Supporting Information
AFLP Reaction Conditions

Restriction reactions totaled 20 µl, and consisted of 13.5 µl diH2O, 2 µl 10X reaction buffer #4, 0.25 µl of the restriction enzyme EcoR1 (20 units/µl), 0.05µl of the restriction enzyme Mse1(10 units/µl), 0.2 µl of 100X BSA, and 4 µl of genomic template DNA. Reaction conditions for restriction digestion were 37°C for 180 minutes followed by 60°C for 15 minutes.


Reactions for ligation of adaptors to restriction fragments totaled 30 µl, and consisted of 5.8 µl diH2O, 2 µl 10X T4 ligase buffer (with ATP), 1 µl EcoR1 adapter (5µM concentration), 1 µl Mse1 adapter (50 µM), 0.2 µl T4 DNA ligase (400 units/µl), and the entire restriction product (20 µl). Reaction conditions were a constant 37°C (overnight). 


 Pre-selective reactions totaled ~50 µl, and consisted of 22.8 µl diH2O, 5 µl pre-selective E primer (2 µM), 5 µl pre-selective M primer (2 µM), 5 µl 2.5 µl MgSO4 (20 µM), 5 µl 10X Taq reaction Buffer (Mg++ free), 5 µl dNTP mix (5 µM); 0.25 µl DNA Taq Polymerase (5 µ/µl), and 2 µl of ligation product. Reaction conditions were 94°C for 120 seconds followed by 26 cycles of 94°C for 60 seconds, 56°C for 60 seconds, and 72°C for 60 seconds, followed by one more step of 72°C for 60 seconds.


Selective reactions totaled ~25 µl, and contained 11.4 µl diH2O, 2.5 µl of a fluorescently labeled EcoR1 selective primer (2 µM, Table S2), 2.5 µl of a selective Mse1 primer (2 µM, Table S2), 2.5 µl 10X Taq reaction Buffer (Mg++ free), 2.5 µl MgSO4 (20 µM), 2.5 µl dNTP mix (5 µM), 0.125 µl DNA Taq Polymerase (5 µ/µl), and 1 µl of pre-selective amplification product. Reaction conditions were 94°C for 120 seconds followed by 12 cycles of 65°C for 30 seconds (-1°C per cycle), 72°C for 60 seconds, and 94°C for 20 seconds, followed by 23 cycles of 56°C for 30 seconds, and 72°C for 60 seconds, followed by a final step of 72°C for 60 seconds.

Data S1. R script for converting RawGeno output files to AFLPScore format. 
# This function converts the binary table output from 

#  RawGeno to a format that can be read by AFLPScore

##################################

#  RawGeno_2_AFLPscore function  #

##################################

RawGeno_2_AFLPscore <- function(outfilename)

{

dat <- data.binary$data.height.raw

tdat <- t(dat)

names <- vector(length = ncol(tdat))

names[1] <-""

for (i in 2:ncol(tdat))


{


names[i] <- paste("Loc_",i,sep="")


}

colnames(tdat) <- names

tdat[which(tdat==0)] = NA
write.table(tdat, outfilename, na="", quote=FALSE, sep="\t")

}

##################################

#           end   function       #

##################################
### To use type RawGeno_2_AFLPscore("outfile.txt") to create a coverted file with name outfile.txt

Table S1. Sampling information for our study, including specimen IDs, locality information, and dewlap color information. In the SPECIMEN ID column, “GLOR” prefixes represent the field series of Richard Glor, and “MCZ R” prefixes denote specimens accessioned in the Museum of Comparative Zoology at Harvard University. In the LOCALITY column, “GLOR” prefixes denote localities in Richard Glor’s field catalogue while “LM” prefixes denote localities in Luke Mahler’s field catalogue.
	SPECIMEN ID
	SPECIES
	LOCALITY
	LAT
	LONG
	Dewlap Color Notes

