Supplementary tables


Table S1. Applied Biosystems TaqMan Assay Id’s and primer sequences
	Assay/primer name
	Assay Id/primer sequences

	mRNA
	

	HELLS
	Hs00934790_m1

	NOLC1
	Hs01102319_g1

	YAP1
	Hs00902712_g1

	BCL2L1
	Hs00236329_m1

	BIRC5 (Survivin)
	Hs04194392_s1

	
	

	miRNAs
	

	hsa-miR-375
	000564

	hsa-miR-340
	002258

	hsa-miR-151-3p
	002254

	RNU44
	001094

	RNU6B
	001093

	
	

	UBC Primers
	

	UBC-forward
	5’-GATTTGGGTCGCGGTTCTT-3’

	UBC-reverse
	5’-TGCCTTGACATTCTCGATGGT-3’

	
	

	ChIP primers
	

	1242-forward
	5’-CTTCACCCGAGAAATTCAGC-3’

	1242-reverse
	5’-CGTGTGAACACGTCGCTAAG-3’

	1243_1-forward
	5’-GAATCCAGAGCTGCTTCCAG-3’

	1243_1-reverse
	5’-AGTGCATTGGAGATGGGAGA-3’

	1243_2 forward
	5’-GCCCATGGGAATTTCTTTTT-3’

	1243_2 reverse
	5’-AAGCAGCTCTGGATTCCTCA-3’

	
	

	Cloning of miR-375 genomic region
	

	miR-375_Mlu1 forward
	5’-cagcacgcgtAGAAGCTGCGGGCAGGGCAAGGC-3’

	miR-375_Not1reverse
	5’-ctcggcggccgcTCAGCCGCAGATGCGTTCAGGTG-3’


The Mlu1 and Not1 restriction enzyme sites are underlined.

Table S2 MiRNA mimics and siRNA from Applied Biosystems and GenePharma


	Assay Name
	Assay Id/
Part Number
	Sequence	

	siRNA
	
	

	HELLS siRNA_1
	S6506
	-

	HELLS siRNA_2
	S6505
	-

	NOLC1 siRNA_1
	S17634
	-

	NOLC1 siRNA_2
	S17633
	-

	Silencer Select Negative Control #1 siRNA
	4390843
	-

	YAP1 siRNA_1
	-
	5´-CGAUUAUCUGCUCUCUCUUUU-3’

	
	
	5´- AAGAGAGAGCAGAUAAUCGUU-3’

	YAP1 siRNA_2
	-
	5’-GCUAUAUAAACCAUAAGAAUU-3’

	
	
	5’-UUCUUAUGGUUUAUAUAGCUU-3’

	Negative control
	-
	5’-UUCUCCGAACGUGUSACGUTT-3’

	
	
	5’-ACGUGACACGUUCGGAGAATT-3’

	miRNA mimics
	
	

	hsa-miR-375
	PM10327
	-

	hsa-miR-9
	PM10022
	-

	hsa-miR-138
	PM11727
	-

	hsa-miR-23b
	PM10711
	-

	hsa-miR-150
	PM10070
	-

	hsa-miR-145
	PM11480
	-

	Pre-miR miRNA Precursor Molecules- Negative Control  #1
	AM17110
	-



[bookmark: _GoBack]
Table S3. Primers used for 3´-UTR cloning and mutagenesis

	Primer name
	Primer sequence

	HELLS-Xho-1 FW
	5’-ATATCTCGAGAGTGGAGCTCAAGAATAGC-3’

	HELLS-Not-1 RV
	5’-ATAAGCGGCCGCGAGCATAATCCCAATCTCTCCC-3’

	HELLS_mut1 FW
	5’-AAATAGATGGTAATTTTCTGAGCCTTACCAAGAATTCAGAAGTATCCATATTAAGTTTAGATTTTCAG-3’

	HELLS_mut1 RV
	5’-CTGAAAATCTAAACTTAATATGGATACTTCTGAATTCTTGGTAAGGCTCAGAAAATTACCATCTATTT-3’ 

	NOLC1-Xho-1 FW
	5’-ATATCTCGAGCCTGAGGCCATCTTCGGTGAAG-3’

	NOLC1-Not-1 RV
	5’-ATATGCGGCCGCCCATGCAGACTGAAATATCTGTGTCAGC-3’

	NOLC1_mut1 FW
	5’-GACTGCATCTTCTCGTTTTTTACAGTATAGAGAATTCAGTGACATGAGTTTGAAAAATACATATCACTTGG-3’

	NOLC1_mut1 RV
	5’-CCAAGTGATATGTATTTTTCAAACTCATGTCACTGAATTCTCTATACTGTAAAAAACGAGAAGATGCAGTC-3’

	NOLC1_mut2 FW
	5’-TGATAAACTGGAGTGGGTTTGGGAGAATTCACTAATAGGATTATTGTGTCTC-3’

	NOLC1_mut2 RV
	5’-GAGACACAATAATCCTATTAGTGAATTCTCCCAAACCCACTCCAGTTTATCAG-3’



The Not1 and Xho1 sites in the primers are underlined.
Mutations introduced by the mutagenesis primers are underlined and in bold.
The mutagenesis primers were HPLC purified.



