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A B S T R A C T   

Background: The transcription factor SOX9 is a key regulator of male sexual development and 
Sertoli cell differentiation. Altered SOX9 expression has been implicated in the pathogenesis of 
disorders of sexual development (DSD) in mammals. However, limited information exists 
regarding the epigenetic mechanisms governing its transcriptional control during sexual 
development. 
Methods: This study employed real-time PCR (qPCR), immunofluorescence (IIF), and chromatin 
immunoprecipitation (ChIP) assays to investigate the epigenetic mechanisms associated with 
SOX9 gene transcriptional control in human and mouse Sertoli cell lines. To identify the specific 
epigenetic enzymes involved in SOX9 epigenetic control, functional assays using siRNAs for P300, 
GCN5, and WDR5 were performed. 
Results: The transcriptional activation of SOX9 was associated with selective deposition of active 
histone modifications, such as H3K4me3 and H3K27ac, at its enhancer and promoter regions. 
Importantly, the histone acetyltransferase P300 was found to be significantly enriched at the 
SOX9 enhancers, co-localizing with the H3K27ac and the SOX9 transcription factor. Silencing of 
P300 led to decreased SOX9 expression and reduced H3K27ac levels at the eSR-A and e-ALDI 
enhancers, demonstrating the crucial role of P300-mediated histone acetylation in SOX9 tran-
scriptional activation. Interestingly, another histone lysine acetyltransferases like GNC5 and 
methyltransferases as the Trithorax/COMPASS-like may also have a relevant role in male sexual 
differentiation. 
Conclusions: Histone acetylation by P300 at SOX9 enhancers, is a key mechanism governing the 
transcriptional control of this essential regulator of male sexual development. These findings 
provide important insights into the epigenetic basis of sexual differentiation and the potential 
pathogenesis of DSDs.   
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Plain language summary 

Human sexual determination is the result of molecular events that allow the differentiation of bipotential gonads in the testis or 
ovary. The bipotential gonad is developed between weeks 6–7 of fetal life and in this stage, several genes are expressed in the gonadal 
crest XY and XX. Testicular differentiation depends on SRY, a gene that encodes a sufficient and necessary transcription factor. SRY 
transcription factor translocates to the nucleus to induce transcriptional activation of SOX9. After translation, The SOX9 transcription 
factor controls male sexual development and Sertoli cell differentiation by regulating the expression of a significant number of male 
sexual-related target genes. Alterations in SOX9 expression have previously been described in the pathogenesis of disorders of sexual 
development (DSD) in mammals. However, few data are available about the epigenetic mechanisms responsible for its transcriptional 
control during sexual development. Here we report that transcriptional activation and repression of the SOX9 gene via its enhancer 
regions and promoter is accompanied by selective deposition and remotion of histone marks during male sexual differentiation. These 
epigenetic profiles are mediated by histone lysine acetyltransferases like P300 and GNC5 and the Trithorax/COMPASS-like complex. 

1. Introduction 

Male sexual differentiation is a two-step process, determined by 1) testis formation from primitive gonad through various tran-
scription factors known as a sex determination, and 2) differentiation of internal and external genitalia by the action of hormones 
secreted by the fetal testicle such as anti-Müllerian hormone (AMH) secreted by Sertoli cells. The testicular differentiation depends on 
SRY, a gene that encodes a sufficient and necessary transcription factor (TF) to induce testicular development [1]. SRY TF binds to the 
enhancer region of SOX9, to intervene in the differentiation of Sertoli cells [1]. 

Activation of the SOX9 gene, located in chromosome 17, is produced by the joint action of SRY and SF1 TFs on the TESCO region 
(testicular enhancer specific to Sox9 core). Although SOX9 expression depends on SRY, testicular differentiation can occur in its 
absence, which has been observed in XX men with duplications and/or translocations of chromosome 17 [1,2]. Other studies related to 
genetic expression showed a relation between SOX9 over-expression and sexual reversion (DSD) in patients with karyotype 46,XX 
without identified genetic alterations [3–5]. Disorders of sexual development (DSD) are conditions with an atypical chromosomal, 
gonadal, or phenotypic sex, leading to differences in urogenital tract development and distinct clinical phenotypes. Key genes involved 
in sexual development include SRY, SOX9, and DAX1 which play pivotal roles during gonadal and functional differentiation. These 
genes contribute to maintaining the gonadal somatic sex as either male or female by suppressing the alternative pathway [1,2]. In 
addition to the genetic landscape, it has been established that in the development of DSD, epigenetic factors can play a pivotal role in 
regulating the expression of important genes in the normal context of sexual differentiation [2]. 

Epigenetics is the study of changes in gene expression unrelated to changes in DNA sequence. The principal epigenetic mechanisms 
described are DNA methylation, covalent histone modification, non-coding RNA, histone variants, and chromatin remodeling com-
plexes [6–8]. Specifically, for SOX9, it has been proposed that epigenetic alterations may be involved in the development of DSD [9]; 
However, the molecular mechanisms involved in the transcriptional control of the SOX9 gene have not been fully elucidated. Here, we 
identify histone modifications and enzymes responsible for transcriptional activation of the SOX9 gene in Sertoli cells. 

