GENOTYPE DESCRIPTION OF SUPPLEMENTARY FIGURES
Supp. Fig.1
1a. c587-Gal4 w (BL67747);; UAS-Histone-RFP (BL56555)/+
1b. c587-Gal4 w (BL67747); QUAS-CD8-GFP (BL 30002)/+; UAS-Histone-RFP (BL56555) /
UAS-Flp (BL8209) DroncKO-FRT-Dronc-GFP-APEX-FRT-QF.
1c. 109-30Gal4 (BL7023)/+; UAS-Histone-RFP (BL56555)/+
1d and 1e. First bar (CTRL); 109-30Gal4 (BL7023)/QUAS-CD8-GFP (BL 30002); DroncKO
Tub-G80ts (BL7019) / +. Second bar (Dronc -/-); 109-30Gal4 (BL7023)/QUAS-CD8-GFP (BL
30002); DroncKO Tub-G80ts (BL7019) / UAS-Flp (BL8209) DroncKO-FRT-Dronc-GFP-APEX-FRT-QF
1f. spitz-Gal4 (NP0261)/ +; UAS-Histone-RFP (BL56555)/+
1g. spitz-Gal4 (NP0261)/ QUAS-CD8-GFP (BL 30002); UAS-Histone-RFP (BL56555)/ UASFlp (BL8209) DroncKO-FRT-Dronc-GFP-APEX-FRT-QF.
1h. w;; DroncKO-Gal4 / +.
1e. w; UAS-Dronc-RNAi (a gift from Pascal Meier)/+; DroncKO-Gal4 / +
Supp. Fig.2
2a. 109-30Gal4 (BL7023)/+.
2b. 109-30Gal4 (BL7023)/+; UAS-Ci-RNAi (BL28984)/+.
2c. First column (CTRL), 109-30Gal4 (BL7023)/+. Second column, 109-30Gal4 (BL7023)/+;
UAS-Ci-RNAi (BL28984)/+.
2d. 109-30Gal4 (BL7023)/UAS-Ci (BL32571); DroncKO Tub-G80ts (BL7019) / +.
2e. 109-30Gal4 (BL7023)/UAS-Ci (BL32571); DroncKO Tub-G80ts (BL7019) / UAS-Flp
(BL8209) DroncKO-FRT-Dronc-GFP-APEX-FRT-QF.
2f. First bar, DroncKO/ +. Second bar, ptc-Gal4559.1 (BL2017)/ +. Third bar, ptc-Gal4559.1
(BL2017)/ + ; DroncKO/ +.
2g. ptc-Gal4559.1 (BL2017)/ UAS-Dronc-RNAi (a gift from Pascal Meier).
2h. ptcS2 (BL6332)/+; DroncKO/+
Supp. Fig.3
3a, 3b, and 3f. First bar, DroncKO/ +. Second bar, ptc-Gal4559.1 (BL2017)/ +. Third bar, ptcGal4559.1 (BL2017)/ + ; DroncKO/ +.
3c. ptc-GFP CB02030 / + ; DroncKO/ +.
3d. ptc-Gal4559.1 (BL2017)/ ptc-GFP CB02030 ; DroncKO/ +.
3e. First column (CTRL); 109-30Gal4 (BL7023)/+; DroncKO Tub-G80ts (BL7019) / UAS-Flp
(BL8209) DroncKO-FRT-Dronc-GFP-APEX-FRT-QF. Second bar (Dronc -/-) ; 109-30Gal4 (BL7023)/+;
DroncKO Tub-G80ts (BL7019) / UAS-Flp (BL8209) DroncKO-FRT-Dronc-GFP-APEX-FRT-QF. Third bar

(Dronc -/-, PtcRNAi); 109-30Gal4 (BL7023)/UAS-ptc-RNAi (BL55686); DroncKO Tub-G80ts
(BL7019) / UAS-Flp (BL8209) DroncKO-FRT-Dronc-GFP-APEX-FRT-QF.

