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Context: Insulin-like peptide 3 (INSL3), a protein hormone produced by Leydig cells, may play a crucial role in testicular descent as male INSL3 knockout mice have bilateral cryptorchidism. Previous studies have measured human fetal INSL3 levels in amniotic fluid only.

Objective: To measure INSL3 serum levels and mRNA in fetal umbilical cord blood and fetal testes, respectively.

Design: INSL3 concentrations were assayed on 50 μl of serum from male human fetal umbilical cord blood by a non-commercial highly sensitive and specific radioimmunoassay. For secondary confirmation, quantitative real-time PCR was used to measure INSL3 relative mRNA expression in 7 age-matched human fetal testes.

Setting: UT Southwestern Medical Center, Dallas, TX and Medical University of South Carolina, Charleston, SC.

Patients or other Participants: Twelve human male umbilical cord blood samples and 7 human male testes were obtained from fetuses 14–21 weeks gestation. Male sex was verified by leukocyte genomic DNA SRY PCR.

Interventions: None.

Main Outcome Measures: Human male fetal INSL3 cord blood serum concentrations and testicular relative mRNA expression.

Results: INSL3 serum concentrations during human male gestational weeks 15–20 were 2–4 times higher than published prepubertal male levels and were 5–100 times higher than previous reports of INSL3 concentrations obtained from amniotic fluid. Testicular fetal INSL3 mRNA relative expression was low from weeks 14–16, rose significantly weeks 17 and 18, and returned to low levels at week 21.

Conclusions: These findings further support the role of INSL3 in human testicular descent and could prove relevant in uncovering the pathophysiology of cryptorchidism.
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INTRODUCTION

An undescended testis or cryptorchidism, is one of the most common congenital anomalies, occurring in 1–4% of full-term and 1–45% of preterm male neonates (1). The pathogenesis of isolated cryptorchidism remains largely unknown but is most likely multifactorial, involving both genetic, and environmental risk factors (2). The majority of what is known of the physiology of normal testicular descent in humans is inferred from animal models, primarily rodents (2). In the male fetus, the undifferentiated gonad forms high in the abdomen and descends through the abdomen and inguinal canal to eventually reside in the scrotum by birth. Testicular descent occurs in two phases—transabdominal and transinguinal (3).

The gubernaculum, a cordlike organ spanning from the testis and vas to the scrotum, plays a key role in testicular descent. Swelling of the gubernaculum is critically important to allow enlargement of the inguinal canal and testicular passage (2) and occurs in human male embryonic development during weeks 12–17 of gestation. Rodent studies provide strong evidence that the hormone INSL3 and androgen signaling pathways are the primary contributors to gubernacular development and testicular descent (4). During embryogenesis, testicular Leydig cells are the sole producers of INSL3, which circulates and binds to relaxin family peptide receptor 2 (RXFP2) receptors on gubernacular cells, causing proliferation of the gubernaculum through alterations in extracellular matrix, Wnt, bone morphogenetic protein, β-catenin, Notch, neural and cytoskeletal/muscular patterning gene pathways (5–11). With retraction of the gubernaculum, the testis then migrates from its retroperitoneal/abdominal location to the scrotum. Mice with targeted homozygous deletions of INSL3 or RXFP2 manifest bilateral cryptorchidism, with the testes remaining high in the abdominal position, as the result of gubernacular deficiencies (4, 12, 13).

While the importance of INSL3 in murine fetal testicular descent has been demonstrated, the role of INSL3 in human fetal testicular descent and maldescent is less clearly delineated. It is true that both INSL3 and RXFP2 are highly conserved at the gene and protein levels between mice and humans. Other data from human fetal testes are limited by small numbers of samples with variance between samples. Human testis INSL3 mRNA transcripts have been detected as early as 12 weeks gestation (14) and INSL3 protein was first noted by INSL3 immunohistochemistry in a few polygonal interstitial cells at gestational week 10 (15). During the time interval of human fetal gubernacular swelling, human fetal serum testosterone concentrations decline, being significantly higher at gestational weeks 11–13 than at weeks 17–19 (14). However, to our knowledge, human fetal serum INSL3 levels have not been directly measured in fetal blood during these gestational ages. As an indirect attempt, human INSL3 levels have previously been measured in the amniotic fluid of male fetuses between gestational weeks 12–22 in three publications (16–18). In 2008, Bay et al. measured amniotic fluid INSL3 concentrations between <0.02 and 0.36 ng/ml with a non-commercial semi-competitive time resolved fluorescent immunoassay (TRFIA). In 2018, using a modified TRFIA, Anand-Ivell et al. measured human amniotic fluid INSL3 concentrations in control, hypospadic and cryptorchid males, detecting levels between undetectable and 0.9 ng/ml (18). In contrast to these fetal amniotic fluid levels, normal male puberty yields a significant progressive rise in INSL3 serum levels (19–21), ultimately achieving adult male circulating INSL3 concentrations between 0.5 and 2.0 ng/ml (22). However, since amniotic fluid is a diluted source of INSL3, we hypothesize that INSL3 concentrations in fetal cord blood will be higher than measured in amniotic fluid. These findings will thus provide a more accurate assessment of circulating INSL3 levels throughout human male fetal life and improve the understanding of the physiology of testicular descent and pathophysiology of cryptorchidism.