2. Materials and methods 

2.1. Cell culture 

Three testicular cell lines were used for this study: “HSerC” (Adult Human Sertoli Cells) (ScienCell #4520); Hs1.Tes (embryonic 
human testis cells) (ATCC® CRL7002™); and “TM4” (mouse Sertoli cells of 11–13 days) (RRID:CVCL_4327) (ATCC® CRL-1715™). 
Additionally, primary cultures of normal ovary, placenta, and a human ovarian dysgerminoma case (46,XY) (a malignant tumor 
composed of germ cells histogenetically derived from the embryonic gonads) were included (clinical characteristics summarized in 
Suppl. Table 1). These tissues were obtained by biopsy from voluntary donors who signed informed consent. Cells were cultured using 
the culture medium described in their manual, supplemented with 5 % fetal bovine serum (Cat #0025, ScienCell) and 1 % penicillin- 
streptomycin (#0503, ScienCell), and incubated at 37 ◦C with 5 % CO2. 

2.2. Reverse transcriptase and quantitative real-time PCR (qRT-PCR) 

To evaluate the expression of SOX9, SRY, NR5A1, GCN5, P300, and WDR5 messenger RNA (mRNA) in the biological models 
studied, the extraction of total RNA and synthesis of cDNA were performed. Total RNA was extracted from 40 to 100 mm culture dishes 
at 90 % confluence, using TRIzol (Cat #15596, Ambion life technologies). 2 μg of total RNA was used for cDNA synthesis using 
ProtoScript First Strand cDNA Synthesis (Cat #E6300, New England Biolabs). Results were quantified by qPCR using the gene-specific 
primers detailed in Suppl. Table 2 using FastStart SYBR Green Master (Cat # 04707516001, Roche) on LightCycler Nano and COBAS z 
480 (Roche) devices. The results were analyzed using the method of 2^(-ΔΔCt) for relative quantification using GAPDH and β-actin 
genes as housekeeping. 

2.3. Indirect immunofluorescence (IIF) assays 

Immunofluorescence assays were performed to evaluate SOX9, SRY, and P300 expression proteins. The specific antibodies 
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employed are listed in the Suppl. Table 3. Cells were fixed with paraformaldehyde and permeabilized with 0,2 % Triton X-100. Goat 
Anti-Mouse IgG HyL (Alexa Fluor® 488) (ab150113, Abcam) and Donkey Anti-Rabbit IgG HyL (Alexa Fluor® 647) (ab150075, abcam) 
secondary antibodies were used. ProLong™ Gold Antifade Mountant with DAPI (Invitrogen, REF. P36931) was used for contrast core 
staining. For fluorescence evaluation, images of 640 × 640 pixels resolution were obtained with an FV1000 laser scanning confocal 
microscope (Olympus, Tokyo, Japan) using the UPLSAPO 60 × 1.35 NA oil immersion objective. The images were processed using the 
ImageJ 1.53t Fiji distribution (National Institutes of Health, USA) [10]. 

2.4. Chromatin immunoprecipitation (ChIP-qPCR) 

ChIP assays were performed on cross-linked chromatin samples as described earlier [11], with the following modifications: Sertoli 
cells (100-mm diameter tissue culture dishes) were incubated for 10 min with 1 % formaldehyde with gentle agitation at room 
temperature. The cells were then washed with 1X PBS three times, resuspended in 1 ml of cell lysis buffer (5 mM HEPES, pH 8.0, 85 mM 
KCl, Triton X-100, and proteinase inhibitors), and homogenized with a Dounce homogenizer (approximately 60 strokes with a tight 
pestle). The cell extract was collected by centrifugation at 3000×g for 5 min, resuspended in 0.5 ml of sonication buffer (50 mM HEPES, 
pH 7.9, 140 mM NaCl, 1 mM EDTA, 1 % Triton X-100, 0.1 % deoxycholate acid, 0.1 % SDS, and a mixture of proteinase inhibitors), and 
incubated for 10 min on ice. Chromatin was sheared in a water bath sonicator Bioruptor (Diagenode Inc.) to obtain fragments of 500 bp 
or smaller. The extracts were sonicated at high power for 10–15 pulses of 30 s each and centrifuged at 16,000×g for 15 min at 4 ◦C. The 
supernatant was collected, aliquoted, frozen in liquid nitrogen, and stored at − 80 ◦C; one aliquot was used for A260 measurements. 
Chromatin size was confirmed by electrophoretic analysis. 

Cross-linked chromatin extracts (2 A260 units) were resuspended in a sonication buffer to a final volume of 500 μl. The samples 
were precleared by incubating with 2–4 μg of normal IgG and 50 μl of protein A/G-agarose beads (Santa Cruz Biotechnology) for 1 h at 
4 ◦C with agitation. The chromatin was centrifuged at 4000×g for 5 min, and the supernatant was collected and immunoprecipitated 
with the specific antibodies listed in Supplementary Table 3 for 12–16 h at 4 ◦C. The immune complexes were recovered with the 
addition of 50 μl of protein A/G-agarose beads, followed by incubation for 1 h at 4 ◦C with gentle agitation. Immunoprecipitated 
complexes were washed once with sonication buffer, twice with LiCl buffer (100 mM Tris-HCl, pH 8.0, 500 mM LiCl, 0.1 % Nonidet P- 
40, and 0.1 % deoxycholic acid), and once with Tris-EDTA buffer, pH 8.0 (2 mM EDTA and 50 mM Tris-HCl, pH 8.0), each time for 5 
min at 4 ◦C; this was followed by centrifugation at 4000×g for 5 min. 