Table S6. Clinically dys-regulated miRNAs inducing phenotypic changes in CRC cell lines

	miR ID
	Number of cell lines §
	Known phenotypic effect of ectopic expression
	Dys-regulation in CRC
	Dys-regulation other cancers

	Increased cPARP cleavage
	
	
	
	

	      hsa-miR-517a
	2
	Induces apoptosis[1]
Increases proliferation[2]
	Up-reg
	Up-reg: hepatocellular carcinoma[2]

	      hsa-miR-224
	4
	Induces apoptosis and increases proliferation[3]
	Up-reg 
	Up-reg: hepatocellular carcinoma, prostate and renal cancer[3–5]
Down –reg: oral cancer[6]

	      hsa-miR-29b
	1
	Induces apoptosis and reduces proliferation[7,8]
Reduces apoptosis[9]
	Up-reg 
	Up-reg: breast cancer[10,11]
Down-reg: ovarian cancer and leukemia[12,13]

	      hsa-miR-150
	2
	Induces apoptosis and reduces proliferation[14,15]
Increases proliferation[16]
	Down-reg 
	Down-reg: lymphoma[14,15]
Up-reg:gastric cancer[16] 

	      hsa-miR-139-5p
	1
	-
	Down-reg
	Down-reg: bladder and endometrial cancer[17,18]

	      hsa-miR-375
	1
	Induces apoptosis and reduces proliferation[19–26]
	Down-reg
	Down-reg: liver, gastic cervical, head and neck cancer and melanoma[19–23]

	Decreased Ki67
	
	
	
	

	      hsa-miR-9
	4
	Reduces proliferation[27–29]
	Down-reg
	Down-reg: ovarian and gastric cancer[27,30]
Up-reg: brain tumors[31]

	      hsa-miR-23b
	2
	Reduces proliferation[32]
	Down-reg
	Down-regulated: liver cancer[32]
Up-regulated: bladder, gastric and oral cancer[33–35]

	      hsa-miR-424
	1
	-
	Up-reg
	Down-reg: leukemia[36]
Up-reg: tongue cancer[37]

	      hsa-miR-138
	1
	Induces apoptosis and reduces proliferation[38,39]
	Down-reg
	Up-reg: thyroid cancer[40]
Down-reg: Tongue, head and neck cancer[41,42]



pre-miRs selected for further in vitro analysis
§Number of cell lines demonstrating a z-score ≥1.5 (c-PARP cleavage) or ≤ -1.5 (decreased Ki67)





Table S7. Enriched list of miR-375 target candidates 


	Gene symbol
	FC (log2)
	p-value
(corrected)
	Predicted by TargetScan
	3'UTR
seed
match
	Pearson (clinical samples)

	PHLDA1
	-0.56
	0.023
	+
	7mer-A1
	-0.76

	MKI67†
	-0.61
	0.029
	-
	7mer-A1
	-0.73

	CTPS
	-0.93
	0.013
	-
	7mer-A1
	-0.72

	KIAA1430
	-0.6
	0.034
	-
	7mer-A1
	-0.7

	WWC2
	-1.05
	0.012
	+
	7mer-A1 (2)
	-0.69

	APBB2†
	-0.91
	0.027
	-
	8mer
	-0.68

	MLLT1
	-0.93
	0.01
	+
	7mer-A1
	-0.67

	STX6
	-0.67
	0.016
	-
	7mer-A1
	-0.67

	NOLC1†
	-0.6
	0.018
	-
	7mer-A1 (2)
	-0.67

	FAM105B
	-0.72
	0.042
	-
	7mer-A1 (2)
	-0.66

	C1orf107
	-0.58
	0.023
	-
	7mer-A1
	-0.66

	XPR1
	-0.7
	0.028
	-
	7mer-A1 (2)
	-0.65

	HCFC1†
	-0.61
	0.016
	-
	7mer-A1
	-0.65

	HELLS†
	-0.72
	0.01
	-
	7mer-A1
	-0.64

	ENOPH1
	-0.7
	0.011
	-
	7mer-A1
	-0.62

	ZNF695
	-1.19
	0.021
	-
	7mer-m8
	-0.6

	SKI†
	-0.73
	0.047
	+
	7mer-A1
	-0.6

	YAP1
	-0.57
	0.039
	-
	7mer-A1 (2)
	-0.6



Selection criteria:
1) Significantly down-regulated upon miR-375 over expression (FC (log2) > -0.5, p < 0.05) and containing one or more 7mer-m8, 7mer-A1 or 8mer seed matches* in the 3’UTR (224 genes)
and
2) Significantly up-regulated (FC (log2) > -0.5, p < 0.05) and negatively correlated with miR-375 in clinical samples (Pearson correlation ≤ -0.60) (18 genes listed). The miR-375 target candidates selected for further analysis are in bold.

YAP1 has been identified as a direct miR-375 target in liver cancer
 *Predicted target by TargetScan and/or 3’UTR containing one or more 7mer-m8, 7mer-A1 or 8mer seed matches
†Predicted to be involved in pathways related to cell cycle regulation using Ingenuity Pathway Analysis (IPA)
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