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Fig. S1 Analysis of co-localization of SYCP3 and FUS. A) Representative images of zygonema cells, stained by
SYCP3 and FUS, acquired using inverted fluorescence microscopy. Magnifications show SYCP3 (green) and FUS (red)
single channels. Harrows point to FUS foci and aggregates that co-occur with SYCP3. B) Representative image of a cell
at preleptonema/leptonema stained by SYCP3 and FUS and acquired by confocal microscopy. Single channels are in
grey, while in merge SYCP3 is red and FUS is grey. C) here the FUS channel in B was rotated clockwise of 180
degrees and overlapped with SYCP3. D-E) Red dots, FUS/SYCP3 Pearson’s co-localization coefficient (PCC)
calculated in cells at the indicated stage of development. Black dots, Pearson’s co-localization coefficient (PCC)
calculated in the same set of cells after clockwise rotation of FUS channel of 180 degrees (***p<0.001). F)

Representative image of SYCP3 and FUS pattern at pachynema. Magnification bars represents 10 pm.

Fig. S2 A) Representative images of SYCP3 (red) and PRDMS (grey) staining in spermatocytes at the indicated stages
of development. Magnification bar represents 10 um. B) quantification of PRDM9/SY CP3 co-localization and C)
FUS/PRDM9 co-localization by Pearson’s correlation coefficient (PCC) calculated on a representative group of cells at
the indicated stages of development, before (red dots) and after (black dots) rotation of PRDM9 channel. Each dot is a
cell. Error bars are mean + standard error of the mean. Statistical significances (***p<0.001) are calculated by two-tail
t-test. D) percentage of prophase I stage cells in 10 dpp mice testes. Preleptotene (pLe), leptotene (Le), early zygotene
(eZ), mid zygotene (mZ) late zygotene (12), early pachytene (eP). n. indicates the number of cells.