The protein-DNA complexes were eluted by incubation with 100 μl of elution buffer (50 mM NaHCO3 and 1 % SDS) for 15 min at 
65 ◦C. Extracts were centrifuged at 10,000×g for 5 min, and the supernatant was collected and incubated for 12–16 h at 65 ◦C to 
reverse the cross-linking. Proteins were digested with 100 μg/ml proteinase K for 2 h at 50 ◦C, and the DNA was recovered using the kit 
ChIP DNA Clean and Concentrator (Zymo Research, D5201). The qPCR primers used to evaluate the SOX9 promoter region, and their 
enhancer are described in Supplementary Table 2. For all ChIP assays, an absolute quantification method was employed, generating a 
standard curve using serial dilutions of all input samples to accurately quantify the input percentage (% input) of the target proteins 
across the analyzed samples. 

2.5. Small interfering RNA (siRNA) knockdown 

Human Sertoli Cells (HSerC, ATCC® CRL-1715™) were plated on 6-well plates at 70 % confluence and incubated overnight. The 
cells were then transfected with 50 μM siRNA oligonucleotides targeting P300 (sc-2943, Santa Cruz Biotechnology), GCN5 (sc-37946, 
Santa Cruz Biotechnology), and WDR5 (sc-61798, Santa Cruz Biotechnology). A non-targeting 20–25 nt siRNA (sc-37007, Santa Cruz 
Biotechnology), designated as control siRNA (siRNA), was used as a negative control. 

The transfection was performed using a transfection reagent (sc-29528, Santa Cruz Biotechnology) according to the manufacturer’s 
protocol. The transfection reagent mixture was overlaid onto the washed cells and incubated for 6 h at 37◦CC in a CO2 incubator. 
Subsequent experiments were performed 48 h after the transfection. 

2.6. Nuclear extracts and protein expression analyses 

Nuclear extracts were prepared from the HSerC Sertoli cell cultures using the Dignam method [12]. The buffer used contained 
420.0 mM NaCl, 25.0 % glycerol, 0.2 mM EDTA, 1.0 mM DTT, 20.0 mM HEPES (pH 7.9) and 1.5 mM MgCl2. The total protein 
concentration was quantified using the Bradford technique [13]. 

A total of 15 μg protein/lane was separated using 4–15 % Mini-PROTEAN® TGX™ Precast Protein Gels (Cat #4561086). The 
separated proteins were then transferred to nitrocellulose membranes. The membranes were blocked with 5 % milk solution in TBS- 
Tween (0.1 %) for 1 h at room temperature. The membranes were then incubated overnight at 4 ◦C with primary antibodies (see Suppl. 
Table 3). Goat anti-Rabbit IgG Poly-HRP (32260 Thermo Fisher Scientific) was used as the secondary antibody at a dilution of 1/5000, 
with an incubation time of 2 h, at room temperature. The immunoblots were visualized in CL-Xposure Film using SuperSignal West 
Femto Maximum Sensitivity Substrate (Cat #34095, Thermo Scientific, Inc.). 

2.7. Statistical analyses 

To determine statistically significant differences in the gene expression analyses, the non-parametric Wilcoxon rank-sum test and 
Kruskal-Wallis test were employed. The significance threshold was set at p <0.05. 
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For the ChIP-qPCR assay analysis, Wilcoxon rank-sum tests were used to determine the significance of the results between the 
protein of interest and its respective control IgG. To assess the biological significance of these enrichment/binding results, Kruskal- 
Wallis and Dunn’s multiple comparison tests were employed to contrast them with control regions. These results are presented in 
Supplementary Table 4. For the human cells, the Exon 1 region of the GAPDH gene was used as the control, as it has high levels of 
histone marks associated with active gene transcription and shows a lack of enrichment for repressive histone marks or SOX9 binding 
[14]. For the mouse cells, the control region corresponds to an intergenic region located upstream of Sox9, which was included as a 
negative control (NC) for Sox9 binding [15]. 

All analyses and results presented in this study are derived from the calculation of median and 95 % confidence intervals obtained 
from three independent experimental replicates. The statistical analyses were carried out in R v4.3.1 using the RStudio IDE [16–18]. 
The figures were created using GraphPad Prism software version 8.0.1 for Windows (GraphPad Software, Boston, Massachusetts USA). 

3. Results 

3.1. SOX9 expression in sertoli cells involves changes in epigenetic histone marks 

To validate the expression of SRY and SOX9 genes, qPCR and IIF assays were performed on HSerC and Hs 1.Tes cell lines, with 
ovarian and placental tissues as controls. 

Under our experimental conditions, the HSerC and Hs 1.Tes cells exhibited higher levels of SRY (Fig. 1A) and SOX9 (Fig. 1B) gene 
expression compared to the control tissues (placenta and ovary), as assessed by mRNA levels. Concordantly, the IIF assays showed 
robust protein expression of SRY (Fig. 1C) and SOX9 (Fig. 1D), with nuclear localization in human testicular cell lines. In contrast, the 
control tissues showed low expression of SRY and SOX9, as expected. Based on these gene expression findings, the HSerC cell line was 
considered a suitable model for investigating the epigenetic control of the SOX9 gene activation. 

