vances that could markedly impact the field of andrology in the future. (Fertil Steril� 2022;117:258–67.�2021 by American Society for
Reproductive Medicine.)
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W ith the publication of the 6th edition of the WHO
Laboratory Manual for the Examination and
Processing of Human Semen, the advances in the

field of andrology to date are evident and reflect over 40 years
of technical refinement of the routine semen analysis that
improved the precision and accuracy of the procedure as
well as the addition of new tests to evaluate semen character-
istics or sperm function together with the removal of tests that
are no longer widely employed (e.g., the postcoital cervical
mucus penetration test). In this article, we look toward the
future and discuss some of the impacts of this work to date,
the emerging areas for the development of new procedures,
as well as a glimpse of the future and thoughts about where
the field will be headed over the next 10 years of the publica-
tion of this manual and its new editions to come.
DIAGNOSTIC APPROACHES WILL BE
IMPROVED: BASIC SEMEN ANALYSIS WILL BE
STANDARDIZED AND THUS THE RESULTS
COMPARABLE THROUGHOUT THE WORLD
A plethora of data, including that from well-established An-
drology External Quality Assurance schemes, independent of
country of origin, demonstrate that there is considerable vari-
ability in the results of the basic semen analysis (1–3). There
are several reasons for this, for example, lack of adherence
to established methods, poor training, and/or the use of a
variety of methods to perform the analysis (3). This
variability has significant clinical ramifications because a
semen analysis result in 1 laboratory may not be
comparable to that in another. Moreover, it can make
comparisons between data sets difficult. Although these
issues are well documented and have been a continual
source of concern, these challenges remain (4).

A focus of the 6th edition is to provide clear and standard-
ized methods that focus among others on the basic analysis
(Chapter 2 of theWHO Laboratory Manual for the Examination
and Processing of Human Semen [5]). Providing simplified
methods obviates a primary difficulty in performing high-
quality semen analysis and helps address the reproducibility
crisis that has beset semen analysis for a number of years.More-
over, because the basic techniques described are robust and easy
to follow, it is anticipated that this will facilitate higher-quality
training. However, on their own, simplified methods will not be
sufficient. If, in the next 5–10 years, we are to achieve compa-
rable results from semen analysis from different laboratories,
complementary tactics need to be actioned.

There is an absolute need to have a renewed and reinvigo-
rated approach to training andrology laboratorians in these
methodologies. One challenge in improving regional, na-
tional, and global comparability in semen analysis has been
the roadblock in training laboratory personnel in robust
methods. This is slightly surprising because several well-
proven methods for training staff are published (6) and
many courses are available, for example, the European Soci-
ety of Human Reproduction and Embryology (7, 8) and
various courses put forth by the American Association of Bio-
VOL. 117 NO. 2 / FEBRUARY 2022
analysts, American Society of Andrology, and other societies
worldwide.

Therefore, we understand how to train staff; however, in
general, these methods can be expensive and are not widely
used. Hands-on wet laboratory training is optimal. However,
currently, with the travel restrictions in force for many working
in healthcare institutions, this is not an option. Thus, a key lim-
itation with in-person training courses is limited access. There-
fore, we need to develop flexible training systems (on the basis
of well-proven principles) that can be widely implemented. In
this context, the coronavirus disease 2019 pandemic has opened
a new world of learning and opportunity with the development
of teaching methods that can be delivered in the virtual world
using webinars and live, interactive presentations with video
microscopy. There are now awhole host of sophisticated, proven
tools to assist learning. Moreover, as both students and teachers,
we are more familiar with these online approaches and, thus,
more willing to adopt these educational modalities. Embracing,
adapting, and employing these new methods, we can deliver
flexible education and training programs in andrology to suit
all manner of scenarios and requirements. We can be confident
that we will be able to develop sophisticated and effective
training systems for all staff.We envision the rapid development
of a standardized training strategy and pre- and in-service
training curricula in the near future on the basis of the current
protocols published in the World Health Organization (WHO)
6th edition (5). This will be a major achievement in andrology
and radically improve our ability to standardize basic semen
analysis throughout the world.

Another aspect to improving standards in basic semen
analysis is the very recent development of a formal Interna-
tional Organization for Standardization (ISO) standard
(23162:2021) for Basic Semen Examination (9). This is the first
time that this has been achieved. The ISO standards are based
on the same principles as the sixth edition of the manual and
specify the minimum requirements for equipment and critical
aspects of methods for best practice. Adoption of these stan-
dards will support laboratories seeking accreditation. More-
over, because ISO is applicable through the world, adherence
to this standard is likely to be manifested in an overall
improvement in quality of semen assessment globally.

