Genotyping Details

Multiplex PCR was performed in six microliter volumes containing 0.1 units of Taq polymerase (Amplitaq Gold, Applied Biosystems), 5 ng genomic DNA, 2.5 pmol of each PCR primer, and 2.5 µmol of dNTP. Thermocycling was at 95(C for 15 minutes followed by 45 cycles of 95(C for 20s, 56(C for 30s, 72(C for 30s. Unincorporated dNTPs were deactivated using 0.3U of Shrimp Alkaline Phosphatase (Roche) followed by primer extension using 5.4 pmol of each primer extension probe, 50 µmole of the appropriate dNTP/ddNTP combination, and 0.5 units of Thermosequenase (Amersham Pharmacia). Reactions were heated to 94(C for 2 minutes, followed by 40 cycles of 94(C for 5 s, 50(C for 5 s, 72(C  for 5 s. Following addition of a cation exchange resin to remove residual salt from the reactions, seven nanoliters of the purified primer extension reaction was loaded onto a matrix pad (3-hydroxypicoloinic acid) of a SpectroCHIP (Sequenom, San Diego, CA). SpectroCHIPs were analyzed using a Bruker Biflex III MALDI-TOF mass spectrometer (SpectroREADER, Sequenom, San Diego, CA) and spectra processed using SpectroTYPER (Sequenom).

Eleven of the microsatellites were amplified using the following primers/amplification programs:

Microsatellite
Forward Primer (5' to 3')
Reverse Primer (5' to 3')
PCR program

D6S1542
ACTGGGTGCATCAGGGAG 
CTTTACAACCCTTGGCAGC 
EPA

D6S1560
CTCCAGTCCCCACTGC 
CCCAAGGCCACATAGC 
64ANN

D6S1701
GGTGTCAGAGCAANATTCC 
AACAAAGTATCACAAACTGGGAG 
RG-MSATS

D6S2747 
GGAGACACATTCAAACCATAGC 
CAATTGGTGACATACATCAACTTG 
MSATTD

D6S2896 
AATGGCTGTTAGGAAGAAGC 
TCTTCCTTAGCTGCTGCTG 
MSATTD

D6S2793 
AATAGCCATGAGAAGCTATGTGGGGGAG 
CTACCTCCTTGCCAAACTTGCTGTTTGTG 
RG-MSATS

D6S2814
GTGAAATCAGCCTGCTTCTG 
GAACACAACCATCTCTGCTC 
RG-MSATS

D6S2840   
AGATGGCATTTGGAGAGTGCAG 
TCCTTACAGCAGAGATATGTGG 
RG-MSATS

D6S265
ACGTTCGTACCCATTAACCT 
ATCGAGGTAAACAGCAGAAA 
RG-MSATS

D6S2972
GAAATGTGAGAATAAAGGAGA 
GATAAAGGGGAACTACTACA 
EPA

D6S258
GCAAATCAAGAATGTAATTCCC 
CTTCCAATCCATAAGCATGG 
MSATJH

Primers sequences were obtained from (26-28). Microsatellite name translations to D6S numbers obtained from (29).

The forward primers were fluorescently tagged with 6-FAM, TET or HEX. Amplification was performed in 15 microliter volumes containing 0.8 units Taq polymerase (Roche Applied Science), 25 ng DNA, 200uM dNTPs, 2.4 pmol each primer, 3.0 nmol dNTPs, and 1x PCR buffer (1.5mM MgCl2, 10 mM Tris-HCl, 50mM KCl, pH 8.3, Roche Applied Science). Reactions were run in one of the following MJ Research thermocyclers (PTC-100, PTC-200 or Genomyx CycLR). Samples were then multiplexed and 2-3ul of multiplex was combined with an equal amount of size standard loading buffer mix (containing formamide, blue dextran and fluorescently labeled size standard Genescan-350 or -500 Tamara.), denatured for 3 minutes at 95oC, and electrophoresed on a 5% gel (National Diagnostics), using an ABI model 377 DNA sequencer (Applied Biosystems).

Genotypes for individuals from families 1331, 1332, 1347, 1362, 1413, 1416 and 884 for D6S1542, D6S1560, D6S1701, D6S1666, D6S265, D6S258 were obtained from the CEPH website (http://www.cephb.fr/test/cephdb/). To ensure correspondence in allele sizes with those genotyped for this study, individual 1347-2 was genotyped for these loci.

For RG-MSATS amplification, reactions were heated to 95oC for 2 minutes followed by 29 cycles of 94oC for 45 s, 57oC for 45 s, 72oC for 1 minute.  The final extension was at 72oC for 7 minutes. MSATJH and 64ANN were the same as RG-MSATS, except annealing was carried out at 55oC and 64oC respectively. MSATTD was a touchdown annealing starting at 60oC and decreasing in each subsequent cycle by 0.3oC until arriving at 55oC were annealing was held constant for the remaining 15 cycles. EPA reactions were heated to 95oC for 2 minutes followed by 4 cycles at 96oC for 30 s, 57oC for 90 s and 72oC for 90 s; followed by 28 cycles at 95oC for 30 s, 55oC for 45 s, 72oC for 1 minute.  The final extension was at 72oC for 30 minutes.

