Table S1. Primer information of methylated and un-methylated NR4A1 and NR4A3 genes and

rs1569686
Product
™™ length

Genes Primers Sequences (°C) (bp)
Forward GGTTTGTTTTGATCGTTTAGTAGC 60

Methylated

NR4A1 Reverse CACTCTCCAATTACTCCCGAA 59 142
Forward GTTTGTTTTGATTGTTTAGTAGTGG 59

Unmethylated

NR4Al Reverse CTCACTCTCCAATTACTCCCAAA 61 143
Forward GTTGGATTCGTCGATGAAGGCG 64

NR4A3

Methylated Reverse CGTCGAATCGTAACCGAAATAATAACCG 67 161
Forward TGTTGGATTTGTTGATGAAGGTGG 62

NR4A3

Unmethylated Reverse ACCATCAAATCATAACCAAAATAATAACCA 63 165

Rs 1569686 Forward GTGGTGTGAGTGACCTGGAG 63

Outer Reverse GCAACATTATGGGCACACAG 58 327

Rs1569686 Forward CTTGGAAAACTCGGTTTCAACT 58

Inner Reverse AAAACTTCAGGGCATAAATCTCC 59 217, 165




Table S2. The demographic, clinical and laboratory characteristics of the study population

Hematologic factors Hb (g/dI) WBC count (x10%uL) | PLT count (x10%uL)
AML Median 8.3 12450 46500
patients —— inimum 4.9 113 7000

Maximum 14.5 157200 380000
Control Median 13.2 5650 246000
minimum 9.8 3900 148000
Maximum 16.5 8800 435000
FAB classification AML-M1 | AML-M2 AML-M4 AML-M5
The frequency in patients n=23 n=9 n=10 n=8
46% 18% 20% 16%
Sex Male Female
The frequency in patients n=27 n=23
54% 46%
The frequency in control n=25 n=25
50% 50%
P-value=0.84
Median age >60 <60
The frequency in patients n=22 n=28
44% 56%
The frequency in control n=17 n=33
34% 66%
p-value=0.67




NR4AI Gene
(upstream)[52050753-52051086], CPG island 87 was selected.

Bizulfite conversion M:

FTTITGTTGGEEGAAGTCGCGTTT TETGTAT TAGT TGCET TTAGGGTTGAGETGAGGECETAGETTTTT TAGGETGTGT TCGAATT
GTI'DG'I'ITI'AGTI'CEmeGTFITGATﬂ;ﬂTAGEAEDGGTAGTAGCG#.TATI_ITAGGGH_WAGGAAGGGWFGGGMGGTG

>
TAAAGGLGGEETTAGETTCEGAGGEAGTCGGAGGEATCGEECGCEETTGETTITCGEEAGTAATIGGAGAGTGAGGAGATTT
TTATTCGGEGAAGTTTCGCGETCEGCETTTTTATAGCGTTTTTTITCGGEGETTT IGR:-IHI TTTTCGTTGGTTATT T TGEATTTGGGGGETT
TITA S

Bizulfite conversion 1

TG TTGEEEAAGT TETET T TTGTETATTAGT TGTGT TTAGGGTTGAGETGAGGETGTAGGT T T TTTAGGETGTETT TGAATT
GTTTGTTTTAGTTTGTGETTTGT TTTGATTGT T TAGTAGTGETASTAGTGATATTTTAGGGTTTTAGGAAGGGTTTGGLAAGETGT
AAAGGTGGGG'I'I'AGGTI'I'GG.-5.GGGAG'I'I'GGAGGGA'I'I'GEEGTGTGGWGGWGGGAGTAATTGGAGAGTG&GGAGATFH
TATTTGEGEAAGTTTTGTGGTTGTGTTTTTATAGTGTTTTTTTTTGRGETTTTGE I"I TTTTTGTTGGTTATT TTGGATTTGEEGEGETTT
TTA3

NE4A3 gene
( exon3) [F9819867-00820227], CPG izland 400 was selected.

Bizulfite conversion M:

FTOGAATCGAGT T TAAGATGGCGATTTCGTT TTCGT T TT T TTCGTAT T TTOGGCEGEETTAGGGCGTTTTTTTACGCGGCGEGETTC
GUGTTOGAGATTCGGT TAAAAATAGT TAGGT TCGAT TATATT TG ETTCGGTOGGATT TTEGCGUEGETCGOGCGTTTTTCGTTTCGET
TI'CG'I'ITDGTI'I'CECGCG'I'I'I'I'G'I'I'I'CG'I'ITDG%EGGCGWGMTGGAGMGGGGG;GGGGTGHCGAEGGGAMW
'ITP.'I'I'I'GDGGCGCGCETCGGCGGDGGG'I'ITCGGWMTCGTGEMTWAGTMT&TOGTWGCG]T;ATFACGOG'I'I'I'CGCGTGCG
TTAGCGTCGCGOGGETS”

( exon3) [99828437-99828752]

Bizulfite conversion 1

FTTATTGT T TATT T T TAT TATGT TGGTT TTT T T T T T TAGG TG EEETGT TATG G GATGAGGTATTGT TTTTGGTGT T TG TTGTATT
GTATTTGGT T TGT TG T TGGAT TTGT TeATGAAGGTGGT T T TTATGGTGGT TGGTGTGTGTTTTTTGTTTITTTTATTTTAAGTTTTTGT
TGTTGTATTTITTTGTGTTTAGTTTG G'I_GGTGG'I'I'A'I:I'A'I'I'I'I'GG'IT ATGATTTGATGETTGTTGT TGTGTTTAGTTTGTTGTTGEGE
AGTI'G_.-'-".G'I'I'GTFG_GGGTAGWAGGTFG;GTGTWG#.GAG_FATFGTATGGGTFGTI'GWGGTFAAGAGGS’

Figure S1. The sequence and annealing sites of Methylated (M) and Unmethylated (U) primers
of NR4A1 and NR4A3 genes

(The highlighted areas are the place that primers specifically bind.The red Ts are cytosines that have been
converted to thymine during the bisulfite process.)
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Figure S2. Gel electrophoresis of rs1569686 polymorphism of DNMT3B gene that includes negative control(
blank), ladder and patient’s sample. “M” is mutant homozygous; “H” is heterozygous and “W” is normal
homozygous



