Supplemental Figure Legends

Figure S1. Identification of tis11 and pan2 alleles.

(A) Over-expressing a dominant-negative form of Mastermind (Mam®) in immature INPs partially
suppressed the supernumerary neuroblast phenotype in numb hypomorphic brains. MamPN antagonizes
the activation of Notch target genes. Bar graph is represented as mean + standard deviation. P-value: ***
<0.005.

(B) Identification of the tis71 locus as a genetic modifier of the supernumerary neuroblast phenotype in
brat hypomorphic brains.

2f00130 (pan2-/-) iS a

(C) Expression of pan2 mRNA in wild-type or pan2 homozygous mutant animals. pan
null allele.
(D) Graphic illustration of the functional domains in Pan2. Asterisks correspond to the molecular lesions

in enzymatically inactive Pan2P'%*N.1041Q transgenic protein. UCH: ubiquitin C-terminal hydrolase.

Figure S2. Brat likely recruits Tis11 to the BRE-ARE motif in the 3’'UTRs of self-

renewal gene transcripts.

(A) The 3'UTRs of dpn and klu mRNA. High-affinity BREs: darker yellow. Lower-affinity BREs: lighter
yellow. AREs: red.

(B) B-boxes are required for Brat to bind Tis11. This is the reciprocal IP-WB analysis of the lysate shown

in Fig. 2B.

Figure S3. Conserved domains in Insb.

lllustration showing conserved motifs (marked in red) in Insb among 12 Drosophila species.

Figure S4. The Orange motif mediates Insb binding to Dpn.
C-terminally truncated Insb lacking the Orange moitif fails to bind to Dpn. The Orange motif alone is

sufficient to facilitate Insb binding to Dpn.
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dpn 3’UTR

[BRE: U/AUGUUAU/A |
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BL stock # Name Deleted segment Sequence coordinates Phenotypic effect Responsible gene Reference
9299 Df(1)ED6565 2B14;2F5 X:1894112; 2317631 Suppressor arm Komori et al., Development 2014
422333 Df(1)BSC625 11B2;11D5 X:12583216;12974678 Enhancer CKl a, tis11 Komori et al., Development 2014; this study
N:a
BL stock # Symbol Deleted segment Sequence coordinates Phenotypic effect Responsive gene Reference
24118 Df(2L)ED105 21E2;22A1 21.:852854;1420528 Enhancer unknown This study
8908 Df(2L)ED94 21E2;21E3 2L.:568095;1036969 Enhancer unknown This study
26540 Df(2L)BSC688 22B1;22D6 2L.:1736964;2273384--2273572 Enhancer erm Jenssens et al., Development 2014
23677 Df(2L)BSC292 23F6;24A2 2L.:3515462;3632008 Enhancer unknown study
24133 Df(2L)ED690 30B3;30E4 21:9437469;9918174 Enhancer numb This study
7859 Df(2R)Exel7094 44A4;44B5 2R:8061165; 8131743 Enhancer unknown This study
9063 Df(2R)ED 1791 44F7,45F1 2R:8922730;9553252 Enhancer pan2 This study
24912 Df(2R)BSC408 45D4;45F4 2R:9292659;9578616 Enhancer not1 This study
9596 Df(2R)BSC161 54B2;54B17 2R:17304783;17484828 Enhancer insb This study
24379 Df(2R)BSC355 54B16;54C3 2R:17462347;17536673 Enhancer insb This study
wa
BL stock # Symbol Deleted segment Sequence coordinates Phenotypic effect Responsive gene Reference
8057 Df(3L)ED4288 63A6;63B7 3L:3070827; 3149091 Enhancer pan3 This study
24401 Df(3L)BSC377 67E5;68A4 3L:10654713--10654743; 11070652 Suppressor klu Xiao et al., Development 2012
25125 Df(3L)BSC574 68F1;68F 1 Enhancer pop2 This study
3640 Df(3L)brm11 71F1-4;72D1-10 Enhancer brm Jenssens et al., Development 2014
7982 Df(3R)Exel7327 89A8;89B1 (Df) 3R:15901433--15901434; 16041562 Enhancer mor Jenssens et al., Development 2014
4431 Df(3R)DG2 89E1-F4;91B1-B2 Enhancer osa Jenssens et al., Development 2014
8583 Df(3R)BSC56 94E1-2;94F1-2 Enhancer pnpp1 Komori et al., Development 2014
7990 Df(3R)Exel9012 94E9;94E13 3R:23279758; 23346387 Enhancer pntp1 Komori et al., Development 2014
4432 Df(3R)crb-F89-4 95D7-D11;95F 15 Enhancer apc2 Komori et al., Development 2014
1910 Df(3R)TI-P 97A;98A1-2 3R:26059954--26078012; 27388608--27480200 Suppressor unknown This study
430 Df(3R)3450 98E3;99A6-8 Suppressor unknown This study
3547 Df(3R)L127 99B5-6;99F 1 3R:29468941--29565244; 30387804--30459521 Enhancer Axn Komori et al., Development 2014
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