	Line
	Chr
	Expression
	Generation of insert

	
	
	
	

	P{mChFP-Rho1}10
	1
	Endogenous
	A template containing a genomic fragment encompassing the entire Rho1 locus with the intronic regions removed was used to amplify Rho1 1[]
. mChFP was fused in-frame at the ATG of Rho1, and the mChFP-Rho1 cassette was cloned into pCasper4 as a 5’EcoRI-3’KpnI fragment. 


	P{mChFP-Rho1}21
	2
	
	

	Sco/CyO; P{mChFP-Rho1}31
	3
	
	

	P{GFP-Rac1}10
	1
	Endogenous
	Primers were designed to amplify a 3.2 kb genomic fragment encompassing the entire Rac1 gene. GFP was inserted in-frame at the ATG of Rac1. The resulting GFP-Rac1 cassette was cloned into pCasper4 as a 5’EcoRI-3’KpnI fragment.


	P{GFP-Rac1}20
	2
	
	

	P{GFP-Rac1}30
	3
	
	

	P{GFP-Rac2}21
	2
	Endogenous
	Primers were designed to amplify a 4.2 kb genomic fragment encompassing the entire Rac2 gene. GFP was inserted in-frame at the ATG of Rac2. The resulting GFP-Rac2 cassette was cloned into pCasper4 as a 5’BamRI-3’EcoRI fragment.


	P{GFP-Rac2}31
	3
	
	

	P{DiaRBD-GFP}20
	2
	Inducible
	The Rho binding site of Dia, amino acids 51-250 2


[ ADDIN EN.CITE ]
, was PCR amplified and fused 5’ to GFP. An ATG was added at the beginning of the RBD sequence to ensure expression. The resulting DiaRBD-GFP fragment was cloned 5’KpnI-3’XbaI into pUASp.


	P{DiaRBD-GFP}37
	3
	
	

	P{RokRBD-GFP}30
	3
	Inducible
	The Rho binding site of Rok, amino acids 897-1090 3[]
, was PCR amplified and fused 5’ to GFP. An ATG was added at the beginning of the RBD sequence to ensure expression. The resulting RokRBD-GFP fragment was cloned 5’KpnI-3’XbaI into pUASp.


	P{GFP-Rok}10
	1
	Constitutive
	rok ORF was amplified from a pCite4a+ clone 4


[ ADDIN EN.CITE ]
 and cloned 3’ of GFP as a 5′BamHI-3′XbaI fragment. The resulting GFP-Rok fragment was cloned into the StuI-XbaI sites of pSqh5’+3’UTR.


	P{GFP-Rok}30
	3
	
	

	P{CapuRBD-GFP}26
	2
	Inducible
	The Rho-binding region of Capu, amino acids 100-188 1[]
, was PCR amplified and fused 5’ to GFP.  An ATG was added at the beginning of the RBD sequence to ensure expression. The resulting CapuRBD-GFP fragment was cloned 5’KpnI-3’XbaI into pUASp.


	P{CapuRBD-GFP}34
	3
	
	

	P{WashRBD-GFP}25
	2
	Inducible
	The Rho-binding region of WASH, amino acids 1-124 (our unpublished data), was PCR amplified and fused 5’ to GFP. The resulting WASHRBD-GFP fragment was cloned 5’KpnI-3’XbaI into pUASp.


	P{WashRBD-GFP}34
	3
	
	

	P{PknRBD-GFP}212*
	2
	Constitutive
	A 1 kb fragment encompassing the first 339 amino acids of PknG58A and eGFP 5


[ ADDIN EN.CITE ]
 was PCR amplified from genomic DNA of transgenic flies, and cloned 5’EcoRV-3’XbaI into pSqh5’+3’UTR. 
* Each line has two independent insertions in the same chromosome.


	P{PknRBD-GFP}312*
	3
	
	

	P{Pak1RBD-GFP}21
	2
	Constitutive
	A 226 bp fragment containing the Rho-binding domain of Pak1 (amino acids 65-140; 6


[ ADDIN EN.CITE ]
), was PCR amplified from BDGP clone LD20767 and fused to 5’ of GFP. An ATG was added at the beginning of the RBD sequence to ensure expression. The resulting Pak1RBD-GFP fusion was cloned into pSqh5’+3’UTR as a 5’StuI-3’XbaI fragment.


	P{Pak1RBD-GFP}31
	3
	
	

	P{GFP-Pak1}20
	2
	Inducible
	The Pak1 ORF was amplified from BDGP clone LD20767 and cloned as a 5’EcoRI-3’XbaI fragment 3’ of GFP. The resulting GFP-Pak1 fusion was cloned as into pUASp vector as a 5’KpnI-3’XbaI fragment. 


	P{GFP-Pak1}300
	3
	
	

	P{Pak3RBD-GFP}20
	2
	Constitutive
	The Rho-binding domain of Pak3, amino acids 1-80 6


[ ADDIN EN.CITE ]
, was PCR amplified from BDGP clone GH15507, and fused 5’ to GFP. The resulting Pak3RBD-GFP fragment was cloned 5’StuI-3’XbaI into pSqh5’+3’UTR.


	P{Pak3RBD-GFP}30
	3
	
	

	P{mCh-Pak3}30
	3
	Inducible
	The Pak3 ORF was amplified from BDGP clone GH15507 and cloned as a 5’EcoRI-3’XbaI fragment 3’ of mCh. The resulting mCh-Pak3 fusion was cloned as into pUASp vector as a 5’KpnI-3’XbaI fragment. 


	P{WASpRBD-GFP}278/CyO*
	2
	Inducible
	The p21-Rho binding site of WASp (amino acids 228-296; 7


[ ADDIN EN.CITE ]
), was PCR amplified and fused 5’ to GFP. An ATG was added at the beginning of the RBD sequence to ensure expression. The resulting WASpRBD-GFP fragment was cloned 5’KpnI-3’XbaI into pUASp.  

* Each line has two independent insertions in the same chromosome

	P{WASpRBD-GFP}378*
	3
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