Targeting the PBX1–BCL2L1 Axis as a Therapeutic Strategy in Colorectal Cancer
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Figure S1. BCL2L1 modulation does not significantly affect PBX1 expression or activity in CRC cells. (A-D) qPCR analysis of PBX1 mRNA levels in HCT116 and RKO colorectal cancer cells following silencing or overexpression of BCL2L1. No significant changes in PBX1 mRNA levels were observed in either cell line. (E-H) Western blot analysis of PBX1 protein expression in HCT116 and RKO cells following modulation of BCL2L1. PBX1 protein levels remained unchanged upon silencing or overexpression of BCL2L1 in both cell lines. Significance for all data was determined by the independent samples t-test. Data are shown as mean ± S.D., n ≥ 3. *P < 0.05, **P < 0.01.

Supplementary tables

Table S1. Descriptive statistics of PBX1 expression distribution in colorectal cancer.
	
	Min
	Q1
	Med
	Q3
	Max
	Upper whisker
	N

	Normal
	104
	766
	1025
	1461
	7786
	2430
	377

	Tumor
	7
	405
	641.5
	954
	6070
	1768
	1450

	Metastatic
	112
	432.5
	661
	882.5
	4722
	1527
	99


Note: Expression data were analyzed using the TNMplot online tool (https://www.tnmplot.com), based on data from the TCGA and GTEx cohorts. N, number of samples; Q1, first quartile; Q3, third quartile.

Table S2. Primer sequences for real-time RT- qPCR 

	Primer Names
	Primer sequences

	PBX1-F
	5’- CAGTGGAGCATTCAGATTACAG -3’

	PBX1-R
	5’- TCGCAGGAGATTCATCACG -3’

	Bcl-xL-F
	5’- CGTGGAAAGCGTAGACAAGG-3’

	Bcl-xL-R
	5’- GGTGGTCATTCAGGTAAGTGG -3’

	Bcl-xS-F
	5’- GCTTTGAACAGGATACTTTTG -3’

	Bcl-xS-R
	5’- GGTAGAGTGGATGGTCAGTG -3’

	β-actin-F
	5’- TTGGCAATGAGCGGTTCC -3’

	β-actin-R
	5’- AGACAGCACTGTGTTGGC -3’


Note：The qPCR primers for Bcl-xL were designed to target a unique region specific to Bcl-xL (a segment absent in Bcl-xS). 
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Note：The upstream primer for Bcl-xS was designed at the junction of exons 2 and 3, with a sequence unique to Bcl-xS.
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Table S3. Primer sequences for ChIP
	Primer Names
	Primer sequences

	Anti-PBX1-F
	5’-CCTACCTGGCTGACTGCTC-3’

	Anti-PBX1-R
	5’-CACTCCCTTTGCGTCTCG-3’

	Anti-H3K27ac-F
	5’-CTCTCCGCCTCCTACTGG-3’

	Anti-H3K27ac-R
	5’-GCCTTCAACATCACAGACAG-3’


Table S4. Primer sequences for dual-luciferase reporter assay 

	Primer Names
	Primer sequences

	Promoter_homologous_F
	5’- atctgcgatctaagtaagcttGGCTGATTGACTGATGAGTGACTGAC -3’

	Promoter_homologous_R
	5’- cagtaccggaatgccaagcttTCTTTGTGGGTCTTACGAAGGTCTGG -3’

	Promoter_segment1_homologous_F
	5’- atctgcgatctaagtaagcttCCTCCCTGCGTCCCTCACTG-3’

	Promoter_segment1_homologous_R
	5’-cagtaccggaatgccaagctTTGGTTTCTTTGTGGGTCTTACGAAGG -3’

	Promoter_segment2_homologous_F
	5’- atctgcgatctaagtaagcttGTGCGTGACAGCCGTTGCG -3’

	Promoter_segment2_homologous_R
	5’- cagtaccggaatgccaagcttTCTCAATGGGGTTCAAGGTTTCAGTG -3’

	Promoter_segment3_homologous_F
	5’- atctgcgatctaagtaagcttAAACTGACGGACGGATGAAATAGGC -3’

	Promoter_segment3_homologous_R
	5’- aagcttggcattccggtactgGGAAGCGGGACGGCGAAGG -3’
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