Supplementary material


Animal Material
Testes were acquired from 7-d-old male boars following castration. All animal experiments and procedures were approved by the Animal Protection Committee of Nanjing Agricultural University.

Isolation of porcine Sertoli cells



Treatment of Sertoli cells before co-culture



Co-culture of SSCs and Sertoli cells



Detection of reactive oxygen species (ROS) in Sertoli cells

Sertoli cells were treated with 0, 5, 10, 20, or 50 μmol/L H2O2 for 24 h. ROS levels were then determined using a Reactive Oxygen Species Assay Kit (Beyotime). Rosup was used to treat Sertoli cells as a positive control (Figure 1I), and PBS-treated Sertoli cells were used as a negative control (data not shown). Sertoli cells were incubated in DMEM/F12 medium with DCFH-DA (1:1 000) for 20 min at 37 °C in a 5% CO2 incubator. After rinsing with PBS for three times, fluorescent signals were examined using FACSCalibur (BD Biosciences) and fluorescence microscopy.

Analysis of apoptotic cells

Sertoli cells were treated with 0, 5, 10, 20, or 50 (mol/L H2O2 for 24 h. Apoptosis was examined using an Annexin V-FITC Apoptosis Detection Kit (Beyotime). Briefly, cells were rinsed with PBS once and then incubated with Annexin V-FITC and propidium iodide (PI) in Annexin V-FITC binding buffer for 20 min in the dark at room temperature. Fluorescent signals were detected using fluorescence microscopy. Three replicates were performed for the experiments.

Immunofluorescence staining

Cells cultured on 24-well plates were rinsed three times with PBS and fixed with Carnoy for 20 min at −20 °C. Subsequently, cells were rinsed with PBS three times and then blocked with 10% goat serum in PBS for 30 min at room temperature. Cells were then incubated with anti-WT1 (Abcam, ab89901) antibody in PBS at 4 °C overnight. After rinsing with PBS three times, cells were incubated with secondary antibody Alexa Flour532 goat anti-rabbit (Invitrogen, A-11009) for 30 min at 37 °C . DAPI was used to counterstain the nucleus and samples were detected using fluorescence microscopy. Three replicate experiments were carried out for staining.

Real-time polymerase chain reaction (RT-PCR)


Supplementary Table S1 Information on primers used in current study

	
Gene
	Primer Sequence (5'–3') 
	GenBank 
	Product
	Annealing


	
	Accession No.
	size (bp)
	temp (°C)




	Cx43
	F: CACCAGGTGGACTGTTTCCT
	NM_001244212.1
	151 
	55


	
	R: TCTTTCCCTTCACACGATCC
	

	

	


	WT1
	F: TGAGCGAAGGTTTTCTCGTT
	NM_001001264.1
	166 
	55


	
	R: GCTGAAGGGCTTTTCACTTG
	
	
	

	

	


	SOX9
	F: AGCAGACGCACATCTCTCCCA
	NM_213843.2 
	190 
	62


	
	R: CGCCCCTCTCGCTTCAGGTCA
	

	

	


	AMH
	F: AAGCTCCTCATCAGCCTGTCT 
	NM_214310.3
	145 
	62


	
	R: ATTGGGGCGATCGGGTTTG
	



Western blotting

For Western blotting, protein samples were run on SDS PAGE gel at 80–120 V and then transferred to nitrocellulose membranes. After blockage with 5% skim milk for 1 h, nitrocellulose membranes were incubated with primary antibodies β-tubulin (Anbo, P07437), WT1 (Abcam, ab89901), CX43 (Cell Signaling, 3512), and ITGB1 (BD, 610467) at 4 °C overnight. Peroxidase-conjugated goat anti-rabbit or mouse IgG (Santa Cruz, sc-2004, sc-2005) were used as secondary antibodies. Enhanced chemiluminescence (ECL) was used to visualize the immunoreactive bands and finally expose the film. Three replicates were performed.
Statistical analysis

At least three replicates were performed for all experiments. Data were analyzed with Prism 8 and presented as means±SEM. Statistical significance was determined with t-tests. A P-value of <0.05 was considered significant. The FACSCalibur results were analyzed with FlowJo 7.6.
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