The reproducibility of scientific data is, of course, not a
unique problem for andrology (10–12). Several tools
suggested to address these challenges include the provision
of robust materials and methods and checklist for
publication in journals, for example, STAR methods in Cell
Press journals (13). In andrology, we now have clear robust
methods, and with new educational methods to use for staff
training, we can look forward to a world where a robust
semen analysis is the norm.
PARADIGM SHIFT IN THE PATHWAY FOR
INVESTIGATIONS AND DIAGNOSIS OF MALE
FACTOR INFERTILITY
Semen analysis, along with physical examination and his-
tory, is the cornerstone in the diagnosis of male factor
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infertility (14–17). Currently, the analysis needs to be
performed in a laboratory. However, in the 6th edition,
there is a discussion on emerging technologies (Chapter 4.6
of the WHO Laboratory Manual for the Examination and
Processing of Human Semen [5]), which may widen the
availability of semen analysis into the community. One
aspect identified was the potential use of home assays for
the assessment of sperm motility. With the recent
implementation of widespread telemedicine for several
types of clinical office visits, it is not surprising that home
assays for a variety of clinical diagnostic tests would be
created. At-home testing in andrology has a long history
(18, 19), and several new tests that assess sperm motility
and/or concentration were recently launched (20). A number
of kits commercially available today have yet to be rigorously
evaluated in large-scale trials, including comprehensive com-
parisons with standardized laboratory methods, so their cur-
rent clinical value in diagnosis is limited. However,
technology is rapidly evolving, and as the assays improve,
it is very likely that men assessing their own samples
(providing robust and acceptable diagnostic information)
will be a reality in the next 5 years. Therefore, patients will
have a pivotal role to play in their own health management
as witnessed in several other arenas, for example, blood
glucose levels for diabetes and retinal imaging (21, 22).
Once the technologies are demonstrated to be accurate and
precise, there is a need to determine the role these assays
play in the patient diagnostic pathway, for example, are
they additional, complementary, or replacement tests, and
can they be used to triage patients (23)? The tests may be
cheaper and easier to use than traveling to andrology labora-
tories for semen analysis. They can be used in large-popula-
tion–based studies of lifestyle changes or potential
environmental exposures and may help to identify infertility
in men. Certainly, these at-home or mail-in test kits could
be particularly important for those living in rural or underde-
veloped areas lacking sufficient healthcare, and at the very
least, they may provide the patient with some data on their
semen parameters pointing to the need for a clinical evalua-
tion and diagnostic semen analysis if abnormalities are
present. If positive answers are forthcoming, this will signif-
icantly increase effectiveness and patient satisfaction. The co-
ronavirus disease 2019 pandemic has indicted that we can do
more at-home testing to manage our healthcare than previ-
ously recognized.
TRANSFORMATIVE CHANGES IN QUALITY
AND SPEED OF OBTAINING DATA FOR THE
DIAGNOSIS AND PROGNOSIS OF MALE
FACTOR INFERTILITY
The recent American Society for Reproductive Medicine/
American Urological Association joint publication on the
male factor infertility practice guidelines identified signifi-
cant evidence gaps in both the diagnosis and treatment of
male factor infertility (14–17). Yet, there are a relatively few
clinical trials in the area implying that unless some things
change, these gaps will remain (24, 25) (e.g., https://
clinicaltrials.gov/; https://www.nihr.ac.uk/). However, this
260
scenario is unlikely because real progress in this space will
be made in the next 5 years. This optimism is formatted on
the following 4 themes: first, our knowledge of the
production, formation, and workings of a human
spermatozoon is rapidly expanding. The burgeoning
pipeline of knowledge will significantly facilitate the
development of new diagnostic tools and encourage
individuals to seek clinical evaluation and potential
treatment regimes.

Second, we have new ways of collaborating together.
Global initiatives to link colleagues in our discipline to trans-
form the way we work, formulate, and address key questions
are in place, for example, the Male Reproductive Health
Initiative (https://www.eshre.eu/Specialty-groups/Special-
Interest-Groups/Andrology/MRHI) and International Male
Infertility Genomics Consortia (http://www.imigc.org/) (26).
Moreover, several countries, such as Australia, developed a
coordinated nationwide strategy for male reproductive health
(Healthy Male: https://www.healthymale.org.au/). Male fac-
tor infertility is a substantial global health issue that necessi-
tates a comprehensive and coordinated approach—we are now
at the precipice of achieving this reality.

Third, concomitant with the aforementioned, our para-
digm of how we organize and execute experiments is chang-
ing. This coupled with a global approach to male reproductive
health makes it easier and more efficient to rapidly attain crit-
ical information. For example, Nichols et al. (27) outline ‘‘a
more strategic approach to research focused on the accumu-
lation of evidence via designed sequence of studies.’’ In
essence, they suggest an integrated approach to the design
of studies to address key hypotheses to enable a more rapid
synthesis of evidence than currently feasible.

Finally, there are a number of novel ‘‘artificial-intelli-
gence’’ methods under development aimed at using ma-
chine-learning–based analysis of sperm. The application of
these deep-learning classification methods to sperm was
applied to routinely measured semen parameters, such as
morphology (28–30) and motility (31). Other approaches
used the measurement of sperm parameters critical to key
sperm functions to predict fertilization potential of sperm,
such as intracellular pH to assess capacitation to predict
conventional fertilization success in normozoospermic
patients (32), sperm videos to assess sperm motility (31),
sperm selection for intracytoplasmic sperm injection (ICSI)
in in vitro fertilization (IVF) on the basis of the
classification of the sperm head, and sperm motility and/or
DNA integrity (33). The application of powerful technology
examining single cell heterogeneity and function in other
disciplines is likely to be a fruitful line of investigation, for
example, Cell Painting, which allows the assessment of
several thousand features of each individual cell (34). These
examples described are predicted to provide improved
sperm selection, rather than using the somewhat subjective
interpretation of the WHO criteria for morphology
assessment that varies markedly between laboratories and
even technologists. It is noteworthy to remember that in the
embryology laboratory, strict morphology as described
cannot be used on the sperm to be selected for ICSI on the
basis of the WHO laboratory methods for assessing sperm
VOL. 117 NO. 2 / FEBRUARY 2022
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morphology, and these diagnostic methods were not designed
for that purpose. There are likely to be several emerging
technologies that will substantially affect the future
diagnosis of male factor infertility.

Hence, the identification of other novel criteria of classi-
fication of live, functional sperm will be a powerful advance
in the field. Again, the utilization of these computer-based
technologies will revolutionize the approach to performing
a semen analysis and andrology laboratory procedures.
Adopting such methods, we are likely to rapidly enhance
our understanding of the diagnosis and treatment of male
reproductive failure as well as improve patient outcomes.

ADVANCES IN ‘‘-OMIC’’ TECHNOLOGIES AND
SPERM BIOLOGY WILL PROVIDE SEVERAL
NEW ADVANCED AND EXTENDED ASSAYS
ASSESSING THE FUNCTIONAL COMPETENCE
OF THE SPERMATOZOON
With the advent of various next-generation sequencing
(whole exome and whole genome sequencing) and other
‘‘-omic’’ technologies (array comparative genomic hybridiza-
tion)—transcriptomic, proteomic, metabolomic, lipidomic,
glycomic, epigenomic, and other advanced technologies—we
have witnessed an exponential increase in research reports
on the molecular/cellular/system defects present in a wide va-
riety of male reproductive deficiencies. As the mechanisms of
action of these genetic, genomic, epigenetic, transcriptomic,
proteomic, and metabolomic defects are defined, we will
further define the etiologies of most causes of male reproduc-
tive deficiencies. For example, it is clear that damaging muta-
tions and copy number variants (microdeletions and
microduplications) causing changes in the expression levels
of dosage-sensitive genes may affect reproductive system
development (35–39) and function (40–42), as well as fetal,
childhood, adolescent, and/or adult development and/or
function of other organ systems in the body. Indeed, a
search of the website, GeneCards (43), reveals that >3,600
genes have been reported to be associated with human male
factor infertility when defective. Another >3,200 gene
defects impacting male reproductive development and
function (including encoding some of the proteins involved
in sperm chromatin structure, such as the protamines and
histones, and genes encoding protein ion channel,
exchangers, and transporters, such as CATSPR and Slo3 Kþ
channels, discussed in Chapter 4 of the 6th edition of the
WHO Laboratory Manual for the Examination and
Processing of Human Semen [5]) are mentioned. Although
the biochemical measurement of these later proteins in
sperm is performed in some andrology laboratories
throughout the world using biochemically based assays (5),
the knowledge of the genes encoding these chromatin
structure, ion channel, exchanger, and transporter proteins
allows translation to the medical genetics diagnostic
laboratories (44, 45). The identification of the specific
genetic defects underlying sperm dysfunction will then
allow not only a diagnosis of the defect but also an etiology.

