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APPENDIX
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Figure. 1 Schematic dlagram of the mtDNA D-loop region contalning the hypervariable region-f (HV-1)

amplified in mtDNA testing. First and second PCR are indicated. Horizontal arrows indicale forward and reverse

primers, Numbers next to the primers ara CC primer numbers.

M 1 2 3 4 5§ 6 7 8 9 10 11 12 13 14 15

Figure 2 Some of the positive PCR ampiification from second PCR reaction using primer CC3/CC2 (lane3 to

15). M: 100 base pair ladder, lane 1: blank control, fane 2: negative controf
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Flgure 3 Nucleotide sequence differences in the D-loop region of mtDNA for 28 ancient teeth. A total of at least
24 polymorphic sites are found In comparison with the D-loop regfon of mtDNA in the reference sequence of
Anderson ef al. (1981), Only the differences from the reference sequence are shown. T stands for each single
clone of the plasmid DNA represent that sample number on the right. Dots(.} represent the sames nucleotide as
in reference sequence whereas ~ indicates unfinished sequence. Seven clusters of polymorphisms are shown

on the right.



OUTPUT from DNASP program

Input Data File: D:\..\ALIGN16209-16380 no anderson.fas

Number of sequences: 28  Number of sequences used: 28
Selected region: 1-182 Number of sitas: 182

Total number of sites (excluding sites with gaps / missing data). 182

Pairwise Deletion option:

Sites with alignment gaps or missing data were considered

Analysis in Pairwise Comparisons

Gaps/missing information were excluded ONLY in palrwise comparisons
Number of pairwise comparisons: 378
Average number of sites analyzed: 182.00
Average number of differences: 2.431

Nucieotide diversity, Pi: 0.01336

Analysis at Individuat Sites
Number of sites analyzed: 182.00
Number of polymorphic sites, S: 13
Average number of differences: 2.431
Nugcleotide diversity, Pi: 0.01336
Theta-W, per sequence: 3.34065
Theta-W, per site: 0.01836

Flgure 4 Nucieotide diversity output of the 28 mtDNA seguence from ancient feeth from DNASP program.



38
173
a0
T24

TEB
1113
4

T90

44
T66
SAM 161

SANDERSON.TXT
6ol

Figure § Phylogenetic tree for the 28 mtDNA sequences using Neighbor-Joining/tUPGMA method version
3.6a2.1. The two cluters in the tree are Indicated by brackels (C1, C2).
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Figure 6 Nucleotida sequence
difference in D-loop region for 28 ancient
teath mtDNA sequences, 4 typss of
Lawa, 1 Mlabri, and 50 other northem
Thai (NThai) based on 182-bp fragment.
The positions of 55 polymorphic sites
observed are numbsred according fo the
published reference sequence for
human mtDNA
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Figure 7 Phylogenetic trea showing 28
ancient mDNA lineages from Pang Ma Pha
and three other populations. The
phylogenetic tree was constructed, based on
pairwise difference distant method, by the
neighbor-foining method. The two clusters
are Indicated by brackets (C1, C2). The
name of efhnic haplofypes ( Lawa, Miabri,
and northern Thal or NThai) are indicated af

the tips of each branch.
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Figure 8 Phylogenetic tree of the 28 anclent DNA comparing with 4 other subpopultations, Lisu (HiL), Mussur (HIM],

Thal Chiang Mal (CM) and normal Khon Kaen {number) based on parsimony analysis by the neighbor-joining mathod.

Two main clusters of 2000 year old DNA are observed (C1, C2) diverged at the circle point with the exception of T24

which branches first as shown in the roofed tres.
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Figure 9 Unroofed phylogenetic tree of the 28 ancient DNA comparing with 4 other subpopulations, Lisu (HIL), Mussur

(HIM), Thal Chiang Mal (CM) and normal Khon Kaen (number) based on parsimony analysis by the neighbor-joining

method.