MATERIALS AND METHODS

Human Samples

This study on de-identified human samples obtained from outside sources was deemed exempt by our institutional IRB. Serum umbilical cord blood samples and fetal gonads from reported normal, electively, and legally terminated pregnancies between 14 to 21 weeks gestation were provided by Advanced Bioscience Resources, Inc., (Alameda, CA). The fetal gonad tissue and umbilical cord blood were obtained from separate cases. One human adult testis sample was obtained from our institutional biobank. Clotted fetal cord blood samples (0.2–0.8 ml volume) were received in dry ice. After spinning the tubes at 2,500 rpm/min for 10 min in 4°C, the sera were drawn out and stored at −80°C for radioimmunoassay (RIA). The clotted blood in the bottom of the serum-separated gel was removed for DNA extraction. DNA was extracted from clotted whole blood samples using salting-out method (23).

Verification of Sex in Fetal Cord Blood by SRY PCR

Male sex was verified on each fetal cord blood sample (15–20 weeks gestational age) by determination of the SRY gene by polymerase chain reaction (PCR) of leukocyte genomic DNA. Two primer pairs were used for PCR. The forward primer X1 (aatcatcaaatggagatttg) and reverse primer X2 (gttcagctctgtgagtgaaa) were used to amplify a fragment of 131 base pairs in the X chromosome. The forward primer Y11 (atgatagaaacggaaatatg) and reverse primer Y22 (agtagaatgcaaagggctc) were used to amplify a fragment of 172 base pairs in the Y chromosome (24). The PCR program included denaturing at 95°C for 3 min, followed by 30 cycles at 94°C for 40 s, 54°C for 1 min and 72°C for 50 s. PCR products were separated on a 2% agarose gel.

INSL3 RIA

INSL3 serum concentrations were measured on 50 μl of 12 proven male serum samples (assayed once, in duplicate, or in triplicate, depending on available serum volume) by a non-commercial highly-sensitive and specific human INSL3 RIA as previously described (25). For each assay, new 125I tracer was made just prior to the measurements to achieve the highest sensitivity. Standard curves were obtained using human INSL3 labeled with 125Iodinated INSL3-mono-oxide tracer and 100 μL of 1:10,000-diluted anti-human INSL3 antibodies raised in albino rabbits. Lower and upper limits of detectability were 0.3 and 3 ng/ml. Individual samples were blinded to the person performing the assay and γ counts of the washed pellets were compared to dose-response curves of human serum INSL3.

Verification of Fetal Sex by Gonadal Histology

Male sex was confirmed histologically on each fetal gonad (15–20 weeks gestational age) by analyzing a portion of the testis. After formalin fixation, testes were paraffin embedded, sectioned to 5 μm, stained with hematoxylin and eosin and confirmed to be testis by light microscopy.

INSL3 mRNA qPCR

To secondarily confirm the trends of INSL3 concentration observed, INSL3 mRNA expression was assayed on 7 proven fetal testes by qRT-PCR. Total RNA was isolated using TRIzol reagent (Invitrogen, Carlsbad, CA), treated with DNase, and purified using Aurum Total RNA Mini Kit (Bio-Rad, Hercule, CA), according to manufacturers' instructions. Due to small tissue size and cDNA output, cDNA was amplified using the TaqMan PreAmp Master Mix Kit (Applied Biosystems, Foster City, CA). RNA was reverse transcribed to cDNA using SuperScript III Reverse Transcription kit (Invitrogen). Probes for INSL3 (Hs01895076_s1) or CDKN1B (Hs00153277_m1) (Life Technologies) were mixed with Taqman Universal PCR Master Mix (Applied Biosystems) and amplified in triplicate on an iCycler thermocycler (Bio-Rad). Expression levels of INSL3 were normalized to CDKN1B per the Applied Biosystems T-PreAmp uniformity reference gene assay (26) and fold differences were calculated using the ΔΔCT method.

Statistics

Because of the small number of samples, statistical analysis was limited. Shapiro-Wilk test for normality did not reject the hypothesis of normally distributed data (p = 0.9). Data on the serum INSL3 levels and INSL3 expression levels were presented as group mean ± standard deviation (SD) and were analyzed between groups using repeated measures ANOVA. A hierarchical linear regression model was used to test for trend of serum INSL3 levels over gestational ages 15–20 weeks. In this model, fixed effect was the measured INSL3 level and random effect was fetus, as some feti had repeated serum INSL3 measures obtained. P < 0.05 was considered statistically significant.

