SUPPLEMENTARY FIGURES AND LEGENDS
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Figure S1 GFP expression in the presence of pan-midgut split-GAL4 drivers has little background. (A, B) Lack of UAS-6XGFP intestinal expression in the presence of control drivers lacking enhancer fragments (CG10116-GAL4DBD ∩ empty-p65AD in A and CG10116-p65AD ∩ empty-GAL4DBD in B). Complete genotypes are listed in Table S2
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Figure S2 Individual channels of micrographs of the PM split-GAL4 drivers shown in Figure 1F. UAS-GFP.nls expression driven by PM split-GAL4 drivers in the five regions (R1–R5) of female intestines stained for GFP (anti-GFP in green), progenitor cells (anti-HRP in red), enteroendocrine cells (anti-Pros in white), and nuclei (DAPI in blue). Grayscale versions of the individual red (anti-HRP), green (anti-GFP), blue (DAPI), and white (anti-Pros) channels are shown below the multichannel images. Scale bar; 25 μm.
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Figure S3 GFP expression varies by UAS-GFP transgene. (A–C) GFP expression in the presence of pan-midgut split-GAL4 drivers (CG10116-p65AD ∩ CG10116-GAL4DBD) and P{20XUAS-6XGFP} (A), UAS-GFP.nls (B), or UAS-Stinger (C). Sample in B was stained with anti-GFP antibody while samples in other panels were not. Note that GFP expression in R3 is much higher with UAS-GFP.nls (B) compared to the other responder transgenes (A, C). Complete genotypes are listed in Table S2.
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Figure S4 Individual channels of micrographs of the reference split-GAL4 drivers shown in Figure 3. GFP expression in intestinal regions R1–5 driven by (A) progenitor drivers (VT004241-p65AD ∩ VT024642-GAL4DBD), (B) EE drivers (R57F07-p65AD ∩ R57F07-GAL4DBD), (C) an EC-AD driver (VT004958-p65AD ∩ CG10116-GAL4DBD), and (D) an EC-DBD driver (VT004958-GAL4DBD ∩ CG10116-p65AD). Anti-GFP antibody staining is shown in green with counterstaining for progenitor cells (anti-HRP in red), EEs (anti-Pros in white), and all cell nuclei (DAPI in blue). Grayscale versions of the individual red (anti-HRP) and white (anti-Pros) channels are shown below the multichannel images. Scale bar; 25 μm. Complete genotypes are listed in Table S2
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Figure S5 GFP expression in the presence of reference driver combinations and UAS-6XGFP. (A–O) In general, combinations of drivers expected to express in different cell types failed to drive expression of UAS-6XGFP (green) while drivers expected to express in the same cell types expressed UAS-6XGFP. PM drivers promoted UAS-6XGFP expression in R3 poorly (A–D, E, I, M). Large cells in R4 and R5 occasionally expressed UAS-6XGFP unexpectedly in driver combinations involving P and EE drivers (C, K, N and L). Intestines counterstained with DAPI (blue). Insets are enlargements of indicated portions of the posterior midgut. Note that PM drivers failed to label EE cells in combination with EE drivers (C, I). Complete genotypes are listed in Table S2.
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Figure S6 Individual channels of micrographs of the EB-DBD split-GAL4 driver shown in Figure 5A. GFP expression in R1, R2, R4, and R5 driven by EB-DBD combined with PM-AD. Anti-GFP antibody staining is shown in green with counterstaining for ISCs (anti-Dl, red cytoplasmic staining), EEs (anti-Pros, red nuclear staining), progenitors (anti-HRP, white), and the DNA marker DAPI (blue). Grayscale versions of the individual red (anti-Dl and anti-Pros), green (anti-GFP), and white (anti-HRP) channels are shown below the multichannel image. Scale bars; 25 μm.
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Figure S7 Individual channels of micrographs of the VT024642-GAL4 driver shown in Figure 7B. UAS-Stinger expression (green) driven by VT024642-GAL4 in intestinal regions R1–5 with counterstaining for progenitor cells (anti-HRP in red), EEs (anti-Pros in white), and all cell nuclei (DAPI in blue). Grayscale versions of the individual red (anti-HRP), green (GFP) and white (anti-Pros) channels are shown below the multichannel images. Scale bars; 25 μm.
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