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Phytochemicals can counteract breast cancer by restoring autophagic flux and disrupting the LC3B–p62–Nrf2 feedback loop
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                        Table S1: Quantitative PCR (qPCR) human primer nucleotide sequences
	Gene symbol
	Nucleotide sequence (5' to 3')

	LC3 (NM_022818)
	Forward 
	GAGAAGCAGCTTCCTGTTCTGG

	
	Reverse 
	GTGTCCGTTCACCAACAGGAAG

	NRF2 (NM_006164)
	Forward 
	CACATCCAGTCAGAAACCAGTGG

	
	Reverse 
	GGAATGTCTGCGCCAAAAGCTG

	p62 (NM_003900)
	Forward 
	TGTGTAGCGTCTGCGAGGGAAA

	
	Reverse 
	AGTGTCCGTGTTTCACCTTCCG

	Beta-actin (NM_001101)
	Forward 
	CACCATTGGCAATGAGCGGTTC

	
	Reverse 

	AGGTCTTTGCGGATGTCCACGT


 
 
 Table S2: Primary and secondary antibody details
 
	Target protein
	Company
	Application

	LC3
	Cell Signaling #3868
	Immunoblot 

	
	
	Immunofluorescence

	NRF2
	Sigma #L7543
	Immunoblot 

	
	
	Immunofluorescence

	p62
	Santacruz, #sc-28359

	Immunoblot 

	
	
	Immunofluorescence

	Beta-actin
	mAbcam 8226
	Immunoblot 

	Anti-mouse IgG-HRP 
	Cell Signaling #7074
	Immunoblot 

	Anti-rabbit IgG-HRP 
	Cell Signaling #7076
	Immunoblot 

	Anti-rabbit Alexa Fluor™ 488 Antibody
	Invitrogen, # A11008
	Immunofluorescence

	Anti-mouse Alexa Fluor™ 564 Antibody
	Invitrogen, # A-11030

	Immunofluorescence
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Figure S1;(A) Structure of DTBN: Purified extract from Nuphar lutea, 6,6′-dihydroxythiobinupharidine . DTBN decreases breast cancer cells (different Tp53 status) viability dose dependently. (B) MTT-based viability assay of breast cancer cells with various DTBN concentrations after 24 hours of treatment. IC50 value calculated using non-linear regression. (C-D) Cell viability of cells after the treatment of brusatol (0.2&0.5µM) and DTBN (0.2 & 0.5µM) for 24 hours. 
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Figure S2: Scratch wound healing assay to determine the effect of DTBN and Brusatol on the migration of breast cancer cells (MCF7, MDA-MB-231 &MDA-MB-453)
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Figure S3: DTBN and Brusatol  synergism  was predicted by synergy combination index/scores
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Figure S4; Representative FACS images showing reactive oxygen species levels in control samples, DTBN-treated samples, and samples treated with both DTBN and brusatol.(A) MCF7,(B)MDA-MB-231& (C)MDA-MB-453.
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Figure  S5; Molecular docking analysis and score of NRF2 against (A) DTBN and (B) Brusatol (NRF2 inhibitor)
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Figure S6: Publicly available data analysis to find out the prognosis and diagnosis of Nrf2, p62 & LC3 (A-C) Survival plot by kaplan Meier plotter (D) Combined Reciever operating curve (ROC)
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Figure S7; Plots of Pearson's correlation between (A)p62 and Nrf2 (B) LC3 and Nrf2 (C) p62&LC3
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Original images of fig. 3B.
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                                                         Original images of fig. 4B.
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                                             Original images of fig. 4B.
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Dose}-response curve for drug: Brusatol
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