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SHP Settings Tm settings
Total number of SNPs: ag TnT Tm min: T2 =
Number of SNPs in reaction: 7a TnT Tm max: T8 °C
Thread Compensation Prase Tm min: 56 o
Length Value: nt . 5
104 Run PraSE Tm max: TE C
dNTP Combinations
AGCIAGT AGCICTA CTG/AGT CTGICTA
Number of AGC: 36 Humber of AGC: 46 Number of CTG: 39 Number of CTG: 54
Number of AGT: 39 RlumberuiE 29 Number of AGT: 36 Humber of CTA: i
Score: 2736 Score: 2086 SEIEE 2868 Score: 2386
["] Chosen [Z] chosen [v] Chosen ["] Chosen
| Select Primers
| | Status: Generation of extensions -Finished
Supplementary Figure 1a - The ‘Data and Scoring’ tab included in the TnT software. Settings, SNP
distributions and the total score of the four different 3-dNTP combinations are presented.
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SHPId  [Typelvaria.[3-dn. [Sc [Ex.] B [3-d.[sc.[Ex] Ext [3-ar.5c. [Ext ] Ext [3d.[sc.JE.] Ext [ Bxclude |
r5867S VoG |CTA 16 |4 YACT TGC |2 1 |¥ GTA |8 |3 RTT AGC 2 1R ]
rs10847 R OAG JAGC 16 |4 [RGAC GTA |8 3 |RGA TGC |8 3 TG CTA 4 |2 T [l
rz14804 A T |CTA |8 3 |YAT TGC |2 1 i GTA |8 3 RTG AGC 2 1R [l
rs875233 A CT|CTA |8 3 YCC TGC 16 |4 |vYCCG GTA |2 1 F AGC 42 RC [
rS22T326T W |AT CTA |2 T GTA |8 3 [WGA GTA |8 3 WG CTA 4 |2 WT [l
153021094 M A CTA |2 1 M AGC (32 |8 MGGAGGACC GTA |2 |1 K TGC 64 |5 KCCTC [l
153024496 v (CIT 0 (CTA |16 |4 [YATA TGC |2 1 |¥ GTA |32 |10 RAGAGAGGTA  |AGC |32 |8 |RAGAGAGG ]
153765702 Y (G CTA |2 1 0 TGC 16 12 WGGCTCGGTCTC |GTA |40 2 RT AGC 2 1R [l
rg37EST13 R |G JAGC (B4 |6 RCAGAG GTA |2 1 R TGC |32 9 YTCGTTCTG CTA |8 |3 NTC [l
rs6166 ROAG AGC |2 1 R GTA |64 B |RTGGTT TGC |64 6 WTGGETG CTA 42 NT [l
1517861 ko GT |GTA |2 1 K TGC |4 2 |KC CTA |4 2 T AGC 21 M [l
rs1042821 | CT o CTA |4 2 C TGC |32 |8 YCOGGGGT GTA |8 3 RGG AGC B4 |5 RGGCC [l
rs1800587 v |G (CTA |64 |5 [YCATT TGC |4 |2 |¥C GTA |64 |6 RTGTTG AGC 2 1R [l
152228671 |5 (CIG AGC |32 |8 |BAAAMACAG TGC 2 N1 5 TGS |32 8 SCTCCCTG AGC 4|2 [BC ]
rs3136228 W |GIT  |GTA |2 1 K TGC |32 |10 |KCTCCTTGCG CTA |4 2 M AGC |0 |2 MCGGAGCGA [}
rg3210400 R |AG JAGC B4 [T RCAGAGG  |GTA |2 1 F TGC |16 |11 WCTGCCCGOTC |CTA (8 |3 YCT [l
rs1464645 | CTCTA |2 T TGC |4 2 WG GTA |4 2 RT AGC 2 1R [l
152286940 | CT|CTA |4 2 A TGO |2 1 i GTA |64 |6 RGTAGA AGC 42 RG [l
511466512 W AT (CTA |8 3 WCA GTA 2 1 W GTA |32 |9 WTGGGGAM CTA |4 (2 T [l
152254514 (G CTA |2 1 0 TGC 64 |5 WGTGG GTA |16 |4 RATG AGC 4|12 [RA [ |

