


Fig. S2. dUTX is not required in germ cells or hub cells to prevent overpopulation of Zfh1-expressing cells around
the hub area or ectopic Zfh1 expression in hub cells. (A-B’) Immunostaining using antibodies against Arm (blue), Vasa
(green) and Zth1 (red) in testes with the following genotypes: (A) nos-Gal4 control, (A") nos-Gal4, UAS-dUTX shmiRNA,
(B) upd-Gal4 control, (B") upd-Gal4; UAS-dUTX shmiRNA. (C-D') Immunostaining using antibodies against H3K27me3
(red) on testes with the following genotypes: (C,C') upd-Gal4, UAS-dUTX shmiRNA, (D,D") c¢587-Gal4,; UAS-dUTX
shmiRNA. Hub area outlined with white dotted line. Scale bars: 10 um.



Fig. S3. Genome browser screenshots show chromatin state of Socs36F and fringe genomic loci. (A,B) ChIP-seq
using antibodies against H3K27me3 (red), H3K4me3 (green) and RNA Pol II (blue) (Gan et al., 2010) at (A) Socs36E
and (B) fringe genomic regions. A 2 kb region around the TSS for each gene is outlined by the brown solid lined box.
The five amplicons (p1-p5) used in ChIP-qPCR experiments are labeled in A, which span across the TSS of Socs36E.
The p6 amplicon is located inside the Socs36E gene body. The p7 and p8 amplicons are near the TSS of fringe. Numbers
underneath p6-p8 denote anti-H3K27me3 ChIPed DNA in dUTX testes normalized by input followed by comparison with
wt testes, based on three independent biological replicates. (C) ChIP-chip using anti-dUTX shows enrichment of dUTX
near the TSS of the Socs36F gene (Tie et al., 2012); p1-p5 and p6 are labeled.



Fig. S4. dUTX is required in cyst cells, but not in germ cells or hub cells, to maintain proper Stat92E expression

in the niche. (A-B’) Immunostaining using antibodies against Arm (blue), Vasa (red) and GFP (green) in testes with the
following genotypes: (A,A") dUTX/+, 2xStat92E-GFP control, (B,B") dUTX™",; 2xStat92E-GFP. (C-F") Immunostaining
using antibodies against Arm (green) and Stat92E (red) in testes with the following genotypes: (C,C") nos-Gal4 control,
(D,D") nos-Gal4; UAS-dUTX shmiRNA, (E,E") upd-Gal4 control, (F.F") upd-Gal4; UAS-dUTX shmiRNA. Hub area
outlined with white dotted line. Scale bars: 10 pm.



Fig. S5. Zfh1 is ectopically expressed in hub cells from testes with dUTX’ clones. (A-A") Immunostaining using antibodies
against GFP (green), Arm (blue) and Zfh1 (red) in a JUTX? clone-containing testis. Scale bars: 10 pm.



Table S1. Primers

qRT-PCR

fringe Forward CAGGATACGTTCCAGGACCAGG
Reverse TGGGCGGGCAGAAGCTGAAGTAG

Socs36E Forward CTCACCTATTGGAATGCAGCT
Reverse CGAAAAGCTCGATTGGCC

Stat92E Forward AAGGTGAGTGATTTGCTGTGCTGC
Reverse CAACAAGCGAGCATGAGAATGCCA

DE-Cadherin Forward GCGAATTGTCGCTGGCAATAACCT
Reverse TGGACGGCACCTCAGCCAATAATA

RpL32 Forward CATGCTGCCCACCGGATTCAAGAAG
Reverse CTCGTTCTCTTGAGAACGCAGGCGA

ChIP-qPCR

pl Forward TGTGGAACTCATTGTGCCGTAG
Reverse GGAAACTTTCAAGAAGTTCTCATGGAGG

p2 Forward TCGTTCCGTTTCTCCAGTGTGACT
Reverse TGTGCGACCACTTAGCCGAGTTAT

p3 Forward TTATGCAAACAGCGAGCGGTTCAG
Reverse AGTAACGAGCACACCGAAACCA

p4 Forward CATCATCACACAAGCGCACACACA
Reverse ACAGATACACAAGCGGACTCACAC

p5 Forward GTGTGCTAATCCAATGATTCAAACTTCCA
Reverse CGCTCGAAAGTAACTTCGCGGTAA

p6 Forward TATTCACGGGCTGTCGTTCGGTTT
Reverse ATGGGCAGATTGTGAATGTGACGC

p7 Forward GATATCCGTAGGCGCTCTGGTAGA
Reverse GCGAATCCTGCAAGCCATGATGTT

p8 Forward AATAACTGTCAACACAGCGGCTCG

Reverse

ACACTTTCTTATCCAACTCCCTATCA