RESULTS

Human fetal cord blood samples from 12 males were obtained between the ages 15–20 gestational weeks (gw 15, n = 1; gw 16, n = 3; gw 17, n = 1; gw 19, n = 3; gw 20, n = 4) (Supplementary Figure 1). All 12 samples had measurable INSL3 levels (range 0.44–2.04 ng/ml) and all levels assayed were within the limits of detection for this RIA. Most of the feti had enough cord blood for multiple measures of serum INSL3 levels. Combining all fetal samples, the mean ± SD serum INSL3 concentration was 1.26 ± 0.43 ng/mL (Figure 1). When segregated by gestational age groups, there was no overall statistical difference found between the serum INSL3 concentrations by repeated measures ANOVA. However, there was an upward trend to the fetal serum INSL3 concentrations from 15 to 20 weeks of gestation by hierarchical linear regression (p = 0.02; Figures 1, 2 and Supplementary Figure 1).
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FIGURE 1. Human male fetal umbilical cord serum INSL3 concentrations during gestational weeks 15–20. Each data point represents the means ± SEM for all samples tested at that age. At gestational weeks 15, 16, 17, 19, and 20, there were 1, 3, 1, 3, and 4 fetal serum samples, respectively. No fetal cord blood was collected for age 18 weeks. All feti were assayed in duplicate or triplicate when possible. Fetus #9, 10, and 11 did not undergo repeat measure due to insufficient serum volume for repeat testing.
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FIGURE 2. Normal human male serum INSL3 concentrations from gestation to adulthood. INSL3 concentrations were measured in fetal cord blood from gestational weeks 15–20 (this study), cord blood from newborn male infants (27–30) and in serum from 3-month-old male infants (31), prepubertal and pubertal boys (19–21), young adult males (22), and older adult males (32).



A comparison of these fetal cord blood serum INSL3 concentrations with previously reported INSL3 levels reveals that fetal cord blood serum INSL3 levels are 5–100 times higher than fetal amniotic fluid levels, are 2–4 times higher than prepubertal levels, and are similar to the high levels seen in young adulthood (Figure 2 with references cited). To secondarily evaluate the trends of INSL3 concentration observed, quantitative real-time PCR was used to measure INSL3 relative expression in 7 age-matched fetal testes 14–21 weeks gestation with 1 adult testicle to serve as a comparison. INSL3 expression was detectable in all 7 fetal testes and 1 adult testes. While minimal INSL3 relative expression was observed in gestational weeks 14, 16, and 21, there was a robust peak of maximal INSL3 relative expression during weeks 17 and 18, which was over 5 times higher than observed in the adult testis (Figure 3).
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FIGURE 3. Human INSL3 expression levels in fetal and adult testes. Human INSL3 relative expression was measured by real-time quantitative PCR in fetal gonadal tissue from gestational weeks 15–21 and adult testes tissue.



DISCUSSION

Previous reports have shown INSL3 is only detectable in the amniotic fluid of pregnancies with a male fetus (16–18). Though these previous reports have quantified fetal INSL3 concentrations in amniotic fluid as early as week 12 of pregnancy (16–18, 31), to our knowledge this is the first report of fetal INSL3 levels obtained directly from fetal umbilical cord blood. The fetal INSL3 cord blood data herein is supported by the human fetal testis INSL3 mRNA, which we and O'Shaughnessy (14) both found to be maximal at gestational week 18. As INSL3 is produced by no other fetal organ than the testes and does not appear to be produced by the female fetus, it has the potential to be a highly specific monitor for the development and differentiation of the fetal testis (33). Our findings that INSL3 levels in fetal umbilical cord blood during human male gestational weeks 15–20 are higher than previous reports of INSL3 concentrations in amniotic fluid during gestation only strengthen the role of INSL3 in testicular descent.

During embryogenesis, Leydig cells produce INSL3, which circulates and binds to the G protein coupled receptor RXFP2 on the gubernaculum (34). This interaction results in proliferation of the embryonic gubernaculum, which in turn retracts the testis from the abdominal cavity to the scrotum. Gestational weeks 15–18, in which INSL3 levels are at their highest, coincide with gubernacular outgrowth and the initial abdominal phase of testicular descent. The findings of increased production of INSL3 after week 15 suggests that INSL3 is not only required for the transabdominal phase of descent but possibly in the inguinoscrotal phase of testicular descent, perhaps by dilating the inguinal canal (16).

