
D
ev

el
o

pm
en

t •
 S

up
pl

em
en

ta
ry

 in
fo

rm
at

io
n

Development 142: doi:10.1242/dev.115006: Supplementary information 

 

 

Fig. S1. Mutation of the PIP degron does not inhibit Dap function in S2 cells. (A) Flow 

cytometric analysis of GFP-DapmDeg 4 hours following heat shock. At this time point there is 

an increase in the percentage of GFP-positive cells in G1 compared to the total cell 
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population, as expected since Dap inhibits Cyclin E/Cdk2 and therefore S-phase entry. (B) 

Alternate representation of the data shown in Figure 1H. Quantification of fluorescence in 5 

hour old tub>GFP-Dap (left) and tub>GFP-DapmDeg (right) embryos. Each point represents a 

single cell; three embryos per genotype were used for quantification. (C) Alternate 

representation of the data shown in Figure 4F. Quantification of fluorescence in Stage 10 

c323>GFP-Dap (left) and c323>GFP-DapmDeg (right) ovarian follicle cells. Each point 

represents a single cell; three egg chambers per genotype were used for quantification. (D) 

Alternate representation of the data shown in Figure 5H. Quantification of fluorescence in 

ptc>GFP-Dap (left) and ptc>GFP-DapmDeg (right) salivary glands. Each point represents a 

single cell; three glands per genotype were used for quantification. 
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Fig. S2. UASp-Dap transgenes activate lower levels of expression than UASt-Dap. (A) 

Embryos were collected from act-Gal4/CyO mothers crossed to homozygous UAS-GFP or 

UAS-Dap lines. Therefore, ~50% of the embryos express the indicated transgene. Hours 

indicate age of embryos after egg deposition. UASt-Dap is from Lane et al (1996), and all 

other UAS-Dap transgenes are from this study. Both blots were probed with anti-Dap 

antibodies and stained with Ponceau to indicate loading, which was approximately 30 

embryos per lane. Two exposures are shown. While Dap expressed from UASt is visible at 4-

6.5 hrs AED at levels much higher than endogenous Dap, transgenic GFP-Dap cannot be 
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detected. We could detect GFP-Dap expression at a later embryonic time point (16-19 hrs); 

i.e. after a longer period of expression. Non-specific bands are indicated with *, and protein 

size markers (in kDa) are indicated to the left. (B-C) Five hour old UASt-Dap control (B) and 

prd-Gal4>UASt-Dap (C) embryos labeled with BrdU (red) and DAPI (blue). Note the 

suppression of BrdU incorporation in prd-GAL4-expressing stripes (yellow arrows).  
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Fig. S3. S phase-stabilized Dap does not overtly alter nervous system development. 

(A-C) Stage 12 embryos expressing GFP or the indicated GFP-Dap transgenes with tub-

GAL4 and labeled with BrdU (red) and anti-GFP antibodies (green). We were unable to 

detect significant differences in BrdU incorporation throughout the central or peripheral 

nervous systems in tub>GFP, tub>GFP-Dap, or tub>GFP-DapmDeg embryos. (D-F) Stage 13 

embryos expressing GFP or the indicated GFP-Dap transgenes with tub-GAL4 and labeled 

with and anti-GFP antibodies (green) and anti-ELAV antibodies (red) to examine neuronal 

differentiation. We were unable to detect significant differences in the pattern of ELAV 

staining among tub>GFP, tub>GFP-Dap, or tub>GFP-DapmDeg embryos. Yellow boxes 

outline areas shown at higher magnification in panels on right; T2 and T3 = thoracic 

segments 2 and 3; A1 and A2 = abdominal segments 1 and 2.  
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Fig. S4. Normal proliferation in the wing imaginal disc in the presence of S phase-

stabilized Dap. (A-C) Third larval instar wing imaginal discs expressing GFP, GFP-Dap, or 

GFP-DapmDeg in the posterior compartment with en-GAL4 and labeled with EdU (red) and 

anti-GFP antibodies (green). We noted no obvious differences in S phase in the anterior 

versus posterior compartment in any of the three genotypes. (D, E) High magnification 

images of the region indicated with the white boxes in panels B and C. GFP-Dap accumulates 

in EdU-negative nuclei (white arrows) but not in EdU positive nuclei (red arrows). In 
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contrast, GFP-DapmDeg accumulates in most nuclei, including those labeled with EdU (yellow 

arrows). (F) Wing discs expressing GFP alone or in combination with GFP-Dap or GFP-

DapmDeg under the control of en-GAL4 were dissociated and DNA content were analyzed by 

flow cytometry. The grey histogram represents GFP- cells (anterior compartment, no 

transgene expressed) and the green histogram represents GFP+ cells (posterior compartment, 

transgenes expressed). The histograms shown are from one representative experiment, while 

the % cell cycle phase is an average from two (GFP) or three (GFP-Dap and GFP-DapmDeg) 

experiments. 
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Table S1. Parameter values for the updated endocycle model.  
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