
Supplemental Figure Legends 

 

Table S1. Microarray Data, Related to Figure 1 

List of genes found to be differentially expressed in the microarray. Each tab contains a 

separate list: those genes found to be upregulated or downregulated in apterous or slouch 

expressing cells compared to twip-actin-GFP. 

 

Table S2. Quantification of in situ Hybridization Analysis, Related to Figure 1 

in situ hybridizations were scored without knowledge of the probe for either mesodermal or 

ubiquitous expression at each of the three stages. For some probes, expression was ubiquitous 

at one stage, but mesodermal at a different stage. 

 

Table S3. Comparison of Microarray Data to other Data Sets, Related to Figure 1 

Comparison of microarray data to that found in other studies: Schnorrer et al., 2010, Artero et 

al., 2003, Estrada et al., 2006 and Tomancak et al., 2002. 

 

Figure S1. mRNA Expression of Genes Identified in the Microarray, Related to Table 1 

Lateral views (20X) of stage 10-11 (left), stage 12-13 (middle) and stage 15-16 (right) wild-type 

(OreR) embryos that have been hybridized against the indicated in situ probes (far right). 

Mesodermal staining was detected in at least one of the three stage categories for each of the 

genes that, when mutated, display muscle defects. Arrows (blue) point to a representative 

example of mesodermal expression at each stage: for stage 10-11, somatic mesoderm 

expression of Gug; for stage 12-13, FC expression of chn; and for stage 15-16, ventral muscle 

expression of Elo-B. Images were captured using an Axiocam digital camera (Zeiss). 

 

Figure S2. Phenotypes of Homozygous Mutant Alleles, Related to Figure 2 



(A) Diagram of wild-type muscle pattern of three hemisegments at stage 16. The LT muscles 

are green and the VA muscles are magenta (B-M) Stage 16 embryos stained with anti-Myosin 

heavy chain (MHC). In this and all following figures, unless indicated, approximately 3 

hemisegments are shown, Scale bar, 25 µm. Mutant phenotypes are indicated by filled arrows 

(misshapen), open arrows (missing muscles), line arrows (extra muscles), filled arrowheads 

(misattached muscles) and open arrowheads (unattached myospheres). (N) Percentage of 

hemisegments (blue) and embryos (orange) displaying aberrant phenotypes in each mutant 

background. Five abdominal hemisegments from at least 20 embryos for each genotype were 

quantified. 

 

Figure S3. Cuticle Phenotypes of Mutant Alleles, Related to Figure 2 

Lateral dark field views (20X) of stage 17 embryos of the indicated genotypes to show their 

cuticle patterns. Images were captured using an Axiocam digital camera (Zeiss). 

 

Figure S4. Expression of Newly Identified Factors in Muscle Founder Cells, Related to 

Figure 2 

Lateral views (63X) of stage 13 wild-type (OreR) embryos stained to show expression in the 

muscle. For Sin3A, Skd, Crp, Chn and Alh, embryos expressing the rp298-lacZ transgene in 

muscle FCs were stained with anti-β-galactosidase (left, single channel, white and right, merge, 

green) and the indicated antibodies (center, single channel, white and right, merge, magenta) to 

show co-expression in muscle founder cells (arrows, blue). For Elo-B, OreR embryos were 

stained with anti-MHC (left, single channel, white and right, merge, green) and human anti-Elo-B 

(center, single channel, white and right, merge, magenta) to show co-expression in the muscle. 

 

Figure S5. Sin3A08269 Mutants have Muscle Defects and Changes in Integrin Levels, 

Related to Figure 3 (A-B') Stage 16 embryos stained for MHC (left) or the Drosophila beta PS 



Integrin Mys (right). 3 hemisegments shown. Yellow arrows point towards laterally oriented 

muscles, while blue arrows point to the segment border. White arrows point to the absence of 

Integrin accumulation at the dorsal and ventral poles of the LT muscles. (C) Quantitative PCR 

analysis of alpha PS Integrin (mew) and beta PS Integrin (mys) mRNA levels in wild-type 

(orange) and Sin3A mutant embryos (blue). Reduction of mew and mys expression is 

statistically significant. 

 

Figure S6. Sin3A Acts as a Buffering Factor in Drosophila Embryonic Muscle, Related to 

Figure 5 

(A) Quantification of Slou expression by RT-PCR in wild-type (OreR) and Sin3A08269 

homozygous embryos at the indicated stages. (B-C) Stage 16 embryos of the indicated 

genotypes stained with antibody against MHC. Approximately three hemisegments are shown. 

Arrows point to the wild-type number of 4 LT muscles (B) and the increased number of LTs in 

Sin3A08269/+; DMef2-Gal4 > UAS-Ara embryos. (D-E) Stage 16 embryos of the indicated 

genotypes stained with antibody against MHC. Approximately three hemisegments are shown.	
  