Supplementary Figure 1b - The second tab in the software displaying all possible in silico extensions for
each SNP. The first three columns represent SNP Id, SNP Type and SNP variation. In the following columns,
the score, the number of incorporated bases (Extension length) and the bases incorporated (Extension) in
each possible in silico 3-dNTP extension are indicated. Note that self-complimentary SNPs (W and S) gener-
ate two different dNTP extensions, while all others generate four. Marking of the last column excludes the
SNP.
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TnT Primers
r23021094_1_pho AGAGTCAAGTTATTTAAAAMATCTGGC Cactetyaagacgatyts
reB166_2_pho CCACTTACATACTTGTCCCTCTAAGYctctgasagegotatatyacat

PrasE Primers
r=3021094_1_pho AGAGTCAAGTTATTTAAAAMATCTGGC Coctetgaagacagtyt
reB166_2_pho CCACTTACATACTTGTCCCTCTAAG g tctaaaggcaatatatyacal

ra18005887_3_pho COCTGGETTACTATTATTAAAGAATTTCTCyctetgasagegotat:
re2286840_4_pho CTGCTTATCTGACAAC CCTCAGAT Coctetaaaggeaatataty
r22254514_6_pho ATGGATGGCTGCTGGARACCCCTactctyaagacagtotataas
re1042124_6_pho CCGATCCOCTATCTACTTITCTCTC Cactetyaagacaatgtataa
re1298686_7_pho ACCTCTTTGTCCTGCAGCAGTTIT Coctetgaaggeaatataty
re1 F2620_8_pho ATTTTGTGGTGAMGTGCCTAMTITGactetyaagacggtgtaty
r5998074_9_pho ATCGCGCTCCCTGAGGATACTCANCclyaa0ycoytytataac &
r51998206_10_pho CCAGCTTCCCAGAAGTTGTRCATAYCtelyaagacogtotaty
152301 635_11_pho ASAGAAAC CAATGTTTHCAMAGTAGATANCtln a0 C ooty
1538241 20_12_pho AGGGCAGCTGTTCCGCCTGCGATIcclaa a0y o ytytaty
rs17658_13_pho CCTTGGAGTTTGAMAGACAANGGEAgCicigaayuryigtaty al
rs1111350_14_pho CTGAGTTGEGEGGOTEETIGCTGyctctyaaggeygtgtatyar
rs2228527_15_pho COCCAAGTTTGAAGGAACTCGAAT Tyctctyaagy ey gtgtaty
rs2235128_16_pho COCCCACATTTGTGCCGACACTGTTyctetyaagg ey gtota
rs2227973_17_pho COCAAT GCTTCOARAGAG GAMAG Gyctetyaagacggtgtaty
rs144848_18_pho ACATTTGAATCTAATGGATCAGTATCATyctctgaaggegatats o |
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r21800587_3_pho COCTGGTTACTATTATTAAAGAATTTCTCetetgaaggegatat:
r22286940_4_pho CTGCTTATCTGACAACCCTCAGAT Coctetaaaggcaatataty
r22254514_5_pho ATGGATGGCTGCTGGAAMC CCCTactetyaagacatytataac
r21042124_E_pho CCGATCCCTATCTACTTTCTCTC Cactetgaagocgatgtataa
re1295686_7_pho ACCTCTTTGTCCTGCAGCAGTTTT Coctetaaaggcgatataty
re 1 72520_8_pho ATTTTGTGGTGAMGTGCCTAATTT Gactetyaaggcgatgtaty
re898074_9_pho ATCGCGCTCCCTGAGGATACTCAyctetgaaggeaototatyacs
r21998206_10_pho CCAGCTTCCCAGAAGTTGTGCATAYctetaaaggcaatataty
r52301635_11_pho ASRGAAACCAATGTTTGCARAGTAGATACClO a0 g C nuty
r53824120_12_pho AGGGCAGCTGTTCCGCCTOCGATacetnaangcogtataty
rs17658_13_pho CCTTGBAGTTTGAAAGACARAGGGANCclyaayycaototatya
rs1111350_14_pho CTGAGTTGEGGGETEETTIGCTGyeiclyaagurygintatgal
rs2228527_15_pho COCCAAGTTTGAAGGAACTCGAATTgoictgaagyeogigtat
rs2235128_16_pho CCCCCACATTTGTGCCOACACTGETTyctctlyaagacyatyts
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re2237A73_17_pho CCCAATGCTTCCAAAGAGGAMG Goctttoaaoocoototaty |
T ot |

Supplementary Figure 1c - Primer selection for the TnT and PrASE reactions. Tags are marked as lowercase
and primer sequences as uppercase letters.