Other gene defects are associated with genitourinary birth
defects (as reviewed by Punjani and Lamb [46]). While some
VOL. 117 NO. 2 / FEBRUARY 2022
but not all of approximately 6,000 genes have undergone
rigorous testing to prove causation beyond an association
and their mechanism of action (needed for a clearer under-
standing of the patient phenotype and, in some instances,
drug discovery for new medical therapies), there is no doubt
that this knowledge will prove to be informative in the future,
as additional studies are performed to allow eventual transla-
tion for use in the evaluation of the male reproductive health.
Thus, there will be improved clinical diagnosis and a person-
alized medicine-based approach to patient treatment.
THE ADVENT OF GENETIC AND GENOMIC
TESTING MAY PARTIALLY REPLACE THE
ROUTINE SEMEN ANALYSIS AND PROVIDE
MORE DEFINED ETIOLOGIES FOR
TERATOZOOSPERMIA,
ASTHENOZOOSPERMIA, AND
SPERMATOGENIC FAILURE
An impressive area of success showing the potential of these
precision medicine-based genetic findings (but by no means
the only one) is in the study of teratozoospermia (predomi-
nantly globozoospermia and macrozoospermia and/or asthe-
nozoospermia [multiple abnormalities of the sperm flagella
and primary ciliary dyskinesia]—sperm defects seen in the an-
drology laboratory during a routine semen analysis). Herein,
the identification of defective genes encoding proteins
involved in cytokinesis during meiosis (resulting in
macrozoospermia [Fig. 1]), sperm flagella formation and
function (Fig. 2) (resulting in a variety of anomalies seen in
a routine semen analysis including absent, short, bent/mis-
aligned, coiled, and irregularly shaped flagella and severe
motility defects with occasional head anomalies) (47, 48),
and globozoospermia (Fig. 3) is used clinically to counsel pa-
tients about their chances for successful ICSI-IVF outcomes or
about other reproductive decisions regarding alternative
paths to parenthood (as reviewed by Coutton et al. [47] and
Wang et al. [48]). Future studies of these genes and the other
>6,000 genes mentioned earlier are expected to have a
powerful impact on improving the diagnosis and perhaps
even medical treatment of some forms of male reproductive
failure as well as providing some useful information about
the probability of successful ICSI-IVF outcome for these and
other male reproductive health concerns. Because many of
these ‘‘male reproductive health’’-related genes are expressed
in select other tissues or even broadly throughout the body, it
is likely that they are associated with additional health risks
for men with reproductive failure (as reviewed by Punjani
and Lamb [49], Brubaker et al. [50], Eisenberg et al. [51], Ei-
senberg et al. [52], Eisenberg et al. [53], Eisenberg et al.
[54], Eisenberg et al. [55], Eisenberg et al. [56], Glazer et al.
[57], and Hanson et al. [58]), the causes of which are currently
largely unknown.

Regarding the area of medical comorbidities associated
with male reproductive failure, current research focuses on
whether infertility is the ‘‘canary in the coal mine’’ that foretells
an increased likelihood of other diseases (49). Given the wide
range of genes required for fertility (59–61), it is not
261



FIGURE 1

Macrozoospermia results from damaging mutations in aurora kinase C (AURKC). When AURKC is mutated, there is premature chromosome
segregation, and cytokinesis is blocked during meiosis, resulting in large, headed multitailed, polyploid sperm formation. The c.144delC
mutation is common in men of European and North African origin with macrozoospermia. For these men, intracytoplasmic sperm injection-
in vitro fertilization is not recommended because the chances of a normal pregnancy are slim. AURKB/C ¼ aurora kinase B/C.
Barratt. The future of male sexual and reproductive health. Fertil Steril 2021.
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surprising to learn that male reproductive failure is associated
with several other conditions. For disorders, such as low
testosterone level or male hypogonadism (62, 63), it may be
difficult to discern whether some associated conditions, such
as malignancies and mortality, are a cause of decreased
androgen action either through its cognate steroid receptor
or signaling via a nongenomic pathway or whether the
associated disease resulted in hypogonadism. Male
hypogonadism is a risk for a number of conditions including
diabetes, metabolic syndrome, cardiovascular disease,
hypertension, and Alzheimer disease, but the reasons for this
may be multifactorial. For some men, low testosterone levels
may reflect poor health, sedentary lifestyles, obesity, or
cardiovascular disease, whereas for others, it may represent
their natural course of aging. The associations of male factor
infertility with mortality (54, 63, 64), malignancies (not only
testis cancer) (51, 58, 65–73) in infertile men and their family
members (58, 64, 74), immune dysfunction (50, 57, 75), and
other nonreproductive disorders (56, 76) remain to be clearly
defined by additional research.