SUPPLEMENTARY FIGURE LEGENDS
Supp Fig. 1 Pattern of expression of the more relevant Gal4 drivers used in the study.
a, Representative diagram (left) and confocal image (right) illustrating the pattern of
expression of c587-Gal4 in the escort and follicular cells; the Gal4-expressing cells are redcoloured in the diagram and labelled with Histone-RFP (red channel) in the image. FasIII
immunostaining (green channel) labels the follicular cells. Dapi staining labels the nuclei in the
entire figure. b, GFP labels escort and follicular cells transcribing Dronc (green channel,
QUAS-CD8-GFP) upon excision of the Dronc FRT-rescue-cassette using c587-Gal4 (Gal4
expressing cells are labelled with Histone-RFP in red); notice that Dronc transcribing cells
does not include the follicular progeny (region 2b). c, Representative diagram (left, redcoloured cells), and confocal image (right, Histone-RFP in red) illustrating the preferential
expression of 109-30-Gal4 in the follicular stem cells and their progeny. d and e, number of
Histone-RFP cells (d) and size of the region 2b in either a heterozygous or homozygous Dronc
mutant condition; the expression of Dronc was preferentially compromised in the follicular
stem cells using the 109-30-Gal4 driver. Notice the reduction in the number and size of the
follicular cellular domain. Unpaired T-Test and Mann Whitney unpaired T-test were used to
establish the statistical significance (** p≤0.01, **** p≤0.0001) in figures d and e, respectively.
f, Representative diagram (left, red-coloured cells), and confocal image (right, Histone-RFP in
red) illustrating the preferential expression of spitz-Gal4 in the escort cells. g, The excision of
the Dronc FRT-rescue cassette (green) using spitz-Gal4 can downregulate Castor expression
(grey, arrowhead) if the Gal4 driver is expressed in the follicular cells (arrow). h and i, Orb
(green, arrow) and Castor (red, arrowhead) expression in either a Dronc-KO-Gal4 heterozygous
germarium (h) or a Dronc-KO-Gal4/UAS-Dronc-RNAi condition (i) at 29 oC; notice the reduction
of the Castor expression domain (arrowhead), the Orb expansion (white arrow), and the
oocyte duplication (yellow arrows) in (i). Full genotype description in the MM section. Scale
bars represents 10 µm.
Supp. Fig.2 Dronc deficiency diminishes Hh-signaling
a, Confocal image showing FasIII (green and grey channels), Castor (red and grey channels),
and Ci-155 (blue and grey channels) expression in a control germarium (109-30-Gal4/+). b,
FasIII (green and grey channels), Castor (red and grey channels), and Ci-155 (blue and grey

channels) expression in a germarium expressing a UAS-Ci-RNAi construct in the follicular
cells and their progeny; similar to the Dronc LOF condition, the expression of Castor and Ci155 are downregulated (white arrow) (see Figure 2). c, Percentage of Castor-deficient
germaria in control or mutant follicular cells, expressing a UAS-Ci-RNAi under the regulation
of 109-30-Gal4; the n number for each column in order of appearance n=16, n=21, n=20. d,
Quantification of ptc-GFP expression in Dronc mutant (n=13) versus control (n=17); unpaired
T-Test was used to establish the statistical significance (**** p≤0.0001). e, Castor expression
(red and grey channels) in Dronc heterozygous follicular cells expressing Ci under the
regulation of 109-30-Gal4 driver. f, Castor expression (red and grey channels) in Dronc
homozygous follicular cells expressing Ci under the regulation of 109-30-Gal4 driver; notice
that Castor is not downregulated (compare with Fig.2). Dapi labels the nuclei in e and f. g,
Western blot showing the expression of Ci-155 (upper lane) and Actin (bottom lane, loading
control) in different genetic conditions; notice the Ci-155 reduction in double heterozygous
germaria (ptc-Gal4/+;Dronc +/-). h, Castor (red and grey channels) and Orb (green and grey
channels) expression in a germarium expressing a UAS-Dronc-RNAi construct in the escort
and follicular stem cells simultaneously under the regulation of ptc-Gal4; notice the
downregulation of Castor and the expansion of Orb expression. i, Castor (red and grey
channels) and Orb (green and grey channels) expression in a mutant germarium (ptcS2/+;
Dronc +/-); notice the comparable effects on Castor and Orb expression between h, i and
Figure 4 of the main text. Dapi staining (blue channel) labels the nuclei in h and i. Full genotype
description in the MM section. Scale bars represent 10 µm.
Supp. Fig.3 Hh-signaling and autophagy defects caused by Dronc are linked to the
abnormal accumulation of Ptc protein.
a, Ptc immunostaining (grey channel) in germaria of different genotypes; notice the increase
in the number and size of Ptc-positive particles in a double heterozygous germariun (ptcGal4/+;Dronc +/-). b, Estimation of Ptc-positive particle size in germaria of different genotypes;
Kruskal Wallis followed by Dunn’s post-test were used to establish the statistical significance
between groups in the figure (**** p≤0.0001). Notice the enlargement of Ptc-positive particles
in a double heterozygous germaria (ptc-Gal4/+;Dronc +/-). c, Ci-155 (blue and grey channels),
ptc-GFP (green and grey channels) and Castor (red and grey channels) expression in a double
heterozygous ptc-Dronc germarium (ptc-GFP/+;Dronc +/-); notice that Ci and ptc-GFP
expression levels are reduced. d, Ci-155 (blue and grey channels), ptc-GFP (green and grey
channels) and Castor (red and grey channels) expression in a ptc trans-heteroallelic LOF
condition and Dronc heterozygous combination (ptc-GFP/ptc-Gal4; DroncKO/+); notice that the
expression levels of Ci, ptc-GFP and Castor are back to normal. e, Percentage of Castor-

deficient germaria in different genetic backgrounds; the n number for each column in order of
appearance n=17, n=21, n=15. f, Ref2P immunostaining (grey channel) in germaria of
different genotypes; notice the decrease in the number of Ref2P-positive particles in a double
heterozygous germarium (ptc-Gal4/+; Dronc +/-). Full genotype description in the MM section.
Scale bars represents 10 µm.