To assess the impact of covalent histone modifications on the transcriptional regulation of the SOX9 gene in humans, ChIP assays 

Fig. 1. Expression of SRY and SOX9 in human Sertoli cells. mRNA levels comparison of SRY (A.) and SOX9 (B.) normalized to GAPDH between 
the human testis cell lines (HSerC, Hs 1.Tes) and the ovarian and placenta control cells. Confocal microscopy IIF assay images for SRY (green, C.) 
and SOX9 (red, D.) protein expression in the HSerC Sertoli cells versus human ovarian tissue cells. Nuclei were labeled with DAPI (blue). Merged 
images are shown at the bottom of each row. Imaging was performed at 60× magnification using Alexa Fluor 488 and 647 fluorophores and 
processed using Fiji. Statistical significance is denoted as: *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001. (For interpretation of the references 
to colour in this figure legend, the reader is referred to the Web version of this article.) 
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were performed using specific antibodies to determine the enrichment degree of the histone marks H3K4me3, H3K9ac, H3K27ac, 
H3K9me3, and H3K27me3; and the SOX9 transcription factor binding [19]. qPCR analyses were conducted with specific primers that 
recognized four SOX9 regulatory regions. Croft et al. (2018) described three enhancer regions, designated as eSR-B, eSR-A, and eALDI, 
which were found in silico and in vitro to be important gonadal enhancers for SOX9, as their deletion induced 46,XY sex reversal [5]. 
Additionally, the promoter region of the SOX9 was analyzed (Suppl. Fig. 1A). A control region corresponding to the Exon 1 of the 
GAPDH gene, a constitutively expressed gene, was also evaluated and used as the reference threshold to determine the biologically 
significant enrichments in active regions (Suppl. Table 4). 

In agreement with the results described earlier, the HSerC cells exhibited post-translational modifications in histone H3 that are 
typical of active regions, such as H3K4me3 and H3K9ac, in the promoter region (Fig. 2A). However, it is important to note that in this 
region, the analyses also identified the presence of H3K27me3, modifications that are characteristic of bivalent promoters (Fig. 2B). 

On the other hand, the enhancer regions eSR-A, eSR-B, and e-ALDI showed enrichment of H3K27ac and H3K9ac, except eSR-B 
enhancer, which exhibited a loss of this mark in this region (Fig. 2A). The results also showed low levels of enrichment of repressive 
post-translational modifications in histone H3 such as H3K9me3 and H3K27me3, in the enhancer regions (Fig. 2B–Suppl. Table 4). 

Since it has been described that once the SOX9 TF is activated, it binds to its enhancers, forming a positive autoregulatory loop [14, 
20], the binding of SOX9 TF to these regions was evaluated. The results showed binding of SOX9 to the eSR-A and eALDI enhancers 
(Fig. 2C). These findings suggest that histone acetylation of Histone H3 in the enhancer regions is an important post-translational 
modification for the SOX9 gene activation in human Sertoli cells (Fig. 2D). 

To assess the presence of active histone modifications in the SOX9 regulatory regions when it is aberrantly expressed, ChIP assays 
were performed on gonadal tissue samples from a woman diagnosed with ovarian dysgerminoma (Suppl. Table 1). The results of the 
qPCR analysis showed a significant increase in the SOX9 gene expression levels in the gonadal tissue of the ovarian dysgerminoma case 
compared to the mRNA levels detected in the HSerC and HS.1.Tes cells (Suppl. Fig. 2A). The results of ChIP assays on the gonadal tissue 
of this case showed enrichment of H3K4me3, H3K9ac, and H3K27ac on regulatory regions, with concomitantly low levels of 
enrichment of the repressive histone marks H3K9me3 and H3K27me3 (Suppl. Table 4). Additionally, the binding of the SOX9 TF was 
detected in the eSR-A and eALDI enhancer regions (Suppl. Figs. 2B–E). Taken together, these results allow us to conclude that covalent 

Fig. 2. Epigenetic regulation of SOX9 in human Sertoli cells. Analysis of activating (A.) and repressive (B.) histone marks enrichment and SOX9 
transcription factor binding (C.) across the regulatory regions of the SOX9 gene in HSerC. (D.) Schematic summary of the significant enrichment and 
binding patterns observed in transcriptionally active SOX9 state. Nonspecific IgG was used as a control (black bars), and statistical significance is 
denoted as: *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001. 
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histone modifications are present during the SOX9 transcriptional activation in humans, and the enrichment levels of these marks are 
directly related to gene transcription. 

On the other hand, we sought to characterize the epigenetic state of regulatory regions when SOX9 is not expressed, for which 
placental tissue was used (Fig. 1B). In these analyses, low levels of enrichment of the activating histone marks H3K4me3, H3K9ac, and 
H3K27ac were found in the regulatory regions analyzed (Fig. 3A). Concomitantly, the analyzes of the repressor marks revealed sta-
tistically significant enrichments of H3K27me3 in the SOX9 promoter, eSR-A, eSR-B and eALDI enhancers (Suppl. Table 4). Addi-
tionally, enrichment of the H3K9me3 repression mark was detected in the eSR-B enhancer and the promoter region (Fig. 3B–Suppl. 
Table 4). Finally, the ChIP assays for SOX9 did not show binding of this transcription factor to the regulatory regions (Fig. 3C and D). 
All results demonstrate the existence of a specific pattern of histone modifications for the activation or repression of the SOX9 gene, 
especially in its enhancer regions, according to the tissue expression [21]. 

Subsequently, we analyzed the epigenetic control of the Sox9 gene in a murine model. For this, Sertoli cell line TM4 was used, 
where it was confirmed that, as seen in humans, there are high levels of expression of the Sox9 gene (Suppl. Figs. 3A–B). To evaluate the 
covalent histone modifications mediating this activation, we examined three regulatory regions of the Sox9 gene: a region close to the 
transcription start site (mTSS), as described by Chen et al. in 2015 [22]; and a region spanning the Sox9 binding site in the TESCO and 
enhancer 13 enhancers, as described by Gonen et al., in 2018 [23] (Suppl. Fig. 1B). Additionally, a negative control region (NC) for 
Sox9 binding was used, which corresponds to a intergenic region upstream the chromosome 11 of the mouse. 