In other areas of medicine, such as nephrology or
oncology, there is an increasing awareness that conditions
thought to be isolated genetic defects (congenital birth defects
and malignancies) are actually syndromic with an array of
associated other anomalies that are present or may arise
throughout the lifespan. There is an increased need for strong
basic and translational research studies to define the molecu-
lar basis of male reproductive failure and identify new drug-
gable targets to bypass or ameliorate deficiencies or impact
protein overexpression that may underlie not only the repro-
ductive failure but also the comorbidities.
262
THE PROMISE OF NOVEL THERAPEUTIC
DEVELOPMENT IN AREAS SUCHAS STEMCELL
REJUVENATION AFTER SPERMATOGENIC
FAILURE OF TOXIC INSULT OR IN VITRO
SPERMATOGENESIS MAY BE REALIZED
Over the past 70 years, the treatments available for male repro-
ductive failure (with the exception of surgical approaches for
obstructive and nonobstructive azoospermia/testicular micro-
dissection with ICSI) remained relatively stagnant. Neverthe-
less, there are novel methods under development to
effectively use spermatogonial stem cells to rejuvenate sper-
matogenesis after gonadotoxin exposures (e.g., chemotherapy)
(77). The initial studies were predominantly performed in ro-
dent models. A challenge with these studies in mouse models
was that only a small fraction of transplanted spermatogonial
stem cells could repopulate the tubules. However, Nakamura
et al. (78) developed a strategy to rejuvenate the host mouse
fertility using transient treatment with a chemical inhibitor
of retinoic acid synthesis. If this therapy works well in humans,
it will greatly enhance the likelihood of successful treatment of
patients with secondary infertility after chemotherapy or radi-
ation therapy by direct treatment of either the host or the cells
in vitro. This advance using mouse models (78), together with
the in vitro reconstitution of male germ cell development from
mouse pluripotent stem cells (79), should result in a paradigm
changes in not only our understanding of spermatogenesis but
the ability to translate these in vivo and in vitro findings to the
human.

Studies on human spermatogonial stem cells such as
those mentioned earlier have been performed, although
VOL. 117 NO. 2 / FEBRUARY 2022



FIGURE 2

Multiple morphological anomalies of the sperm flagella (MMAF) refer to sperm morphology anomalies usually associated with
asthenoteratozoospermia. In men with asthenoteratozoospermia, there is a relatively high frequency of mutations in dynein axonemal heavy
chain 1 (DNAH1), cilia and flagella associated protein 44 (CFAP44), and cilia and flagella associated protein (CFAP43) (these 3 protein defects
account for approximately one-third 3 of MMAF cases) with mutations involving adenylate kinase 7 (AK7), cilia and flagella associated protein
69 (CFAP69), centrosomal protein 135 (CEP135), A-kinase anchoring protein 3 (AKAP3), or A-kinase anchoring protein 4 (AKAP4). As a result,
structural defects of the centriole assembly, peri-axenome structure, and the axenome can be present, affecting the proximal centriole, 9 þ 2
central pairs of microtubules, fibrous sheath and outer dense fibers, mitochondrial sheath, outer and inner dynein arms, radial spokes, and
nexin-dynein regulation complex.
Barratt. The future of male sexual and reproductive health. Fertil Steril 2021.
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some results are controversial (because of the lack of a func-
tional assay system). Important advances for this field are the
molecular signatures identified in a human testis transcrip-
tional atlas that defined 5 developmental spermatogonial
states (as well as numerous other cell types and lineages in
the testis), including a novel spermatogonial stem cell state
(infant spermatogonial stem cell state 0) with several similar-
ities to adult spermatogonial stem cell state (80, 81).

These human spermatogonial stem cells were also used to
generate embryonic stem cell-like cells thought to have the
VOL. 117 NO. 2 / FEBRUARY 2022
potential to differentiate into the 3 developmental cell line-
ages and eventually functional tissues, which generated great
interest in the lay press. However, reports of continuous cul-
ture of these pluripotent cells remain controversial, in large
part because of methodological issues (81). In addition, even
if the therapeutic use of human spermatogonial stem cell au-
totransplantation in cancer survivors becomes a possibility,
there must be a high bar of safety because concerns remain
regarding the potential for contamination of the spermatogo-
nial stem cells with malignant cells. These cells must be
263



FIGURE 3

Genes encoding the critical proteins required for the acrosome biosynthesis. Globozoospermia is a sperm morphology anomaly that is readily
identified in a routine semen analysis when the sperm appear round-headed with an absent, atrophied, or misplaced acrosome. There are 2
main defective genes commonly present in globozoospermic men. Spermatogenesis associated protein 16 (SPATA16) is highly expressed in
human testis, and damaging mutations are identified in a significant percentage of globozoospermic men. A second gene, DPY19L2, exhibits
either copy number variations (gene dosage changes) or damaging mutations that are more common in men in some different geographic and
ethnic regions who show mainly type I globozoospermia with a high percentage of abnormal sperm. For men with complete globozoospermia,
intracytoplasmic sperm injection with oocyte activation can be attempted, but the likelihood of achieving successful fertilization and live birth is
significantly reduced compared with men with sperm with a normal acrosome.
Barratt. The future of male sexual and reproductive health. Fertil Steril 2021.
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eliminated before autotransplantation to restore spermato-
genesis after recovery in cancer survivors. Other possible ap-
proaches include employing iPS cells where adult somatic
cells are programmed to differentiate into spermatogonial
stem cells and reprograming of somatic cells to become sper-
matogonial stem cells. A method for the in vitro differentia-
tion of human primordial germ cell-like cells from human-
induced pluripotent stem cells and subsequently into M-pros-
permatogonia-like cells and T1 prospermatogonia-like cells
using long-term cultured xenogeneic reconstituted testes
was recently reported (82). These findings came about because
of the rapidly expanding knowledge on the basis of the mech-
anisms of human germ cell development. There is no doubt
that any technical issues that remain can be resolved in the
future to allow eventual translation from the bench to the
bedside to restore spermatogenesis in cancer survivors.