It was previously believed that the second phase of testicular descent, the passage of the testes through the inguinal canal and into the scrotum, was largely under androgen control. However, a combination of androgen and INSL3 receptor antagonists in mice has shown that the remediation of testicular descent in cryptorchid mutant mice by testosterone replacement therapy required the induction by androgens of the INSL3 receptor RXFP2 (34, 35). Thus, as concluded by Ivell et al. it is reasonable to hypothesize that gonadotropin induced testicular descent may not be entirely due to the induction of testicular androgen production but rather to the stimulation of Leydig cell differentiation and thus secretion of INSL3 (34). The findings of even higher fetal INSL3 levels than previously reported via amniotic fluid at gestational weeks 18–20 further confirms the role of INSL3 in all phases of testicular descent.

In the fetal amniotic fluid level studies, the maximum concentrations of INSL3 were between 12 and 16 weeks with a decline thereafter to below detection levels (16, 17). The authors have stated that it is not clear whether this decline was secondary to a down-regulation of INSL3 expression, an increasing dilution effect, decreasing fetal skin permeability, or catabolism (33). During the first and early second trimester, amniotic fluid can be regarded to a degree as an exudate of fetal serum, however later in gestation, when the fetal skin keratinizes, the composition of amniotic fluid becomes more representative of fetal urine (36). Fetal cord blood INSL3 levels, as reported in the present study, thus provide a more accurate representation of INSL3 with levels persisting through 20 weeks gestation.

In addition, fetal cord blood INSL3 levels were found to be higher than reported INSL3 concentrations in pre-pubertal males and throughout most of adult life (Figure 2). Circulating levels of INSL3 in postnatal life are characterized by an increase early (birth to 3 months), followed by very low levels during childhood (4–10 years), with a spike in INSL3 production at puberty that leads into high levels in young adulthood before decreasing again in later adulthood (21, 22, 31, 32). As INSL3 is secreted by Leydig cells, Leydig cell differentiation influences INSL3 production and the triphasic nature of Leydig cell development coincides with the peaks of INSL3 levels seen in human life. The three populations of Leydig cells include the fetal Leydig population which reaches its maximal size around gestational weeks 14–18 (14), a perinatal population that peaks in size 3 months after birth, and the adult Leydig population which begins increasing in size at puberty.

All types of Leydig cells produce INSL3. It is believed by some that the fetal Leydig cell population responsible for fetal INSL3 production for testicular descent is completely separate from the adult Leydig population which develops from stem cells at puberty (34, 37), while others believe the human fetal Leydig cell population involutes and re-differentiates with pubertal onset. It has been suggested that INSL3 is produced constitutively, independent of acute regulation by the hypothalamo-pituitary gonadal axis, in amounts which reflect the numbers and differentiation status of the Leydig cells (33). Serum INSL3 levels may thus be a better indicator for Leydig cell function than serum testosterone concentrations in the male (38, 39). In addition, as fetal Leydig cells are a separate population from adult Leydig cells, it is possible that alterations in fetal Leydig function or INSL3 production or secretion may underlie the pathophysiology of cryptorchidism. In humans, this has been challenging to prove, with some contradictory findings. Three relatively large human studies compared serum human INSL3 cord blood levels at birth in male infants with descended and undescended testes, finding reduced INSL3 serum levels in cryptorchid boys and suggesting impaired Leydig cell function in boys with persistent cryptorchidism already in early postnatal life (27, 28, 31). The major criticism of these three studies is that serum levels at birth or 3 months postnatally may not reflect second trimester levels. To address this concern, Jensen et al studied 270 cryptorchid and 300 control second trimester amniotic fluid samples' INSL3 and phthalate levels and found no clear association (40). In addition to other estrogenic and anti-androgenic compounds, fetal testes cells exposed in culture to paracetamol and ketoconazole have decreased INSL3 levels which may be the mechanism by which analgesics, and possibly other endocrine disruptors, increase the risk of cryptorchidism (41).

Nevertheless, serum levels of a hormone do not necessarily correlate with required tissue levels for proper development and function. For example, it is known that postnatal rat testosterone concentrations assayed from either the testicular vein (42) or the testicular interstitial fluid (43) are 20 times and 100 times higher than systemic circulating serum concentrations, respectively. In addition, varying serum and tissue testosterone concentrations on fetal mammalian paratesticular tissues (directly on the vas, epididymis, seminal vesicles, gubernaculum, and indirectly via 5-alpha-reductase/dihydrotestosterone on the penis/urethra, prostate, and scrotum) via endocrine and paracrine mechanisms mediate the phenotypic spectrum of male birth defects seen in disorders of sex development (44–46). Similarly, it has been shown that rat fetal testicular INSL3 mRNA expression probably requires at least 40% reduction before a change in phenotype occurs (47). Hence, human fetal amniotic fluid and even human fetal cord blood INSL3 concentrations likely do not truly measure and reflect the threshold of INSL3 fetal tissue concentration required to induce tissue level maldevelopment of the gubernaculum and maldescent of the testis during fetal life. They are indirect measures at best.

