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METHODS

DNA extraction and mtDNA sequencing

We extracted DNA from tail tissue preserved in (70-
90 % ethanol) using the Isolate Il genomic DNA
extraction kit (Bioline) and sequenced an approximately
1200 base pair (bp) region of mtDNA including the
genes encoding for NADH dehydrogenase 2 (ND2),
tRNA™ and tRNA*? using the primer pair H5730 (5’-
AGCGAATRGAAGCCCGCTGG-3’, Glor et al., 2004) and
L4437a (5’AAGCTTTCGGGCCCATACC-3’, Macey et al.,
1997). Amplifications were carried out in a total volume
of 30 pl consisting of 15 ul of MyTaq HS Mix (Bioline), 1.2
ul (0.4 mM) of each primer, 10.6 pl PCR grade H,0 and 2
pl template DNA (20 ng). PCR conditions were as follows:
an initial denaturation step at 95 °C for 1 min, followed
by 30 cycles at 95 °C for 1 min, 53 °C for 35 sec and 72
°C for 80 sec and a final extension step at 72 °C for 5
min. PCR products were purified using the QlAquick PCR
Purification Kit (Qiagen) and sequencing was performed
on the AB 3130x| genetic analyzer.

Mitochondrial DNA sequences in both directions
were corrected by eye and aligned to obtain a consensus
sequence. Accepted sequences were then aligned using
MAFFT (Katoh et al., 2002) implemented in GENEIOUS
8 (Kearse et al., 2012) and trimmed into a uniform
length of 1213 bp. We translated the sequenced
ND2 regions to amino acid sequences to verify that
no premature stop codons disrupted the reading
frame. Unique sequences were submitted to GenBank
under the accession numbers MH375645-MH375680.

Phylogenetic and network analyses

We used the phylogenetic analysis to reconstruct
relationships among haplotypes sampled in the native
and introduced ranges and assign introduced-range
haplotypes to their geographic origin in the native range.
We obtained one additional haplotype (named AG-
watH34) for A. wattsi from GenBank (AF055931, Jackman
et al., 1999) and three outgroup sequences belonging
to A. pogus (AY296193, Harmon et al., 2003), A. leachii
and A. forresti (). Kolbe, unpublished). We ran Bayesian
inference (BI) analysis in MRBAYES (Huelsenbeck &
Ronquist, 2001) by implementing a plugin in GENEIOUS
8 (Kearse et al., 2012) with HKY+G as the best-fit model

of evolution after model selection tests and applying
the Bayesian information criterion (BIC) in MEGA 7
(Kumar et al., 2016). The BI analysis was run with four
chains of 1,000,000 generations and sampling every
100 trees with default priors (unconstrained branch
lengths). We discarded (burn-in-length) the first 10
% of the trees after checking for convergence of the
chains and the posterior probability branch support
was estimated from the 50 % majority-rule consensus
tree. We also constructed a parsimonious phylogenetic
network using a median-joining algorithm (Bandelt
et al., 1999) in PopART (Leigh & Bryant 2015). The
method uses median vectors as a hypothetical ancestral
sequence required to connect existing sequences
within the network with maximum parsimony.

REFERENCES

Bandelt, H.J., Forster, P. & Rohl. A. (1999). Median-joining
networks for inferring intraspecific phylogenies. Molecular
Biology and Evolution 16, 37-48.

Glor, R.E., Gifford, M.E., Larson, A., Losos, J.B., Schettino, L.R.,
Chamizo, Lara A.R. & Jackman, T.R. (2004). Partial island
submergence and speciation in an adaptive radiation: a
multilocus analysis of the Cuban green anoles. Proceedings
of the Royal Society B 271, 2257-2265.

Harmon, L.J., Schulte, J.A. 2nd, Larson, A. & Losos, J.B. (2003).
Tempo and mode of evolutionary radiation in iguanian
lizards. Science 301, 961-964.

Huelsenbeck, J.P. & Ronquist, F. (2001). MRBAYES: Bayesian
Inference of Phylogenetic Trees. BMC Bioinformatics 17,
754-755.

Jackman, T.R,, Larson, A., de Queiroz, K. & Losos, J.B. (1999).
Phylogeneticrelationships and tempo of early diversification
in Anolis lizards. Systematic Biology 48, 254-285.

Katoh, K., Misawa, K., Kuma, K. & Miyatam T. (2002). MAFFT: a
novel method for rapid multiple sequence alignment based
on fast Fourier transform. Nucleic Acids Research 30, 3059-
3066.

Kearse, M., Moir, R., Wilson, A., Stones-Havas, S., Cheung, M.,
Sturrock, S., Buxton, S., Cooper, A., Markowitz, S., Duran, C.,
Thierer, T., Ashton, B., Meintjes, P. & Drummond, A. (2012).
Geneious Basic: an integrated and extendable desktop
software platform for the organization and analysis of
sequence data. Bioinformatics 28, 1647-1649.



S. Michaelides et al.

Kumar, S., Stecher, G. & Tamura, K. (2016). MEGA7: Molecular
Evolutionary Genetics Analysis Version 7.0 for Bigger
Datasets. Molecular Biology and Evolution 33, 1870-1874.

Leigh, J.W.,, Bryant, D. (2015). POPART: full-feature software for

haplotype network construction. Methods in Ecology and

Evolution 6, 1110-1116.

100

100

99 AG-watH11 7

97 AG-watH7

100

L—— TT-watH3 _
2[ AG-watH18 ]
AG-watH19
64— AG-watH30
——— AG-watHS8
L AG-watH3
AG-watH6
AG-watH5
AG-watH2
AG-watH1

10

_c_;OI: AG-watH4

AG-watH26

10 TT-watH1
TT-watH2

95— AG-watH31 7
ﬁEAG-watHM
AG-watH28

- AG-watH15

100

100

——— AG-watH12
98 AG-watH25
AG-watH24

100

L AG-watH27
AG-watH16 _|

‘QSEAG—WMHSB’ ]
AG-watH13 _|

ge— AG-watH21 7
@lEAG-watHzo
AG-watH17 _|

100— AG-watH32 7]

L— AG-watH22
50— AG-watH23

L AG-watH9
AF055931
sol AG-watH10

[ AG-watH29 |

Anolis forrestz'

Anolis leachii

Macey, J.R., Larson, A., Ananjeva, N.B., Papenfuss, T.J. (1997).
Evolutionary shifts in three major structural features of the
mitochondrial genome among iguanian lizards. Journal of
Molecular Evolution 44, 660-674.

North-eastern

Northern

Eastern |

Eastern 11

South-central

Southwest

Anolis pogus AY296193

Figure S1. Bayesian inference phylogenetic tree. The majority-rule consensus tree (cladogram) is shown with >50 % posterior
probability values. Six major clades correspond to geographic regions in Antigua; Northern I, Northern Il, Eastern |, Eastern II,
South-central and South-west. Haplotypes from the introduced range in Trinidad (shown in bold) are nested within two clades,

Northern and North-eastern.