Alternative approaches using organ cultures, organoids,
and other approaches to develop in vitro systems for comple-
tion and maintenance of spermatogenesis in vitro offer addi-
tional promise for the treatment of both secondary infertility
and perhaps some forms of spermatogenic failure. In fact, re-
searchers have tried for approximately 100 years to achieve
complete spermatogenesis in vitro, and despite the recent
marked advances beginning in the 1960s (83), the limited suc-
cesses in recent years using mouse models have not been suc-
cessfully directly applied for humans (84). In the past 20 years,
qualitative but not quantitative spermatogenesis has been
achieved in vitro culminating in live offspring, and various
improvements have been employed including several micro-
fluidic devices and 3-dimensional culture systems. Impor-
tantly, achieving complete spermiogenesis may no longer
be required in vitro. There were significant concerns
regarding the safety of round spermatid or nucleus injection
after the case report from Zech et al. (85) after 4 pregnancies
after round spermatid injection, with 2 cases resulting in ma-
jor malformations. On the other hand, studies in animal
models were encouraging. More recently, Tanaka et al. (86)
reported the successful birth of 90 babies born after round
spermatid injection into oocytes and their normal physical
and cognitive development up to 2 years of age. A clinical
trial is ongoing to further substantiate this earlier observa-
tion. Thus, the need for completion of spermiogenesis
in vitro may not be necessary for the subsequent use of the
spermatids with intracytoplasmic injection. With increasing
knowledge of the delicate and species-specific microenviron-
ments needed for the completion of spermatogenesis, re-
searchers are moving closer to achieving this goal while still
maintaining the genetic, genomic, and epigenomic integrity
of the sperm (84). Despite the steady research advances real-
ized in this field, additional studies will be required before
this is achieved with human samples given the biologic
complexity of spermatogenesis and testis function.
THE IMPACTOF THESE CURRENTAND FUTURE
ADVANCES
In closing, the continued improvement of procedures for the
laboratory evaluation and processing of human semen over
the past >40 years has expanded the knowledge of male
VOL. 117 NO. 2 / FEBRUARY 2022
reproductive function and diagnosis of specific forms of
dysfunction and set the stage for large multinational studies
of semen parameters and characteristics worldwide. The
improved rigor, precision, and accuracy that the current stan-
dardized protocols describe will now set the stage for
advanced clinical trials aimed at filling the significant evi-
dence gaps in both the diagnosis and treatment of male factor
infertility needed to improve clinical care (14–17). In addition,
the genomic revolution now allows the clinical diagnostic
laboratories to realize quantum leaps in improved patient
diagnosis in several areas of medicine. In andrology, we are
on the forefront of vastly improving our diagnostic abilities
to define precise etiologies and comorbidities and
eventually (perhaps) develop medically based treatments for
men with reproductive failure to improve not only their
fertility potential but also their overall health. Translation
of the new technologies described earlier (spermatogonial
stem cell transplantation and spermatogenesis in vitro) to
serve the clinical needs will require additional research. In
the future, these methods should move from the laboratory
to the clinical arena to provide therapeutic options for men
with reproductive health-related conditions. However,
because of the complexity of the systems involved and the
substantial risks that otherwise healthy individual may be
subjected to, there must be a high bar to ensure safety and a
positive outcome. Despite these caveats, certainly, the future
looks promising for improving the health and fertility of the
male with reproductive failure through precision medicine
and the application of advanced technologies for advanced
diagnosis and treatment.

Acknowledgments: The authors thank the editorial board
members Oleg Apolikhin, M.D., Ph.D., Elisabetta Baldi,
Ph.D, Lars Bj€orndahl, M.D., Ph.D., Jackson Kirkman Brown,
Ph.D., Mario P Festin, M.D., M.Sc., M.H.P.Ed., James Kiarie,
M.D., Michael Mbizvo, Ph.D., Stefan Schlatt, Ph.D., Igor Tos-
kin. M.D., Ph.D., D.Sc., and ChristinaWang,M.D. and contrib-
utors Karel Blondeel, M.Sc., M.A., Petr Houska, M.D., and Dr.
Stepan Krasnyak, M.D. of theWHO Laboratory manual for the
examination and processing of human semen for providing
intellectual discussions and revisions and for writing sections
specific to their diverse areas of expertise for the final version
of the document. The authors also thanks A. Nelson for draw-
ing figures 1, 2, and 3.

DIALOG: You can discuss this article with its authors and
other readers at https://www.fertstertdialog.com/posts/
34420
REFERENCES
1. Punjabi U, Wyns C, Mahmoud A, Vernelen K, China B, Verheyen G. Fifteen

years of Belgian experience with external quality assessment of semen anal-
ysis. Andrology 2016;4:1084–93.

2. Zuvela E, Matson P. Performance of four chambers to measure sperm con-
centration: results from an external quality assurance programme. Reprod
Biomed Online 2020;41:671–8.

3. Nieschlag E, Pock T, Hellenkemper B. External quality control of semen anal-
ysis reveals low compliance with who guidelines. J Reproduktionsmed En-
dokrinol 2017;14:306–10.
265

https://www.fertstertdialog.com/posts/34420
https://www.fertstertdialog.com/posts/34420
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref1
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref1
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref1
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref2
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref2
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref2
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref3
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref3
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref3


VIEWS AND REVIEWS
4. Carrell DT, De Jonge CJ. The troubling state of the semen analysis. Androl-
ogy 2016;4:761–2.

5. World Health Organization. WHO laboratory manual for the examination
and processing of human semen. 6th ed. Geneva: World Health Organiza-
tion; 2021:276.

6. Bj€orndahl L, Mortimer D, Barratt CLR, Castilla JA, Menkveld R, Kvist U, et al.
A practical guide to basic laboratory andrology. Cambridge: Cambridge Uni-
versity Press; 2010.

7. Bj€orndahl L, Barratt CL, Fraser LR, Kvist U, Mortimer D. ESHRE basic semen
analysis courses 1995-1999: immediate beneficial effects of standardized
training. Hum Reprod 2002;17:1299–305.

8. Barratt CL, Bj€orndahl L, Menkveld R, Mortimer D. ESHRE special interest
group for andrology basic semen analysis course: a continued focus on ac-
curacy, quality, efficiency and clinical relevance. Hum Reprod 2011;26:
3207–12.

9. International Organization for Standardization. ISO 23162:2021. Basic
semen examination–specification and test methods. Available at: https://
www.iso.org/standard/74800.html. Accessed.

10. Nosek BA, Alter G, Banks GC, Borsboom D, Bowman SD, Breckler SJ, et al.
Scientific standards. Promoting an open research culture. Science 2015;348:
1422–5.

11. Nature. Challenges in irreproducible research. Available at: https://www.
nature.com/collections/prbfkwmwvz/. Accessed.

12. The National Academies of Sciences, Engineering, and Medicine; Policy and
Global Affairs; Committee on Science, Engineering, Medicine, and Public
Policy; Board on Research Data and Information; Division on Engineering
and Physical Sciences; Committee on Applied and Theoretical Statistics,
et al. Reproducibility and replicability in science. Available at: https://
pubmed.ncbi.nlm.nih.gov/31596559/. Accessed.

13. Cell Press. Cell Press STAR+Methods. Available at: https://www.cell.com/
star-authors-guide. Accessed.

14. Schlegel PN, Sigman M, Collura B, De Jonge CJ, Eisenberg ML, Lamb DJ,
et al. Diagnosis and treatment of infertility in men: AUA/ASRM guideline
part I. Fertil Steril 2021;115:54–61.

15. Schlegel PN, Sigman M, Collura B, De Jonge CJ, Eisenberg ML, Lamb DJ,
et al. Diagnosis and treatment of infertility in men: AUA/ASRM guideline
part II. Fertil Steril 2021;115:62–9.

