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Fig. S1. Effects of miR-3151 on TP53 abundancein three AML patients.
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Fig. S2. The abundance of miR-3151 regulates caspase 3 cleavage. (A) Representative Western blots of MV4-11
cells stably expressing miR-3151 and of KG1la cstlbly expressing antagiR-3151. The abundance of TP53 and
of cleaved and uncleaved caspase 3 (CASP3) arenst@wThe bar graphs depict the change in protein adnocel
normalized to the amount of actin and relativeh® amount of the indicated protein in the scrarnsblgrol cells as
determined by densitometry (n=3 blots, data arevahas mean + s.d., P-values determined from letatadent’s
t-test).
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Fig. S3. Flow cytometric determination of CD45 abundance in the peripheral blood of NSG mice. To verify
successful engraftment of the injected cells, ooeiga in each group of four was bled 37 days afijeciion and
the presence of CD45, indicator of human cells (MM4, was detected by FACS.
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Fig. $4. Confirmation of effective knockdown of SP1, NF-kB, and TP53.



Table S1. Predicted transcription factor bindingsto TSS-3151 and TSS-BAALC. Listed are leukemia-relevant
transcription factors predicted to bind to TSE1 and TSSBAALC using the algorithm provided at TFsearch.org.
A higher score indicates a higher binding probahili

Transcription factor Score TSS-3151 Score TSS-BAALC
GATA-2 90.9 (no binding in pilot experiment) 91170(binding in pilot experiment)
SP1 90.4 82.2
RUNX1 87.4 88.7
GATA-1 87.3 (restricted to erythroid lineage) 84réstricted to erythroid lineage)
IK-2 85.1 (no binding in pilot experiment) Not predicted
MZF-1 84.3 (no binding in pilot experiment) 74.8®(binding in pilot experiment)
NF-kB 84.1 (+8bp downstream of 50bp 74.2

TSS3151)




Table S2: Primer sequences for overexpression constr ucts.

Primer name Sequence Annealing
temperature

TP53 ORF clon F (Nhel) gcgtgctagccATGGAGGAGCCGCAGTE 64C

TP53 ORF clon R (BamH]I) gcgtggatccTCAGTCTGAGTCAG

SP1 ORF clon F (Nhel) gcgtgctagcCACCATGAGCGACCAAGAT 60C

SP1 ORF clon R (Xhol) gcgtctcgagTCTCAGAAGCCATTGCCRG

miR-3151 stemloop cloning F gcgtgctagcTGCAACAACTTAGACTAG 58C

miR-3151 stemloop cloning R gcgtggatccATCACAGGTGGETIACTAG

RUNX1 ORF clon F (Nhel) gcaggctagcAGGAAGCGATGGCTTGAC 60C

RUNX1 ORF clon R (EcoRl) cgtcgaattcCGCCTCAGTAGGGGIIAC

BAALC 1-6-8 ORF clon R (Nhel) gcgtgctagcGGATGGGCTGGCGGGAG 58C

BAALC 1-6-8 ORF clon R (BamHI) gcgtggatccGTTGACACAGCTTTGTGATTC

Table S3: Primer sequencesfor luciferase constructs. In miR-3151, the SP1 and RUNX1 consensus sites are
overlapping, so only a single set of mutant prinvess necessary. BAALC, each transcription factor binding sites
was mutated separately thus the need for two $@bsi@mnt primers.

Primer name Sequence Annealing
temperature
TP53 miR-3151F (EcoRI;+1 bp of stop codon ) cottg@ATTCTCCACTTCTTGTTC 56C

TP53 miR-3151mut F (EcoRI; +1 bp of stop codon) cggattcCATTCTCCACTTCTTGggaCCCA

TP53 miR3151R (EcoRlI;+100 bp of stop codon ) coitig€ CTATTGCAAGCAAGGGTTC

TSS3151 clon F (Kpnl; -487 bp of stemloop) gcacggtaccGTAANGAGCGGTGGGATG 58C
TSS3151 clon R (Sacl; -290 bp of stemloop) gtgcgagctcCAABMGACAGACCTGAG

TSS3151 mutF gcacggtaccAACACAGCTACGACCTCATG 52C
TSS3151 mut R gcacgagctcGAGTTCCAAAaaaalhaaaaACTGCTCAC
TSSBAALC clon F (Kpnl; -2132 bp of ATG) gcacggtaccCTTGCTCRIEGGTTTATAG 58C
TSSBAALC clon R (Sacl, -2005 bp of ATG) gtgcgagctcAGCTAGATGIGGTGAGCAC

TSSBAALC mut F GCCCCAGGATAaaaaTCCACTTCACaaaACG 58C

TSSBAALC mut R CGTittGTGAAGTGGALtttTATCCTGGGGC




Table $4: Oligonucleotide sequencesfor EM SAs.

Oligo name Sequence

BAALC promoter SP1 F EMSA 5'/5Biosg/CCAGGATACCCCTECTTC
BAALC promoter SP1 R EMSA 5'/5Biosg/GAAGTGGAGGGGTEACTGG
miR3151 promoter SP1 F EMSA 5'/5Biosg/GCAGTGGGGTGEA TGGA
miR3151 promoter SP1 R EMSA 5'/5Biosg/TCCAAACCCCACCACTGC
SP1 perfect match F EMSA 5'/5Biosg/GATCCGGGGCGTGEEI G

SP1 perfect match R EMSA 5'/5Biosg/CAGTCCCCACGCCQIC