The ChIP results showed significant enrichments of H3K4me3 and H3K27ac in the mTSS region, indicating that this promoter is 
transcriptionally active. Interestingly, in the TESCO enhancer region, significant enrichments of H3K4me3, H3K9ac, and Sox9 binding 
were found (Suppl. Figs. 3C and E). In the evaluated region of enhancer 13, no significant enrichment was detected for the histone 
modifications assessed (Suppl. Figs. 3C and F). 

All these results demonstrate that epigenetic control by histone modifications, especially on enhancer regions, represents an 
important mechanism for the Sox9 gene transcriptional activation in the male gonad, as it is dynamic between repressed and activated 
states. 

Fig. 3. SOX9 repression is mediated by histone modifications in human placental cells. Analysis of activating (A.) and repressive (B.) histone 
marks enrichment and SOX9 transcription factor binding (C.) across the regulatory regions of the SOX9 gene in placental tissue cells. (D.) Schematic 
summary of the significant enrichment and binding patterns observed in transcriptionally inactive SOX9 state. Nonspecific IgG was used as a control 
(black bars), and statistical significance is denoted as: *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001. 
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3.2. Epigenetic regulators mediate SOX9 transcriptional activation in sertoli cells 

To identify the epigenetic enzymes responsible for the transcriptional control of the SOX9 gene in Sertoli cells, we conducted ChIP 
analysis against specific epigenetic regulators. We used specific antibodies against P300 (H3K27 HAT), GCN5/PCAF (H3K9 HAT), and 
WDR5 (part of COMPASS H3K4 HMT). 

We found that in Sertoli cells, SOX9 transcriptional activation is associated with a significant enrichment of the P300 histone 
acetyltransferase at the eALDI and eSR-A enhancers (Fig. 4A). These regions also exhibited the H3K27ac activating histone mark, 
suggesting that P300 may be responsible for depositing this mark in the enhancer regions of the SOX9 gene. In contrast, the GCN5 
epigenetic enzyme showed a low percentage of interaction in all regions evaluated (Fig. 4B). Lastly, WDR5 binding was observed in the 
eSR-A and eSR-B enhancers (Fig. 4C). Given the detection of both P300 enzyme and SOX9 transcription factor binding in eSR-A and 
eALDI enhancer regions, re-ChIP assays were conducted in Sertoli cells (Fig. 4D–F). These results revealed the interaction between 
P300 and SOX9 in the eSR-A enhancer region (Fig. 4D). Additionally, qPCR and IIF assays confirmed active transcription and 
translation of the epigenetic regulators P300, GCN5, and WDR5 in HSerC cells (Suppl. Fig. 4). 

On the other hand, in placenta tissue where the SOX9 gene is transcriptionally repressed, we found that P300, GCN5, and WDR5 did 
not bind to the enhancer or promoter regions (Fig. 4G–I). These findings suggest that P300 and WDR5 are involved in the epigenetic 
regulation of the SOX9 gene through their action on regulatory regions when the gene is active. 

3.3. The SOX9 expression requires the presence of H3K27ac and P300 at the eSR-A and eALDI enhancer regions 

To investigate whether SOX9 transcription in Sertoli cells is modulated by the epigenetic regulator P300 identified as bound to eSR- 
A and eALDI enhancer regions, we conducted specific siRNA-mediated knockdown of P300 in Sertoli cells. Knockdown with siRNA led 
to a significant decrease in the P300 mRNA expression levels compared with a control of nonspecific siRNA (siCTRL) (Fig. 5A). 
Likewise, IIF and Western blot confirmed a decrease in P300 protein expression, validating the effectiveness of gene silencing (Fig. 5B, 
5E-F)(Suppl. Fig. 5). To examine the impact of P300 on SOX9 gene activation, we assessed its expression after the silencing. The results 
showed a significant decrease in SOX9 mRNA and protein levels in human Sertoli cells (Fig. 5C–F), confirming that the epigenetic 

Fig. 4. P300 and WDR5 epigenetic enzymes interact at SOX9 regulatory regions in human Sertoli cells. Binding analysis of the epigenetic 
enzymes P300 (A.), GCN5 (B.), and WDR5 (C.) at regulatory regions of the SOX9 gene. re-ChIP analysis to assess the interaction between SOX9 and 
P300 at the eSR-A (D.), e-ALDI (E.), and promoter regions (F.) Additional ChIP results are provided for the binding of P300 (G.), GCN5 (H.), and 
WDR5 (I.) in human placental tissue cells at regulatory regions of the SOX9 gene. Nonspecific IgG was used as a control (black bars), and statistical 
significance is denoted as: *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001. 
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enzyme P300 plays a key role in the SOX9 gene transcriptional activation. 
To determine whether P300’s transcriptional regulation of the SOX9 gene involves its function as an epigenetic enzyme depositing 

H3K27ac on the enhancer regions, we performed ChIP assays following P300 knockdown. Silencing of P300 resulted in the loss of its 
interaction at the eSR-A and eALDI enhancer regions compared to the siCTRL condition (Fig. 5G). Moreover, there was a significant 
decrease in the epigenetic mark H3K27ac in the eSR-A and eALDI regions compared to the siCTRL condition (Fig. 5H). 

Since the loss of P300 function leads to a drastic decrease in SOX9 gene expression, accompanied by a significant reduction of 
H3K27ac in the eSR-A and eALDI enhancer regions, it was confirmed that epigenetic enzyme P300 plays a direct role in the tran-
scriptional activation of the SOX9 gene catalyzing the acetylation of lysine 27 of histone 3 (H3K27ac) and thus contributing to proper 
human sexual differentiation. 