16. Schlegel PN, Sigman M, Collura B, De Jonge CJ, Eisenberg ML, Lamb DJ,
et al. Diagnosis and treatment of infertility in men: AUA/ASRM guideline
part II. J Urol 2021;205:44–51.

17. Schlegel PN, Sigman M, Collura B, De Jonge CJ, Eisenberg ML, Lamb DJ,
et al. Diagnosis and treatment of infertility in men: AUA/ASRM guideline
part I. J Urol 2021;205:36–43.

18. Bj€orndahl L, Kirkman-Brown J, Hart G, Rattle S, Barratt CL. Development of a
novel home sperm test. Hum Reprod 2006;21:145–9.

19. Lefi�evre L, Bedu-Addo K, Conner SJ, Machado-Oliveira GS, Chen Y, Kirk-
man-Brown JC, et al. Counting sperm does not add up any more: time for
a new equation? Reproduction 2007;133:675–84.

20. Gonzalez D, Narasimman M, Best JC, Ory J, Ramasamy R. Clinical update on
home testing for male fertility. World J Mens Health 2021;39:615–25.

21. Amoaku WM, Ghanchi F, Bailey C, Banerjee S, Banerjee S, Downey L, et al.
Correction: diabetic retinopathy and diabetic macular oedema pathways and
management: UK Consensus Working Group. Eye (Lond) 2020;34:1941–2.

22. Amoaku WM, Ghanchi F, Bailey C, Banerjee S, Banerjee S, Downey L, et al.
Diabetic retinopathy and diabetic macular oedema pathways and manage-
ment: UK Consensus Working Group. Eye (Lond) 2020;34:1–51.

23. Bossuyt PM, Irwig L, Craig J, Glasziou P. Comparative accuracy: assessing
new tests against existing diagnostic pathways. BMJ 2006;332:1089–92.

24. Barratt CLR, De Jonge CJ, Anderson RA, Eisenberg ML, Garrido N, Rautakal-
lio Hokkanen S, et al. A global approach to addressing the policy, research
and social challenges of male reproductive health. Hum Reprod Open 2021;
2021:hoab009.

25. Barratt CLR, Bj€orndahl L, De Jonge CJ, Lamb DJ, Osorio Martini F,
McLachlan R, et al. The diagnosis of male infertility: an analysis of the evi-
dence to support the development of global WHO guidance-challenges
and future research opportunities. Hum Reprod Update 2017;23:
660–80.
266
26. Houston BJ, Riera-Escamilla A, Wyrwoll MJ, Salas-Huetos A, Xavier MJ,
Nagirnaja L, et al. A systematic review of the validated monogenic causes
of human male infertility: 2020 update and a discussion of emerging
gene-disease relationships. Hum Reprod Update 2021:dmab030.

27. Nichols JD, Oli MK, Kendall WL, Boomer GS. Opinion: a better approach for
dealing with reproducibility and replicability in science. Proc Natl Acad Sci U
S A 2021;118:e2100769118.

28. Niederberger C. Re: deep learning-based morphological classification of hu-
man sperm heads. J Urol 2020;204:1082.

29. Iqbal I, Mustafa G,Ma J. Deep learning-basedmorphological classification of
human sperm heads. Diagnostics (Basel) 2020;10:325.

30. Riordon J, McCallum C, Sinton D. Deep learning for the classification of hu-
man sperm. Comput Biol Med 2019;111:103342.

31. Hicks SA, Andersen JM, Witczak O, Thambawita V, Halvorsen P,
Hammer HL, et al. Machine learning-based analysis of sperm videos and
participant data for male fertility prediction. Sci Rep 2019;9:16770.

32. Gunderson SJ, Puga Molina LC, Spies N, Balestrini PA, Buffone MG,
Jungheim ES, et al. Machine-learning algorithm incorporating capacitated
sperm intracellular pH predicts conventional in vitro fertilization success in
normospermic patients. Fertil Steril 2021;115:930–9.

33. You JB, McCallum C, Wang Y, Riordon J, Nosrati R, Sinton D. Machine
learning for sperm selection. Nat Rev Urol 2021;18:387–403.

34. Bray MA, Singh S, Han H, Davis CT, Borgeson B, Hartland C, et al. Cell Paint-
ing, a high-content image-based assay for morphological profiling using
multiplexed fluorescent dyes. Nat Protoc 2016;11:1757–74.

35. Tannour-Louet M, Han S, Corbett ST, Louet JF, Yatsenko S, Meyers L, et al.
Identification of de novo copy number variants associated with human dis-
orders of sexual development. PLoS One 2010;5:e15392.

36. Tannour-Louet M, Han S, Louet JF, Zhang B, Romero K, Addai J, et al.
Increased gene copy number of VAMP7 disrupts human male urogenital
development through altered estrogen action. Nat Med 2014;20:715–
24.

37. Haller M, Au J, O’Neill M, Lamb DJ. 16p11.2 transcription factor MAZ is a
dosage-sensitive regulator of genitourinary development. Proc Natl Acad
Sci U S A 2018;115:E1849–58.

38. Haller M, Mo Q, Imamoto A, Lamb DJ. Murine model indicates 22q11.2
signaling adaptor CRKL is a dosage-sensitive regulator of genitourinary
development. Proc Natl Acad Sci U S A 2017;114:4981–6.

39. Jorgez CJ, Rosenfeld JA, Wilken NR, Vangapandu HV, Sahin A, Pham D,
et al. Genitourinary defects associated with genomic deletions in 2p15 en-
compassing OTX1. PLoS One 2014;9:e107028.

40. Pryor JL, Kent-First M, Muallem A, Van Bergen AH, Nolten WE, Meisner L,
et al. Microdeletions in the Y chromosome of infertile men. N Engl J Med
1997;336:534–9.

41. Vogt P, Chandley AC, Hargreave TB, Keil R, Ma K, Sharkey A. Microdeletions
in interval 6 of the Y chromosome of males with idiopathic sterility point to
disruption of AZF, a human spermatogenesis gene. Hum Genet 1992;89:
491–6.

42. Ma K, Sharkey A, Kirsch S, Vogt P, Keil R, Hargreave TB, et al. Towards the
molecular localisation of the AZF locus: mapping of microdeletions in azoo-
spermic men within 14 subintervals of interval 6 of the human Y chromo-
some. Hum Mol Genet 1992;1:29–33.

