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Supplementary Figure 1. Medium color changes under metformin treatment and hypoxic growth conditions. (A) Pink-to-yellow change of culture medium in A549 cells in the presence of metformin (5 mM). After 3 days of metformin treatment, medium color changed from pink to yellow in both A549 and ClpP overexpressing A549 cells (A549-ClpP1), indicating accelerated acidification of the extracellular microenvironment. (B) Accelerated acidification of culture medium in A549-ClpP cells cultured under hypoxia. A total of 3 × 104 parental A549 cells, A549-EGFP cells, and two ClpP-overexpressing clones (A549-ClpP1 and A549-ClpP4) were seeded in 24-well plates in 1 mL of DMEM per well and cultured under hypoxic conditions. Images were acquired 3 days after being cultured under hypoxic condition (1% oxygen). 
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Supplementary Figure 2.  Establishment and characterization of stable cell lines expressing ClpP-EGFP fusion protein. 
(A) Immunofluorescence of ClpP-EGFP in 143B cells. (B) Western blot of ClpP expression in 143B and A549 cells. Except for endogenous ClpP (⁓26kDa) and fusion protein ClpP-EGFP (⁓51kDa), there are two extra bands with molecular wight of ⁓35kDa and ⁓27kDa, respectively. (C) MitoTracker staining in A549-ClpP cells. (D) Sensitivity to ONC201 in the A549-ClpP cells. 5X103 cells of A549-EGFP and A549-ClpP were seeded in triplicate in 96-well plates and treated with 3 times serial-diluted concentrations of ONC201 for 48h, the viability was determined with XTT. The experiment was repeated 3 times, and the data is presented as mean relative value of viability ± SD. Growth curves of (E)143B-ClpP cells and (F) A549-ClpP cells. Data are presented as mean cell number ± SD from triplicate wells in a 24‑well plate. Statistical significance was assessed using the student’s test. **: p<0.01; ***: p<0.001.   

	Cell lines
	143B
	143B-ClpP1

	IC50 (µM)
	121.50
	0.60

	CI (95%)
	75.57-221.90
	0.36-1.03


Supplementary Table 1. IC50 of ONC201 in 143B-ClpP1 cells




CI: Confidence interval


Supplementary table 2. Sequences of qPCR primers
	Gene
	Forward primer
	Reverse primer

	CA1
	ATTCTGCCGAGCTTCACGTA
	CTGCCAAACCATCAGCCTTT

	CA2
	CAGCGAGCAGGTGTTGAAAT
	CCTGTTCTTCAGTGGCTGAG

	CA3
	AGCGGAGCTTCATTTGGTTC
	AATGCCAATCACAGCGATCC

	CA5B
	ATAAGGACGCCCTTGTGGAA
	TGATCCAGGTGACAGACTCG

	GDH
	CTTAGCACCGGGTACCTCTC
	GCACATCCACCTGCAATAAA

	GLS
	TGGAAGCCTGCAAAGTAAACC
	ATGGTGTCCAAAGTGCAGTG

	LDHA
	GGCTTGGCATACACAATGGA
	TGAAGGTCACACCAGCTTCAT

	LDHB
	CTTGGCATTCATCCCAGCAG
	AACACCTGCCACATTCACAC

	MCT1
	TTGGAGGTCTTGGGCTTGCCT
	GGCCAATGGTCGCCTCTTGT

	MCT4
	ATCGGCTACAGCGACACAGC
	CCAAAGCGGTTCACGCACAC

	MTHFD1
	CGCAATCAAGCCCAATCTCA
	GCTTCCGTCACTACAAACCC

	MTHFD2
	TGATCCTGGTTGGCGAGAA
	ATGCTCTGGAAGAGGCAACT

	PGM2
	TCTCCACAATCCGAGTGCTT
	GGTGTGCACAAACTTCACCT

	PKM2
	GATTCACCACCCATCACAGC
	AGAAGTTCAGACGAGCCACA

	PSAT1
	TCTACGTCATGGGCTTGGTT
	CCTCCCACAGACACGTAGAA

	SHMT1
	TCTGCCACGTCCATCTTCTT
	GTTCTCCTCCAGCTGGTCAT

	SHMT2
	CCCACAATCATGCCATTGCT
	GAGTACTCCCGGAACATGGC

	SLC4A4
	GCCCACAAGGTTCTTGTTCA
	ATCAGACATCAGGGTGGCAA

	UPP1
	TTGACTGCCCAGGTAGAGAC
	TGCCCATACCATGACTGACA

	S18
	TCACTGAGGATGAGGTGGAA
	GCTTGTTGTCCAGACCATTG
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