The main limitation to this study is the small sample size secondary to limited access to umbilical cord blood from human fetuses aged 12–20 gestational weeks. A second potential limitation of this study is the INSL3 assay used. Nowadays, INSL3 concentrations can be measured by several assays, including RIA, EIA, ELISA, TRFIA, and LC-MS/MS. Our INSL3 RIA assay was performed several years ago to generate our INSL3 data, explaining the older methodology. As a result, this older assay has not actually been fully validated, hence it is not known if the assay cross-reacts with other plasma components. The plasma samples did parallel the standard curve for both fetal and adult plasma samples, suggesting that the endogenous INSL3 peptide is similar in adult and fetal blood. Unfortunately, the quantity of each serum sample was insufficient to permit replication of the serum Insl3 concentrations by one of the newer assays that have a lower limit of detection than our RIA. Given the lower and upper limits of detectability of our RIA were 0.3 and 3 ng/ml, the RIA is at least one order of magnitude less sensitive than the assays in current use, which have lower limits of detection ranging from 0.01 to 0.06 ng/ml (18, 19, 27–29, 48, 49). Less sensitivity can increase intra-assay coefficient of variation. While this would be most problematic if the serum levels were quite low, the mean serum umbilical cord INSL3 levels were well within the midrange of the limits of detection of the RIA assay and the mRNA data is corroborative. Additionally, while the fetuses were labeled as normal based on prenatal investigation prior to elective termination, the ultimate phenotype as a term infant is unknown, and the study could theoretically have included samples that might have gone on to develop cryptorchidism or a disorder of sex development, thus skewing results. Lastly, we did not measure fetal cord serum levels of H2 relaxin (RNL2). While there is theoretical concern that H2 relaxin is able to activate the RXFP2 receptor given this occurs in vitro, it occurs only at supra-physiological concentrations which are unlikely to occur in the fetus since no major relaxin expression has been observed on tissue microarray studies before puberty. Thus, most evidence suggests H2 relaxin is unlikely to play a major role in testicular descent (50).

CONCLUSIONS

Human fetal levels of INSL3 have previously only been studied in amniotic fluid, which underestimated the circulating concentration of INSL3. This study of INSL3 levels obtained from fetal cord blood and testes indicates that INSL3 serum concentration during male fetal life is 5–100 times higher than INSL3 levels observed in amniotic fluid, is 2–4 times higher than serum levels of prepubertal boys, and is amazingly similar to that of young adult men. These findings lend further support to the role of INSL3 in human testicular descent during fetal life in males.
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DNA, Deoxyribonucleic acid; gw, Gestational week; INSL3, Insulin-Like Peptide 3; PCR, Polymerase Chain Reaction; qRT-PCR, Quantitative reverse transcription-polymerase chain reaction; RIA, Radioimmunoassay; RXFP2, Relaxin family peptide receptor 2; mRNA, Messenger Ribonucleic acid; EIA, Enzyme immune assay; ELISA, Enzyme Linked Immunosorbent Assay; SRY, Sex-determining region of the Y gene; TRFIA, Time-Resolved Fluorescence Immunoassay; SD, Standard deviation; LC-MS/MS, Liquid Chromatography with tandem Mass Spectrometry.

REFERENCES

 1. Sijstermans K, Hack WW, Meijer RW, van der Voort-Doedens LM. The frequency of undescended testis from birth to adulthood: a review. Int J Androl. (2008) 31:1–11. doi: 10.1111/j.1365-2605.2007.00770.x

 2. Barthold JS. Abnormalities of the Testis and Scrotum and Their Surgical Management, 10th Edn. Maryland Heights, MO: Elsevier (2011).

 3. Hutson JM, Hasthorpe S. Abnormalities of testicular descent. Cell Tissue Res. (2005) 322:155–8. doi: 10.1007/s00441-005-1126-4

 4. Zimmermann S, Steding G, Emmen JM, Brinkmann AO, Nayernia K, Holstein AF, et al. Targeted disruption of the Insl3 gene causes bilateral cryptorchidism. Mol Endocrinol. (1999) 13:681–91. doi: 10.1210/mend.13.5.0272

 5. Johnson KJ, Robbins AK, Wang Y, McCahan SM, Chacko JK, Barthold JS. Insulin-like 3 exposure of the fetal rat gubernaculum modulates expression of genes involved in neural pathways. Biol Reprod. (2010) 83:774–82. doi: 10.1095/biolreprod.110.085175