43. Science WIo. GeneCards: the human gene database 2020. Available at:
https://www.genecards.org. Accessed.

44. Brown SG, Publicover SJ, Barratt CLR, Martins da Silva SJ. Human sperm ion
channel (dys)function: implications for fertilization. Hum Reprod Update
2019;25:758–76.

45. Nowicka-Bauer K, Szymczak-Cendlak M. Structure and function of ion
channels regulating spermmotility-an overview. Int J Mol Sci 2021;22:3259.

46. Punjani N, Lamb DJ. Male infertility and genitourinary birth defects: there is
more than meets the eye. Fertil Steril 2020;114:209–18.

47. Coutton C, Escoffier J, Martinez G, Arnoult C, Ray PF. Teratozoospermia:
spotlight on the main genetic actors in the human. Hum Reprod Update
2015;21:455–85.

48. Wang WL, Tu CF, Tan YQ. Insight on multiple morphological abnormalities
of sperm flagella in male infertility: what is new? Asian J Androl 2020;22:
236–45.
VOL. 117 NO. 2 / FEBRUARY 2022

http://refhub.elsevier.com/S0015-0282(21)02299-8/sref4
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref4
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref5
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref5
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref5
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref6
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref6
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref6
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref6
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref7
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref7
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref7
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref7
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref8
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref8
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref8
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref8
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref8
https://www.iso.org/standard/74800.html
https://www.iso.org/standard/74800.html
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref10
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref10
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref10
https://www.nature.com/collections/prbfkwmwvz/
https://www.nature.com/collections/prbfkwmwvz/
https://pubmed.ncbi.nlm.nih.gov/31596559/
https://pubmed.ncbi.nlm.nih.gov/31596559/
https://www.cell.com/star-authors-guide
https://www.cell.com/star-authors-guide
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref14
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref14
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref14
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref15
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref15
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref15
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref16
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref16
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref16
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref17
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref17
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref17
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref18
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref18
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref18
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref19
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref19
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref19
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref19
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref20
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref20
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref21
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref21
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref21
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref22
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref22
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref22
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref23
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref23
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref24
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref24
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref24
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref24
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref25
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref25
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref25
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref25
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref25
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref25
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref26
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref26
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref26
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref26
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref27
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref27
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref27
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref28
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref28
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref29
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref29
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref30
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref30
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref31
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref31
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref31
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref32
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref32
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref32
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref32
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref33
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref33
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref34
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref34
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref34
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref35
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref35
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref35
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref36
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref36
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref36
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref36
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref37
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref37
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref37
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref38
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref38
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref38
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref39
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref39
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref39
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref40
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref40
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref40
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref41
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref41
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref41
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref41
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref42
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref42
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref42
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref42
https://www.genecards.org
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref44
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref44
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref44
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref45
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref45
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref46
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref46
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref47
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref47
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref47
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref48
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref48
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref48


Fertility and Sterility®
49. Punjani N, Lamb DJ. Canary in the coal mine? Male infertility as a marker of
overall health. Annu Rev Genet 2020;54:465–86.

50. Brubaker WD, Li S, Baker LC, Eisenberg ML. Increased risk of autoimmune
disorders in infertile men: analysis of US claims data. Andrology 2018;6:
94–8.

51. Eisenberg ML, Betts P, Herder D, Lamb DJ, Lipshultz LI. Increased cancer risk
and azoospermia. Fertil Steril 2013;100:e12.

52. Eisenberg ML, Betts P, Herder D, Lamb DJ, Lipshultz LI. Increased risk of can-
cer among azoospermic men. Fertil Steril 2013;100:681–5.

53. Eisenberg ML, Hsieh TC, Pastuszak AW,McIntyre MG,Walters RC, Lamb DJ,
et al. The relationship between anogenital distance and the androgen recep-
tor CAG repeat length. Asian J Androl 2013;15:286–9.

54. Eisenberg ML, Li S, Behr B, Cullen MR, Galusha D, Lamb DJ, et al.
Semen quality, infertility and mortality in the USA. Hum Reprod 2014;
29:1567–74.

55. Eisenberg ML, Li S, Brooks JD, Cullen MR, Baker LC. Increased risk of cancer
in infertile men: analysis of U.S. claims data. J Urol 2015;193:1596–601.

56. Eisenberg ML, Li S, Cullen MR, Baker LC. Increased risk of incident chronic
medical conditions in infertile men: analysis of United States claims data. Fer-
til Steril 2016;105:629–36.

57. Glazer CH, Tøttenborg SS, Giwercman A, Brauner EV, Eisenberg ML,
Vassard D, et al. Male factor infertility and risk of multiple sclerosis: a
register-based cohort study. Mult Scler 2018;24:1835–42.

58. Hanson BM, Eisenberg ML, Hotaling JM. Male infertility: a biomarker of in-
dividual and familial cancer risk. Fertil Steril 2018;109:6–19.

59. Matzuk MM, Lamb DJ. The biology of infertility: research advances and clin-
ical challenges. Nat Med 2008;14:1197–213.

60. Matzuk MM, Lamb DJ. Genetic dissection of mammalian fertility pathways.
Nat Cell Biol 2002;4(Suppl):s41–9.

61. OudMS, Volozonoka L, Smits RM, Vissers LELM, Ramos L, Veltman JA. A sys-
tematic review and standardized clinical validity assessment of male infer-
tility genes. Hum Reprod 2019;34:932–41.

62. Eisenberg ML, Li S, Betts P, Herder D, Lamb DJ, Lipshultz LI. Testosterone
therapy and cancer risk. BJU Int 2015;115:317–21.

63. EisenbergML, Li S, Herder D, LambDJ, Lipshultz LI. Testosterone therapy and
mortality risk. Int J Impot Res 2015;27:46–8.

64. Hanson HA,Mayer EN, Anderson RE, Aston KI, Carrell DT, Berger J, et al. Risk
of childhood mortality in family members of men with poor semen quality.
Hum Reprod 2017;32:239–47.