Additionally, we evaluated the mRNA expression of DHH, a downstream target of the SOX9 transcription factor, in cells transfected 
with siP300. The results revealed a significant decrease in its expression in cells with P300 knockdown, where we had previously 
detected a loss of SOX9 gene expression (Suppl. Fig. 6A). SRY and WNT4 genes also showed a significant change in cells transfected 
with siP300 compared to the control condition (siCTRL) (Suppl. Figs. 6B–C). 

Finally, although the interaction of GCN5 and WDR5 enzymes with SOX9 regulatory regions was not observed, we explored the 
possibility of their indirect regulation of the transcriptional activity of the SOX9 gene or other genes from the sexual differentiation 
cascade. Concerning GCN5 enzyme, knockdown assays (Suppl. Fig. 7A) led to a significant decrease in SOX9 gene expression (Suppl. 
Fig. 7B) and other genes key genes involved in the male sexual differentiation upstream of SOX9 such as SRY and SF1 (Suppl. 
Figs. 7C–D). Similarly, WDR5 silencing (Suppl. Fig. 8A) resulted in a significant decrease in SOX9 (Suppl. Fig. 8B) and SRY (Suppl. 
Fig. 8C) gene expression levels. 

4. Discussion 

The SOX9 transcription factor plays a crucial role during embryogenesis in the formation of different tissues. In the testes, it 
contributes to the differentiation of Sertoli cells, which compose part of the seminiferous tubules and provides support to the Leydig 
cells in the production of testosterone [24,25]. 

One of the most important epigenetic mechanisms for gene expression control, owing to its plasticity, is the covalent modification 
of histones, which is linked to the transcriptional activation or inhibition of genes [26]. In the transcriptional process, the binding of 
transcription factors to the enhancer and promoter regions of a gene depends on the accessibility to these regions, which in turn 
depends on the existence of covalent histone modifications, DNA methylation, presence of non-coding RNAs, among other epigenetic 
mechanisms. Currently, between 12 and 51 different chromatin states are described, each characterized by specific patterns of covalent 
modifications of histone activators and/or repressors on the regulatory regions of a gene [27]. In general, regulatory regions can be 
divided into three major states: active, bivalent, and repressed [30–32]. 

Interestingly, our results from ChIP assays in human Sertoli cells (HSerC), showed enrichments of H3K9ac and H3K27ac in the eSR- 
A and eALDI enhancers regions, where we detected the binding of the SOX9 transcription factor, thereby associating with a tran-
scriptional activation state. Additionally, the SOX9 promoter in the adult human testicle showed enrichment of H3K4me3 and 
H3K27Me3, classifying it as bivalent [27,28]. Enhancer regions play a central role in the control of tissue-specific gene expression and 
can enhance the transcription of their target genes over long distances, functioning as a binding platform for transcription factors [29]. 
Our results showed that the eSR-A and eALDI enhancers, which are active in the adult testis, could play a leading role in maintaining 
SOX9 expression and in the formation of the continuous loop of positive autoregulation, thus triggering its expression in this tissue 
despite the bivalence of its promoter. 

After comparing the epigenetic patterns of HSerC cells with abnormal gonadal tissue samples (ovarian dysgerminoma), patterns of 
histone modifications associated with transcriptional activity and more open chromatin were detected on the eALDI enhancer. eALDI is 
the only enhancer that has a binding sequence for SRY [5], which suggests that its activation in these tissues allows the initial acti-
vation of the gene and contributes to its maintenance through the formation of a positive autoregulation loop [29,33]. 

Studies in TM4 mouse Sertoli cells demonstrated the crucial role played by the enhancer TESCO, which stands out as a strong distal 
enhancer based on the simultaneous enrichments of H3K4me3, H3K9ac, and the binding of the SOX9 transcription factor. This suggests 
its role in mediating the positive autoregulation of SOX9 expression once it reaches a critical threshold mediated by SRY [20]. 
Additionally, it is important to highlight that by sequence, the eALDI enhancer is considered homologous to the TESCO enhancer [5]. 
Unlike the human model, the region near mTSS was classified as highly active due to its enrichments of H3K4me3 and H3K27ac, as 
these mediate chromatin decompaction in the promoter region and allow the recruitment of RNA polymerase II. Despite the mouse 
enhancer 13 being described as a critical regulatory region of Sox9 expression, on which transcription factors such as FOXL2, RSPO1, 

Fig. 5. P300 silencing decreases SOX9 expression through H3K27ac loss in human Sertoli cells. This figure explores the impact of P300 
silencing on SOX9 expression in human Sertoli cells. (A.) mRNA levels of P300 and (C.) SOX9 relative to β-actin after P300 knockdown. (B., D.) 
Confocal IIF images showing P300 and SOX9 protein expression, respectively, upon P300 silencing. Nuclei were labeled with DAPI (blue), and 
merged images are shown at the bottom of each row. Imaging was performed at 60× magnification using Alexa Fluor 488 and 647 fluorophores and 
processed using Fiji. (E.) Western blot assay showing the protein expression of P300 and SOX9 after knockdown, and (F.) its quantification pre-
sented as the protein ratio of siP300/siCTRL after background subtraction and TFIIB normalization. (G.) ChIP analysis of P300 binding and (H.) 
H3K27ac enrichment at SOX9 regulatory regions following P300 silencing. Data are presented as fold enrichment over a non-specific IgG control. A 
scramble siRNA was used as a control (siCTRL, striped bars). Statistical significance is denoted as: *p < 0.05, **p < 0.01, ***p < 0.001, ****p <
0.0001. (For interpretation of the references to colour in this figure legend, the reader is referred to the Web version of this article.) 
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and WNT4 bind, and being near to the homologous region of the eSR-A enhancer [20], no significant enrichments of the studied 
post-translational modifications were found. This suggest that the enhancer region could be regulated by other epigenetic mechanisms. 
In summary, these findings reinforce and highlight the role of histone modifications in the promoter region and TESCO enhancer in the 
activation of gene expression, especially at early ages, since the TM4 cell line corresponds to the Sertoli cell of 11–13 days-old mice. 