Dobi et al. Supplemental Table 2 
 

 
 

 Stage 10-11 Stage 12-13 Stage 15-16 Any Stage 
mesodermal 
expression 69% 49% 39% 80% 

ubiquitous 
expression 11% 11% 11% 23% 















SUPPLEMENTAL EXPERIMENTAL PROCEDURES 
 
 
Fly Stocks Used in This Study 
 
Fly stocks used were: apterousME-GFP (Richardson et al., 2007), slouchME-RFP 

(Schnorrer et al., 2007) twipromoter-actin-GFP (Richardson et al., 2007), apterousME-

NLS::dsRed (Metzger et al., 2012), twi-Gal4;24B-Gal4 (Baylies and Bate, 1996), UAS-

Kr; UAS-Kr (Ruiz-Gómez et al., 1997), P[ry+ KrCD]bw Kr1 (Ruiz-Gómez et al., 1997); 

UAS-ara (Carrasco-Rando et al., 2011); Df(3L)iroDFM3 (Gomez-Skarmeta et al., 1996); 

rp298-lacZ (Nose et al., 1998); DMef2-Gal4 (Halfon et al., 2000), Sin3A08269 (Neufeld et 

al., 1998), Sin3Ae64 (Neufeld et al., 1998) , Sin3AEP2387 (Burgio et al., 2008), Gug03928, 

Kdm2KG04325, lidk06801, nomEY064946, chn02064 and lola00642 (Bellen et al., 2011; 2004; 

Spradling et al., 1999), Elongin-BEP3132 (Rørth, 1996),crpRAR46 (Ashburner et al., 1999), 

Alhr13 (Lewis et al., 1980), skd2 (Kennison and Tamkun, 1988), UAS-Sin3A-187 and 

UAS-Sin3A-220 (Spain et al., 2010), Df(2L)BSC184, Df(2L)BSC278, Df(3L)BSC389, 

Df(3R)BSC633, Df(3R)BSC478, Df(3R)BSC518 (Cook et al., 2012), Df(2R)Exel7121 

(Parks et al., 2004), Df(2R)ED2076, Df(2R)ED2426 and Df(3R)ED5331 (Ryder et al., 

2007). 

 

Antibodies Used in This Study 
 
The following antibodies were used: anti-myosin heavy chain (1:500; gift of S. Abmayr), 

anti-β-galactosidase (1:1000; Abcam), rabbit anti-GFP (1:250; AbCam), mouse anti-GFP 

(1:500; Invitrogen), anti-dsRed (1:400, Clontech), anti-Krüppel (1:1000; gift of J. Reinitz), 

anti-Slou (1:200; (Cox et al., 2005)), anti-Sin3A (1:1000; gift of L. Pile), anti-β-PSintegrin 

(1:100, Developmental Studies Hybridoma Bank), anti-Alh (1:1000; (Bahri et al., 2001)), 

anti-Skd (1:5000; (Janody et al., 2003)), anti-crp (1:500; gift of M. Lehmann), anti-Chn 

(1:50; gift of E. Lai), anti-Elongin-B (1:50; Santa Cruz), and anti-Stripe A (1:200; gift of T. 

Volk). 

 

in situ Hybridization 
 
Probes for in situ hybridization were made using clones from the DGC collection 

(Stapleton et al., 2002). Selected clones were grown in 96-well plates with all 



subsequent processing also performed in 96-well format. DNA was isolated using the 

Qiagen DirectPrep 96 miniprep kit and transferred to PCR plates. PCR using primers to 

vector sequences flanking the cDNA and phage promoter (sequences available upon 

request) were then used to create a linear substrate suitable for in vitro transcription 

(IVT). 5 µl of PCR product was used directly for an IVT reaction containing digoxygenin-

labeled dUTP according to standard ISH probe labeling protocols (Tautz and Pfeifle 

1989). IVT reactions were cleaned up using Qiagen MinElute 96-well PCR cleanup 

plates, resuspended in hybridization buffer, and stored at –20°C until use. 

 Hybridizations were performed using Millipore MADV N65 filter plates essentially 

as described (Tomancak et al. 2002). Hybridization was visualized using alkaline-

phosphatase coupled anti-digoxygenin antibodies and direct observation using a 

dissecting microscope following transfer of each column into 48-well plates for better 

visualization. DNA templates were sequenced to confirm probe identity.  

 
Primers Used in Quantitative PCR and ChIP 
 
Primers used to amplify Slou were forward: GCATTTCGCTCCGATTACAT and reverse: 

GGAGACACTGCGGGATACTC. Primers used to amplify mew were forward: 

CAGAAAGACTGTGGCGATGA and reverse: CCTGATGGGCGATGAATAGT. Primers 

used to amplify mys were forward: TGGCGAGTGTCACTTGAGTC and reverse: 

CAACCACATTGGATGAATCG. Primers used to amplify rp49 were forward: 

GGAGACACTGCGGGATACTC and reverse: GGCAAGGTATGTGCGTGATT. 

 

Primers used to amplify the Slou ME were forward: TACCACGATAACTGCCTCCAC and 

reverse: GACGACTCACACGCTCAAGA. The control region used was at CG18859 at 

were forward: TATCAAATCGCTCTGGCTTG	
   and reverse: 

GAGTCCAAGAGCCTGGATGT. 
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