65. Hotaling JM, Walsh TJ. Male infertility: a risk factor for testicular cancer. Nat
Rev Urol 2009;6:550–6.

66. Jacobsen R, Bostofte E, Engholm G, Hansen J, Olsen JH, Skakkebaek NE,
et al. Risk of testicular cancer in men with abnormal semen characteristics:
cohort study. BMJ 2000;321:789–92.

67. Laukhtina E, Mori K, Pradere B, Shariat SF. Association between male infer-
tility and prostate cancer: a systematic review and meta-analysis. Curr Opin
Urol 2021;31:346–53.

68. Ostrowski KA, Walsh TJ. Infertility with testicular cancer. Urol Clin North Am
2015;42:409–20.
VOL. 117 NO. 2 / FEBRUARY 2022
69. Rogers MJ, Walsh TJ. Male infertility and risk of cancer. Semin Reprod Med
2017;35:298–303.

70. Rosenberger A, Sohns M, Friedrichs S, Hung RJ, Fehringer G,
McLaughlin J, et al. Gene-set meta-analysis of lung cancer identifies
pathway related to systemic lupus erythematosus. PLoS One 2017;12:
e0173339.

71. Walsh TJ. Male reproductive health and prostate cancer risk. Curr Opin Urol
2011;21:506–13.

72. Walsh TJ, Croughan MS, Schembri M, Chan JM, Turek PJ. Increased risk of
testicular germ cell cancer among infertile men. Arch Intern Med 2009;169:
351–6.

73. Walsh TJ, Schembri M, Turek PJ, Chan JM, Carroll PR, Smith JF, et al.
Increased risk of high-grade prostate cancer among infertile men. Cancer
2010;116:2140–7.

74. Anderson RE, Hanson HA, Lowrance WT, Redshaw J, Oottamasathien S,
Schaeffer A, et al. Childhood cancer risk in the siblings and cousins of
men with poor semen quality. J Urol 2017;197:898–905.

75. Gill JM, Quisel AM, Rocca PV, Walters DT. Diagnosis of systemic lupus ery-
thematosus. Am Fam Physician 2003;68:2179–86.

76. Anguiano A, Oates RD, Amos JA, Dean M, Gerrard B, Stewart C, et al.
Congenital bilateral absence of the vas deferens. A primarily genital form
of cystic fibrosis. JAMA 1992;267:1794–7.

77. Brinster RL. Germline stem cell transplantation and transgenesis. Science
2002;296:2174–6.

78. Nakamura Y, J€org DJ, Kon Y, Simons BD, Yoshida S. Transient suppression of
transplanted spermatogonial stem cell differentiation restores fertility in
mice. Cell Stem Cell 2021;28:1443–56.e7.

79. Ishikura Y, Ohta H, Sato T, Murase Y, Yabuta Y, Kojima Y, et al. In vitro
reconstitution of the whole male germ-cell development frommouse plurip-
otent stem cells. Cell Stem Cell 2021;28:2167–79.e9.

80. Guo J, Grow EJ, Mlcochova H, Maher GJ, Lindskog C, Nie X, et al. The adult
human testis transcriptional cell atlas. Cell Res 2018;28:1141–57.

81. Kubota H, Brinster RL. Spermatogonial stem cells. Biol Reprod 2018;99:52–
74.

82. Hwang YS, Suzuki S, Seita Y, Ito J, Sakata Y, Aso H, et al. Reconstitution of
prospermatogonial specification in vitro from human induced pluripotent
stem cells. Nat Commun 2020;11:5656.

83. Steinberger E, Steinberger A, PerloffWH. Studies on growth in organ culture
of testicular tissue from rats of various ages. Anat Rec 1964;148:581–9.

84. Komeya M, Sato T, Ogawa T. In vitro spermatogenesis: a century-long
research journey, still half way around. Reprod Med Biol 2018;17:
407–20.

85. Zech H, Vanderzwalmen P, Prapas Y, Lejeune B, Duba E, Schoysman R.
Congenital malformations after intracytoplasmic injection of spermatids.
Hum Reprod 2000;15:969–71.

86. Tanaka A, Suzuki K, Nagayoshi M, Tanaka A, Takemoto Y, Watanabe S,
et al. Ninety babies born after round spermatid injection into oocytes: survey
of their development from fertilization to 2 years of age. Fertil Steril 2018;
110:443–51.
267

http://refhub.elsevier.com/S0015-0282(21)02299-8/sref49
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref49
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref50
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref50
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref50
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref51
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref51
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref52
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref52
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref53
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref53
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref53
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref54
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref54
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref54
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref55
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref55
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref56
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref56
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref56
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref57
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref57
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref57
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref57
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref58
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref58
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref59
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref59
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref60
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref60
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref61
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref61
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref61
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref62
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref62
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref63
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref63
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref64
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref64
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref64
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref65
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref65
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref66
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref66
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref66
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref67
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref67
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref67
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref68
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref68
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref69
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref69
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref70
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref70
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref70
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref70
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref71
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref71
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref72
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref72
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref72
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref73
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref73
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref73
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref74
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref74
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref74
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref75
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref75
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref76
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref76
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref76
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref77
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref77
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref78
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref78
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref78
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref78
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref79
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref79
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref79
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref80
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref80
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref81
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref81
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref82
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref82
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref82
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref83
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref83
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref84
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref84
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref84
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref85
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref85
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref85
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref86
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref86
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref86
http://refhub.elsevier.com/S0015-0282(21)02299-8/sref86

	What advances may the future bring to the diagnosis, treatment, and care of male sexual and reproductive health?
	Diagnostic approaches will be improved: basic semen analysis will be standardized and thus the results comparable throughou ...
	Paradigm shift in the pathway for investigations and diagnosis of male factor infertility
	Transformative changes in quality and speed of obtaining data for the diagnosis and prognosis of male factor infertility
	Advances in “-omic” technologies and sperm biology will provide several new advanced and extended assays assessing the func ...
	The advent of genetic and genomic testing may partially replace the routine semen analysis and provide more defined etiolog ...
	The promise of novel therapeutic development in areas such as stem cell rejuvenation after spermatogenic failure of toxic i ...
	The impact of these current and future advances
	Acknowledgments
	References