Covalent modifications of histones are catalyzed and reversed by epigenetic enzymes that fulfill various functions in diverse 
biological contexts. Based on the literature background, the role of three specific histone-modifying enzymes important in gene 
transcriptional activation was evaluated. GCN5 and P300 are histone acetyltransferases responsible for catalyzing H3K9ac and 
H3K27ac, respectively. In contrast, WDR5, through the COMPASS complex, is involved with the H3K4me1, H3K4me2, and H3K4me3 
[19,30]. 

Our results show that the HAT epigenetic enzyme P300 interacts with the enhancer regions eSR-A and eALDI, depositing the 
H3K27ac mark, which distinguishes these enhancers as truly active and contributing to the transcriptional activation of the SOX9 gene. 
In this way, these findings confirm and complement those found in a previous study conducted by Carre et al. in 2018, referring to the 
role of P300 in mouse testicular determination through SRY acetylation [31]. Our ChIP results showed that P300 interacts with the 
enhancer regions of the SOX9 gene in humans, confirming the important role of this enzyme in the testicular gene cascade beyond its 
role in SRY activation. These findings allow us to propose that P300 enzyme also has a direct role in the transcriptional activation of 
SOX9 gene through the histone acetylation mechanism by interacting with the regulatory regions of eSR-A and eALDI, in which P300 
catalyzes the H3K27ac. Remarkably, P300 enzyme interacted with the transcription factor SOX9 in eSR-A enhancer region, which 
suggests that P300 may contribute to the autoregulatory loop for SOX9 sustained transcription [20]. Previous reports in chondrocyte 
differentiation from mesenchymal cells showed that the transcriptional regulatory property of P300 is exerted through several 
mechanisms. P300 acts as a protein scaffold and bridging factor for forming multicomponent complexes and connecting DNA-binding 

Fig. 6. Proposed model of P300 regulating SOX9 gene transcriptional activation. This schematic representation illustrates the proposed 
mechanism for transcriptional activation of the SOX9 gene in human Sertoli cells. (1) In the bipotential gonad, the SOX9 gene is inactive and its 
chromatin is in a compact state. (2) After stimulation of the male differentiation pathway, the epigenetic enzyme P300 is recruited to the eSR-A and 
eALDI enhancers, depositing the H3K27ac histone mark. This mark facilitates chromatin decompaction, enabling the binding of transcription factors 
SF1 and SRY at the eALDI enhancer, which initiates SOX9 transcription. (3) The translated SOX9 protein then interacts with its own enhancer 
regions, forming a positive autoregulatory loop that maintains SOX9 expression and drives sexual differentiation towards the male gonad. This 
illustration was created using Biorender.com. 
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transcription factors, like SOX9, to the transcription apparatus [32]. 
The intrinsic HAT activity of P300 has the potential to facilitate transcriptional activation by histone modification [32]. This action 

regulates chromatin accessibility by altering electrostatic interaction between DNA and the histone proteins that compose the 
nucleosome core. Acetylation of histone lysine residues reduces the histone affinity for DNA facilitating transcription factor access, 
whereas histone deacetylation is characteristic of transcriptionally repressed chromatin. This could explain the loss of expression of the 
SRY, DHH and WNT4 genes in cells with P300 silencing. This would suggest that affecting an epigenetic enzyme responsible for gene 
activation can lead to changes in the expression of other genes [32]. In addition, Inhibition of the P300 enzyme has been described to 
abolish enhancer activation altering the recruitment of transcription factors such as TFIID, thereby affecting transcription assembly 
and initiation. The recruitment mechanism of histone modifying enzymes such as P300 is known to have interaction domains with 
other coactivator protein complexes and in some cases may even interact with lncRNAs [32–34]. In the present study, we evaluated 
whether the enzymes GCN5, P300, and WDR5 are responsible for the transcriptional regulation of SOX9 in the male gonad. Although, 
in the ChIP assays, an interaction of the enzymes GCN5 and WDR5 with some of the regulatory regions of the gene was not found. It 
was evident that in the loss of function assays of GCN5 and WDR5, the expression SOX9 gene decreased significantly. Interestingly, this 
loss of function also affected the SRY gene expression. These results suggest a role of GCN5 and WDR5 in the transcriptional regulation 
of two of the central genes in the testicular differentiation way and in maintaining the biological balance between gonadal deter-
mination pathways. 

It has been shown in vitro that GCN5 enzyme has a direct role in the acetylation of SF1 gene, acting as an important coactivator in its 
transcriptional activation [35]. SF1 in the male sexual differentiation pathway has been described as an initiating factor by targeting 
the SRY gene through its interaction with enhancer regions. Additionally, it has been determined that SF1, through its interaction with 
SRY TF in the TESCO and eALDI enhancer regions, regulates the expression of the SOX9 gene. Consequently, SF1 TF together with SOX9 
TF interacts with the enhancer regions eSR-A, eSR-B, and eALDI, to maintain the loop of SOX9 expression in testicular tissue [4,5]. 
According to the above, our results indicate that the transcriptional regulation of GCN5 enzyme on the SOX9 gene could be indirect by 
affecting the upstream expression of SF-1 and consequently affecting SRY and SOX9 expression levels. 