 6. Kaftanovskaya EM, Feng S, Huang Z, Tan Y, Barbara AM, Kaur S, et al. Suppression of insulin-like3 receptor reveals the role of β-catenin and Notch signaling in gubernaculum development. Mol Endocrinol. (2011) 25:170–83. doi: 10.1210/me.2010-0330

 7. Barthold JS, Robbins A, Wang Y, Pugarelli J, Mateson A, Anand-Ivell R, et al. Cryptorchidism in the orl rat is associated with muscle patterning defects in the fetal gubernaculum and altered hormonal signaling. Biol Reprod. (2014) 91:41. doi: 10.1095/biolreprod.114.119560

 8. Robbins AK, Mateson AB, Khandha A, Pugarelli JE, Buchanan TS, Akins RE, et al. Fetal rat gubernaculum mesenchymal cells adopt myogenic and myofibroblast-like phenotypes. J Urol. (2016) 196:270–8. doi: 10.1016/j.juro.2015.12.081

 9. Barthold JS, Wang Y, Kolon TF, Kollin C, Nordenskjöld A, Olivant Fisher A, et al. Pathway analysis supports association of nonsyndromic cryptorchidism with genetic loci linked to cytoskeleton-dependent functions. Hum Reprod. (2015) 30:2439–51. doi: 10.1093/humrep/dev180

 10. Barthold JS, Wang Y, Robbins A, Pike J, McDowell E, Johnson KJ, et al. Transcriptome analysis of the dihydrotestosterone-exposed fetal rat gubernaculum identifies common androgen and insulin-like 3 targets. Biol Reprod. (2013) 89:143. doi: 10.1095/biolreprod.113.112953

 11. Barthold JS, McCahan SM, Singh AV, Knudsen TB, Si X, Campion L, et al. Altered expression of muscle- and cytoskeleton-related genes in a rat strain with inherited cryptorchidism. J Androl. (2008) 29:352–66. doi: 10.2164/jandrol.107.003970

 12. Nef S, Parada LF. Cryptorchidism in mice mutant for Insl3. Nat Genet. (1999) 22:295–9. doi: 10.1038/10364

 13. Gorlov IP, Kamat A, Bogatcheva NV, Jones E, Lamb DJ, Truong A, et al. Mutations of the GREAT gene cause cryptorchidism. Hum Mol Genet. (2002) 11:2309–18. doi: 10.1093/hmg/11.19.2309

 14. O'Shaughnessy PJ, Baker PJ, Monteiro A, Cassie S, Bhattacharya S, Fowler PA. Developmental changes in human fetal testicular cell numbers and messenger ribonucleic acid levels during the second trimester. J Clin Endocrinol Metab. (2007) 92:4792–01. doi: 10.1210/jc.2007-1690

 15. Lottrup G, Nielsen JE, Maroun LL, Møller LM, Yassin M, Leffers H, et al. Expression patterns of DLK1 and INSL3 identify stages of Leydig cell differentiation during normal development and in testicular pathologies, including testicular cancer and Klinefelter syndrome. Hum Reprod. (2014) 29:1637–50. doi: 10.1093/humrep/deu124

 16. Bay K, Cohen AS, Jørgensen FS, Jørgensen C, Lind AM, Skakkebaek NE, et al. Insulin-like factor 3 levels in second-trimester amniotic fluid. J Clin Endocrinol Metab. (2008) 93:4048–51. doi: 10.1210/jc.2008-0358

 17. Anand-Ivell R, Ivell R, Driscoll D, Manson J. Insulin-like factor 3 levels in amniotic fluid of human male fetuses. Hum Reprod. (2008) 23:1180–6. doi: 10.1093/humrep/den038

 18. Anand-Ivell R, Cohen A, Nørgaard-Pedersen B, Jönsson BAG, Bonde JP, Hougaard DM, et al. Amniotic fluid INSL3 measured during the critical time window in human pregnancy relates to cryptorchidism, hypospadias, and phthalate load: a large case-control study. Front Physiol. (2018) 9:406. doi: 10.3389/fphys.2018.00406

 19. Ferlin A, Garolla A, Rigon F, Rasi Caldogno L, Lenzi A, Foresta C. Changes in serum insulin-like factor 3 during normal male puberty. J Clin Endocrinol Metab. (2006) 91:3426–31. doi: 10.1210/jc.2006-0821

 20. Johansen ML, Anand-Ivell R, Mouritsen A, Hagen CP, Mieritz MG, Søeborg T, et al. Serum levels of insulin-like factor 3, anti-Mullerian hormone, inhibin B, and testosterone during pubertal transition in healthy boys: a longitudinal pilot study. Reproduction. (2014) 147:529–35. doi: 10.1530/REP-13-0435

