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Supplemental Figure 2. Characterization of Enh13!"#!";&B:/ $ %&'mouse line in females 

(A, C) External genitalia and brightfield images of internal reproductive organs of XX Enh13&

'()'( , XX Enh13&'()* ; 012 .01* , and XX Enh13&'()'(; 012 .01*  mice at 6-Week-old (A) and at 6-

Months-old (C). Scale bars represent 2000 μm. (B, E) Immunostaining of gonads from 6-Week-

old (B) and 6-Month-old mice (E). Gonads were stained for granulosa-marker FOXL2 (red), 
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theca cell marker SF1 (green) and germ cells marker DDX4 (grey). Scale bars represent 200 

μm. (D) Quantification of ovary weight from 6-Week-old mice and 6-Mmonth-old mice. Each 

point represents the average weight of both ovaries of an individual mouse; error bars show 

SEM. Statistical analysis was performed using one-way ANOVA tests in Prism 10 software. P 

values below 0.05 were considered statistically significant. ns- not significant. 
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Supplemental Figure 3. Targeting approach and validation of the Enh13 duplicated allele 

(A) Schematic representation of the targeting approach using the CRISPR-READI workflow. 

Zygotes are harvested from super ovulated female mice, pre-incubated with rAAV6 harboring 

the donor template containing two copies of Enh13 and homology arms, electroporated with 

Cas9/sgRNA RNPs to delete the original Enh13, and implanted into pseudo pregnant females 

to generate founder edited mice. Schematic representation of the cleavage sites to remove the 

original Enh13 locus and below is the insert of duplicated Enh13 flanked by 400 bp homology 

arms. The targeted allele containing two copies of Enh13 instead of the original one is presented 

below. (B) Sanger sequencing alignment of Enh13 duplication insertion sites analyzed using 

the BLAST tool. Predicted duplicated sequences (Query) are shown on the top lines and actual 

F2 homozygous mice sequences (Sbjct) on the bottom lines. 5' HA sequences are highlighted 

in yellow, Enh13 copy 1-orange, Enh13 copy 2-green and 3' HA in blue. 
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Supplemental Figure 4. Characterization of XY mice carrying Enh13 duplication  

(A) Bright field images of the external and internal genitalia and gonads of 6-Week-old adult 

and E13.5 embryonic gonads of XY WT, heterozygous and homozygous mice for Enh13 

duplication. Scale Bar represents 2000 µm in adults and 500 µm in embryos. (B) Quantification 

of testis weight in 6-Week-old mice. Each dot represents average weight of both tests of an 
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individual mouse; error bars show SEM. Statistical analysis was performed using one-way 

ANOVA test in Prism 10 software where samples were compares to XX WT. P values below 

0.05 were considered statistically significant. ns- not significant. 
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