Instead, regarding the COMPASS complex (WDR5) it has been described as important during embryonic development [36]. Our 
findings showed the significant binding of WDR5 in the eSR-A enhancer region of SOX9 in the activation condition. However, 
H3K4Me3 was not detected in this region. Despite this, the COMPASS complex has been involved with a characteristic mark of active 
enhancers, such as H3K4me1 [37]. This epigenetic mark was not evaluated in this work and could explain the binding of WDR5 in 
eSR-A enhancer region. According to a study conducted in mouse embryonic stem cells by Tang et al., the interaction of the COMPASS 
complex and P300 in enhancer regions is sufficient and necessary to catalyze the H3K4me1 mark [38]. In this way, our results showed 
that in the transcriptional regulation of the SOX9 gene, the interaction of the COMPASS complex with P300 on the eSR-A enhancer 
region allows the presence of H3K4me1. Therefore, it would explain that when silencing WDR5 enzyme, SOX9 gene expression levels 
are significantly decreased. However, additional studies are recommended to evaluate this hypothesis. 

The findings reported in the present work allowed us to propose a biological model of the role of P300 enzyme in the transcriptional 
activation of SOX9 gene mediated by the eSR-A and eALDI enhancers. In the context of the male differentiation pathway, the P300 
enzyme recognizes and binds to the eSR-A and eALDI enhancer regions, generating a state of chromatin decompaction by altering the 
DNA-Protein interaction through the deposition of H3K27ac. Consequently, the eALDI region is recognized by the SRY TF and SF1 TF, 
and finally stimulates the expression of SOX9 gene. Once translated into protein, SOX9 TF and SF1 TF interact and bind to the eSR-A 
and eALDI enhancer regions to promote gene expression of SOX9 gene (Fig. 6) [5,39]. 

During the diagnostic approach to disorders of sexual development (DSD), a genetic approach is commonly performed, which 
typically includes cytogenetic and molecular analyses. The latter considers sequence and copy number variants without any tran-
scriptomic or epigenetic research [4]. The likelihood of finding a specific genetic diagnosis with the current approach has ranged 
between 7 and 60 % [40,41]. Our results highlight the importance of considering mechanisms beyond specific DNA changes involved 
in expression anomalies of SOX9, such as epigenetic markers, which are not currently included in the diagnostic evaluation. Addi-
tionally, it allows us to confirm that epigenetic regulation by histone modifications plays a key role in the process of human sexual 
differentiation, and therefore, how alterations of these could be potentially involved in the development of DSD. 

5. Conclusion 

To date, the molecular networks that direct the sexual determination process in humans remain unclear. This lack of knowledge 
impacts the efficiency of diagnosis in patients with DSD, as currently, only 7–60 % of patients receive a specific genetic diagnosis. Our 
results prove the important role of epigenetic regulation through covalent histone modifications in the sexual differentiation process by 
dynamically modulating the expression of the SOX9 gene. 

Specifically, our results demonstrate the existence of a specific pattern of covalent histone modifications associated with the 
activation and repression of SOX9 in Sertoli cells of both biological models. In the murine model, transcriptional activation of Sox9 is 
mediated by the enrichment of the activating marks H3K4me3, H3K9ac, and H3K27ac in the TESCO enhancer and TSS. In humans, 
transcriptional activation is mediated by the enrichment of the activating marks H3K9ac and H3K27ac in the eALDI and eSR-A en-
hancers, with the latter modification being specifically mediated by the P300 enzyme. This allows the expression of the SOX9 gene and 
the maintenance of its positive self-regulation loop. In contrast, the repression of SOX9 gene is mediated by the inactivation of the 
promoter region with the repressive marks H3K9me3 and H3K27me3. On the other hand, the findings related to the enzymes GCN5 
and WDR5 suggest a probable indirect regulatory role in the expression of the SOX9 gene. This statement must be studied in greater 
depth for a better understanding of its role in the molecular pathway of sexual differentiation. 
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Perspectives and significance 

This work constitutes a substantial contribution to the field of sexual development, which is currently understudied and specific 
etiology remains unclear in most cases, so it is necessary to explore it to achieve a broad approach and understanding of the epigenetic 
mechanisms linked to gonadal differentiation processes, framing the importance of epigenetics in the determination of the gonads. 

Although this research focuses on the mechanisms controlling SOX9 expression in the gonad for the study of human sexual dif-
ferentiation, the gene plays a role in various other biological processes in both normal and abnormal contexts. Therefore, these findings 
may be applicable to the study of other diseases, and further research should evaluate the epigenetic regulation of SOX9 in these 
specific tissues and processes. 
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Concurso Nacional Otto de Greiff 2021. 

Data availability statement 

Data related to this study have not been deposited in a publicly available repository. The datasets used and/or analyzed during the 
current study are available from the corresponding author on reasonable request. 

Ethics approval and consent to participate 

The studies were performed in accordance with the Declaration of Helsinki and approved by the ethical committee of Hospital 
Universitario San Ignacio (FM-CIE-0169-20) and the School of Medicine of the Pontificia Universidad Javeriana. Written informed 
consent to participate in this study was provided by the participants. All methods were carried out following relevant guidelines and 
regulations. 

CRediT authorship contribution statement 
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