ADDITIONAL FILE 2
Group X secreted phospholipase A2 induces lipid droplet formation and prolongs breast cancer cell survival

Supplementary Methods
In vitro assay of sPLA2 enzymatic activity using [3H]oleic acid-radiolabeled E. coli membranes

sPLA2 enzymatic activity was assayed at 37 °C for 1 h in 300 µl of assay buffer (0.1 M Tris-HCl, pH 8.0; 10 mM CaCl2, 0.1% BSA) with the addition of ~100,000 dpm of radiolabeled E. coli membranes [1]. Sample volume was adjusted in proportion to the amount of added sPLA2 and ranged from 10–50 µl. After the appropriate incubation time, reactions were stopped by the addition of 300 µl of stop buffer (0.1 M EDTA, 0.2% FAF BSA). Samples were then centrifuged (3 min; 14,000 rpm) and the supernatant was submitted to scintillation counting. 

sPLA2-induced oleic acid release from adherent cells 
MDA-MB-231 cells were plated in complete medium in 24-well culture plates at 6 ( 104 cells/well. Twenty four hours later, the cells were labeled by replenishing the medium with fresh complete medium containing 0.01 µCi [3H]OA per well. After 24 h the cells were washed three times with fresh complete medium and incubated for another 24 h in complete medium containing 1 nM hGX. Supernatants were removed and centrifuged for 5 min at 14,000 rcf to pellet dislodged cells and the adherent cells collected. The percentage of total [3H]OA released to the medium was calculated as 100 ( (dpm in medium)/(dpm in medium ( cell-associated dpm), determined by scintillation counting. Samples were prepared in duplicate.
Supplementary Table 1. Primers used in qPCR analysis.
	Gene symbol
	Accession #
	Forward primer
	Reverse primer
	Reference

	ACACA
	NM_198834
	GGATGGTGTTCACTCGGTAATAGA
	GGGTGATATGTGCTGCGTCAT
	[2]

	ACADVL
	NM_000018
	ACCCGTCCGTGCTCAACGAA
	CCAAGTGGTCTCCTCCACCAT
	[3]

	ACSL3
	NM_004457
	CCCCTGAAACTGGTCTGGTG
	TCCGCCTGGTAATGTGTTTTAA
	[4]

	CPT1A
	NM_001876
	CCTCCAGTTGGCTTATCGTG
	TTCTTCGTCTGGCTGGACAT
	[5]

	FASN
	NM_004104
	AACTCCAAGGACACAGTCACCAT
	CAGCTGCTCCACGAACTCAA
	[6]

	HMGCR
	NM_000859
	ACAATAAGATCTGTGGTTGGAATTATGA
	GCTATGCATCGTGTTATTGTCAGAA
	[7]

	PLIN2
	NM_001122
	AGTATCCCTACCTGAAGTCTGTG
	CCCCTTACAGGCATAGGTATTG
	[8]

	SCD
	NM_005063
	CCTAGAAGCTGAGAAACTGGTGA
	ACATCATCAGCAAGCCAGGT
	[9]

	SF3A1
	NM_005877
	Not available
	Not available
	PrimerDesign (UK)

	SREBF1
	NM_001005291
	GGATTGCACTTTCGAAGACATG
	AGCATAGGGTGGGTCAAATAGG
	[7]

	TOP1
	NM_003286
	CCCTGTACTTCATCGACAAGC
	CCACAGTGTCCGCTGTTTC
	[10]


Supplementary Table 2. Determination of hGX sPLA2 enzymatic activity in culture media of transfected MDA-MB-231 cells. MDA-MB-231 cells grown for 24 h in complete culture medium were transiently transfected with empty vector and plasmids encoding the wild-type hGX or catalytic-site mutant hGX(H48Q). The cells were then cultured in complete medium for an additional 72 h (FBS). Alternatively, the cells were washed 24 h post transfection and incubated in serum-free medium containing 0.05% FAF BSA for an additional 48 h (BSA). The concentration of hGX secreted in the culture medium at indicated time points was determined with the in vitro sPLA2 enzymatic assay using [3H]oleic acid-radiolabeled E. coli membranes as described in the Supplemental Method. Abbreviations: nd, not detected.
	
	[sPLA2] (pM)

	
	24 h
	48 h
	72 h

	pDNA
	FBS
	BSA
	FBS
	BSA
	FBS
	BSA

	Empty vector
	nd
	nd
	nd
	nd
	nd
	nd

	hGX
	255 ( 15
	-
	504 ( 17
	247 ( 84
	522 ( 19
	326 ( 119

	hGX(H48Q)
	nd
	-
	nd
	nd
	nd
	nd
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