 21. Wikström AM, Bay K, Hero M, Andersson AM, Dunkel L. Serum insulin-like factor 3 levels during puberty in healthy boys and boys with Klinefelter syndrome. J Clin Endocrinol Metab. (2006) 91:4705–8. doi: 10.1210/jc.2006-0669

 22. Bay K, Hartung S, Ivell R, Schumacher M, Jürgensen D, Jorgensen N, et al. Insulin-like factor 3 serum levels in 135 normal men and 85 men with testicular disorders: relationship to the luteinizing hormone-testosterone axis. J Clin Endocrinol Metab. (2005) 90:3410–8. doi: 10.1210/jc.2004-2257

 23. Miller SA, Dykes DD, Polesky HF. A simple salting out procedure for extracting DNA from human nucleated cells. Nucleic Acids Res. (1988) 16:1215. doi: 10.1093/nar/16.3.1215

 24. Murakami H, Yamamoto Y, Yoshitome K, Ono T, Okamoto O, Shigeta Y, et al. Forensic study of sex determination using PCR on teeth samples. Acta Med Okayama. (2000) 54:21–32. doi: 10.18926/AMO/32309

 25. Büllesbach EE, Rhodes R, Rembiesa B, Schwabe C. The relaxin-like factor is a hormone. Endocrine. (1999) 10:167–9. doi: 10.1385/ENDO:10:2:167

 26. Noutsias M, Rohde M, Block A, Klippert K, Lettau O, Blunert K, et al. Preamplification techniques for real-time RT-PCR analyses of endomyocardial biopsies. BMC Mol Biol. (2008) 9:3. doi: 10.1186/1471-2199-9-3

 27. Fenichel P, Lahlou N, Coquillard P, Panaia-Ferrari P, Wagner-Mahler K, Brucker-Davis F. Cord blood insulin-like peptide 3 (INSL3) but not testosterone is reduced in idiopathic cryptorchidism. Clin Endocrinol. (2015) 82:242–7. doi: 10.1111/cen.12500

 28. Chevalier N, Brucker-Davis F, Lahlou N, Coquillard P, Pugeat M, Pacini P, et al. A negative correlation between insulin-like peptide 3 and bisphenol A in human cord blood suggests an effect of endocrine disruptors on testicular descent during fetal development. Hum Reprod. (2015) 30:447–53. doi: 10.1093/humrep/deu340

 29. Mitsui T, Araki A, Imai A, Sato S, Miyashita C, Ito S, et al. Effects of prenatal Leydig cell function on the ratio of the second to fourth digit lengths in school-aged children. PLoS ONE. (2015) 10:e0120636. doi: 10.1371/journal.pone.0120636

 30. Araki A, Mitsui T, Miyashita C, Nakajima T, Naito H, Ito S, et al. Association between maternal exposure to di(2-ethylhexyl) phthalate and reproductive hormone levels in fetal blood: the Hokkaido study on environment and children's health. PLoS ONE. (2014) 9:e109039. doi: 10.1371/journal.pone.0109039

 31. Bay K, Virtanen HE, Hartung S, Ivell R, Main KM, Skakkebaek NE, et al. Insulin-like factor 3 levels in cord blood and serum from children: effects of age, postnatal hypothalamic-pituitary-gonadal axis activation, and cryptorchidism. J Clin Endocrinol Metab. (2007) 92:4020–7. doi: 10.1210/jc.2007-0974

 32. Anand-Ivell R, Wohlgemuth J, Haren MT, Hope PJ, Hatzinikolas G, Wittert G, et al. Peripheral INSL3 concentrations decline with age in a large population of Australian men. Int J Androl. (2006) 29:618–26. doi: 10.1111/j.1365-2605.2006.00714.x

 33. Anand-Ivell R, Ivell R. INSL3 as a monitor of endocrine disruption. Reproduction. (2013). doi: 10.1530/REP-13-0486

 34. Ivell R, Anand-Ivell R. Biological role and clinical significance of insulin-like peptide 3. Curr Opin Endocrinol Diabetes Obes. (2011) 18:210–6. doi: 10.1097/MED.0b013e3283453fe6

 35. Yuan FP, Li X, Lin J, Schwabe C, Büllesbach EE, Rao CV, et al. The role of RXFP2 in mediating androgen-induced inguinoscrotal testis descent in LH receptor knockout mice. Reproduction. (2010) 139:759–69. doi: 10.1530/REP-09-0518

 36. Underwood MA, Gilbert WM, Sherman MP. Amniotic fluid: not just fetal urine anymore. J Perinatol. (2005) 25:341–8. doi: 10.1038/sj.jp.7211290

 37. Bay K, Andersson AM. Human testicular insulin-like factor 3: in relation to development, reproductive hormones and andrological disorders. Int J Androl. (2011) 34:97–109. doi: 10.1111/j.1365-2605.2010.01074.x

