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Supplementary protocols 
 
Details of the PCR setup and PCR algorithm 

 
Primer mix        volume (µl) 
20 µM reverse primer          100  
20 µM M13 tailed forward primer          7.5  
100 µM M13 fluorescent labeled primer         20  
TLE (10 mM Tris-HCl, 0.1 mM EDTA) or mili-Q filtered water 107.5  
________________________________________________________________________ 
PCR components     volume (µl) for 1 sample 
Sterile mili-Q filtered water       6.02a 
10X PCR Buffer IIb          1.00 
dNTP Mix (10mM)c          0.80 
MgCl2 (25mM)b          0.80 
AmpliTaq Gold DNA Polymeraseb         0.08 
Primer mix (follow above recipe)      0.80 
Template DNA        0.50a 
TOTAL volume       10.00 
aDepending on the quality or quantity of DNA, the volumes of DNA and of water used 
may need to be adjusted, with the total reaction volume remaining as 10 µl.  
bAmpliTaq Gold DNA Polymerase with Buffer II and MgCl2 solution (ABI, N8080249). 
c2.5mM of each dNTP (dATP, dCTP, dGTP and dTTP) blend (ABI, N8080260). 
Please refer Ishida et al. (Ishida, et al. 2012) for DNA extracted from dung samples. 
 
PCR algorithms 
 
1. Touchdown 50 
10 min at 95˚C  
2 cycles of 15 sec at 95˚C, 30 sec at 60˚C, 45 sec at 72˚C 
2 cycles of 15 sec at 95˚C, 30 sec at 58˚C, 45 sec at 72˚C 
2 cycles of 15 sec at 95˚C, 30 sec at 56˚C, 45 sec at 72˚C 
2 cycles of 15 sec at 95˚C, 30 sec at 54˚C, 45 sec at 72˚C 
2 cycles of 15 sec at 95˚C, 30 sec at 52˚C, 45 sec at 72˚C 
30 cycles of 15 sec at 95˚C, 30 sec at 50˚C, 45 sec at 72˚C 
30 min final extension at 72˚C 
Hold at 4˚C 
 
2. Touchdown 56 
10 min at 95˚C  
2 cycles of 15 sec at 95˚C, 30 sec at 60˚C, 45 sec at 72˚C 
2 cycles of 15 sec at 95˚C, 30 sec at 58˚C, 45 sec at 72˚C 
36 cycles of 15 sec at 95˚C, 30 sec at 56˚C, 45 sec at 72˚C 
30 min final extension at 72˚C 
Hold at 4˚C  
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Figure S1 (continues next page).  
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Figure S1. Frequency distribution of alleles at 23 microsatellite loci across 15 forest elephants from 
Lope National Park, Gabon. Lcy-M5, -M42, and -M52 were monomorphic with only one allele and Lcy-
M15, M20, -M22, -M39 carried two alleles. The rest of the loci were polymorphic, ranging from 3 to 8 
alleles per locus.  
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