 38. Foresta C, Bettella A, Vinanzi C, Dabrilli P, Meriggiola MC, Garolla A, et al. A novel circulating hormone of testis origin in humans. J Clin Endocrinol Metab. (2004) 89:5952–8. doi: 10.1210/jc.2004-0575

 39. Ivell R, Wade JD, Anand-Ivell R. INSL3 as a biomarker of Leydig cell functionality. Biol Reprod. (2013) 88:147. doi: 10.1095/biolreprod.113.108969

 40. Jensen MS, Anand-Ivell R, Nørgaard-Pedersen B, Jönsson BA, Bonde JP, Hougaard DM, et al. Amniotic fluid phthalate levels and male fetal gonad function. Epidemiology. (2015) 26:91–9. doi: 10.1097/EDE.0000000000000198

 41. Mazaud-Guittot S, Nicolas Nicolaz C, Desdoits-Lethimonier C, Coiffec I, Ben Maamar M, Balaguer P, et al. Paracetamol, aspirin, and indomethacin induce endocrine disturbances in the human fetal testis capable of interfering with testicular descent. J Clin Endocrinol Metab. (2013) 98:E1757–67. doi: 10.1210/jc.2013-2531

 42. Baker LA, Turner TT. Leydig cell function after experimental testicular torsion despite loss of spermatogenesis. J Androl. (1995) 16:12–7.

 43. Turner TT, Jones CE, Howards SS, Ewing LL, Zegeye B, Gunsalus GL. On the androgen microenvironment of maturing spermatozoa. Endocrinology. (1984) 115:1925–32. doi: 10.1210/endo-115-5-1925

 44. Jost A. Sur les effets de la castration precoce de l'embryon male de lapin. C R Seances Soc Biol Fil. (1947) 141:126–9.

 45. Imperato-McGinley J, Sanchez RS, Spencer JR, Yee B, Vaughan ED. Comparison of the effects of the 5 alpha-reductase inhibitor finasteride and the antiandrogen flutamide on prostate and genital differentiation: dose-response studies. Endocrinology. (1992) 131:1149–56. doi: 10.1210/endo.131.3.1324152

 46. Spencer JR, Torrado T, Sanchez RS, Vaughan ED Jr, Imperato-McGinley J. Effects of flutamide and finasteride on rat testicular descent. Endocrinology. (1991) 129:741–8. doi: 10.1210/endo-129-2-741

 47. Gray LE Jr, Furr J, Tatum-Gibbs KR, Lambright C, Sampson H, Hannas BR, et al. Establishing the “biological relevance” of dipentyl phthalate reductions in fetal rat testosterone production and plasma and testis testosterone levels. Toxicol Sci. (2016) 149:178–91. doi: 10.1093/toxsci/kfv224

 48. Albrethsen J, Frederiksen H, Andersson AM, Anand-Ivell R, Nordkap L, Bang AK, et al. Development and validation of a mass spectrometry-based assay for quantification of insulin-like factor 3 in human serum. Clin Chem Lab Med. (2018) 56:1913–20. doi: 10.1515/cclm-2018-0171

 49. Miyashita C, Araki A, Mitsui T, Itoh S, Goudarzi H, Sasaki S, et al. Sex-related differences in the associations between maternal dioxin-like compounds and reproductive and steroid hormones in cord blood: the Hokkaido study. Environ Int. (2018) 117:175–85. doi: 10.1016/j.envint.2018.04.046

 50. Ivell R, Agoulnik AI, Anand-Ivell R. Relaxin-like peptides in male reproduction - a human perspective. Br J Pharmacol. (2017) 174:990–1001. doi: 10.1111/bph.13689

Conflict of Interest Statement: The authors declare that the research was conducted in the absence of any commercial or financial relationships that could be construed as a potential conflict of interest.

Copyright © 2019 Harrison, Bush, Wang, Mucher, Lorenzo, Grimsby, Schlomer, Büllesbach and Baker. This is an open-access article distributed under the terms of the Creative Commons Attribution License (CC BY). The use, distribution or reproduction in other forums is permitted, provided the original author(s) and the copyright owner(s) are credited and that the original publication in this journal is cited, in accordance with accepted academic practice. No use, distribution or reproduction is permitted which does not comply with these terms.

OPS/images/fendo-10-00596-g001.gif





OPS/images/fendo-10-00596-g003.gif
LI

Humen INSLI exprecsion levels (n fetal and adult estes

L

T

AN





OPS/images/fendo-10-00596-g002.gif





OPS/images/cover.jpg
’ frontiers
in Endocrinology

Insulin-Like Peptide 3 (INSL3) Serum
Concentration During Human Male
Fetal Life









OPS/images/crossmark.jpg
©

2

i

|





OPS/images/logo.jpg
’ frontiers
in Endocrinology