	MCZ R-187031
	A. brevirostris
	GLOR 413
	18.7451
	-71.1297
	

	GLOR 4323
	A. brevirostris
	GLOR 413
	18.7451
	-71.1297
	

	MCZ R-187032
	A. brevirostris
	GLOR 413
	18.7451
	-71.1297
	

	GLOR 5115
	A. brevirostris
	GLOR 472
	18.1705
	-71.1748
	

	GLOR 5116
	A. brevirostris
	GLOR 472
	18.1705
	-71.1748
	

	GLOR 5117
	A. brevirostris
	GLOR 472
	18.1705
	-71.1748
	

	GLOR 5118
	A. brevirostris
	GLOR 472
	18.1705
	-71.1748
	

	MCZ R-187498
	A. brevirostris
	GLOR 472
	18.1705
	-71.1748
	

	GLOR 5521
	A. brevirostris
	GLOR 402
	18.3438
	-70.3330
	

	GLOR 5523
	A. brevirostris
	GLOR 402
	18.3438
	-70.3330
	

	GLOR 5525
	A. brevirostris
	GLOR 402
	18.3438
	-70.3330
	

	GLOR 5529
	A. brevirostris
	GLOR 402
	18.3438
	-70.3330
	

	GLOR 5533
	A. brevirostris
	GLOR 402
	18.3438
	-70.3330
	

	GLOR 8178
	A. distichus
	LM093
	19.5286
	-72.4525
	

	GLOR 8192
	 A. websteri
	LM099
	19.1743
	-72.6535
	100% orange

	GLOR 8193
	 A. websteri
	LM099
	19.1743
	-72.6535
	100% orange

	GLOR 8194
	 A. websteri
	LM099
	19.1743
	-72.6535
	

	GLOR 8195
	 A. websteri
	LM099
	19.1743
	-72.6535
	

	GLOR 8196
	 A. websteri
	LM099
	19.1743
	-72.6535
	100% orange

	GLOR 8197
	 A. websteri
	LM099
	19.1743
	-72.6535
	

	GLOR 8198
	 A. websteri
	LM099
	19.1743
	-72.6535
	

	GLOR 8199
	 A. websteri
	LM099
	19.1743
	-72.6535
	

	GLOR 8200
	 A. websteri
	LM099
	19.1743
	-72.6535
	100% orange

	GLOR 8201
	 A. websteri
	LM099
	19.1743
	-72.6535
	

	GLOR 8202
	 A. websteri
	LM099
	19.1743
	-72.6535
	100% orange

	GLOR 8203
	 A. websteri
	LM099
	19.1743
	-72.6535
	100% orange

	GLOR 8204
	 A. websteri
	LM099
	19.1743
	-72.6535
	

	GLOR 8205
	 A. websteri
	LM099
	19.1743
	-72.6535
	

	GLOR 8212
	 A. websteri
	LM100
	18.9677
	-72.7254
	

	GLOR 8213
	 A. websteri
	LM100
	18.9677
	-72.7254
	

	GLOR 8214
	 A. websteri
	LM100
	18.9677
	-72.7254
	

	GLOR 8215
	 A. websteri
	LM100
	18.9677
	-72.7254
	100% orange

	GLOR 8216
	 A. websteri
	LM100
	18.9677
	-72.7254
	

	GLOR 8217
	A. websteri
	LM100
	18.9677
	-72.7254
	

	GLOR 8218
	 A. websteri
	LM100
	18.9677
	-72.7254
	

	GLOR 8219
	 A. websteri
	LM100
	18.9677
	-72.7254
	

	GLOR 8220
	 A. websteri
	LM100
	18.9677
	-72.7254
	

	GLOR 8221
	 A. websteri
	LM100
	18.9677
	-72.7254
	

	GLOR 8222
	 A. websteri
	LM100
	18.9677
	-72.7254
	

	GLOR 8223
	 A. websteri
	LM100
	18.9677
	-72.7254
	100% orange

	GLOR 8224
	 A. websteri
	LM100
	18.9677
	-72.7254
	

	GLOR 8225
	 A. websteri
	LM100
	18.9677
	-72.7254
	

	GLOR 8231
	A. caudalis
	LM101
	18.9161
	-72.6455
	

	GLOR 8232
	A. caudalis
	LM103
	18.8272
	-72.5704
	

	GLOR 8233
	A. caudalis
	LM103
	18.8272
	-72.5704
	60% orange

	GLOR 8234
	A. caudalis
	LM103
	18.8272
	-72.5704
	

	GLOR 8235
	A. caudalis
	LM103
	18.8272
	-72.5704
	20% orange

	GLOR 8236
	A. caudalis
	LM103
	18.8272
	-72.5704
	20% orange

	GLOR 8237
	A. caudalis
	LM103
	18.8272
	-72.5704
	

	GLOR 8238
	A. caudalis
	LM103
	18.8272
	-72.5704
	

	GLOR 8239
	A. caudalis
	LM103
	18.8272
	-72.5704
	

	GLOR 8240
	A. caudalis
	LM103
	18.8272
	-72.5704
	

	GLOR 8241
	A. caudalis
	LM103
	18.8272
	-72.5704
	40% orange

	GLOR 8242
	A. caudalis
	LM103
	18.8272
	-72.5704
	10% orange

	GLOR 8243
	A. caudalis
	LM103
	18.8272
	-72.5704
	40% orange

	GLOR 8244
	A. caudalis
	LM103
	18.8272
	-72.5704
	

	GLOR 8245
	A. caudalis
	LM103
	18.8272
	-72.5704
	

	GLOR 8246
	A. caudalis
	LM103
	18.8272
	-72.5704
	

	GLOR 8250
	A. caudalis
	LM103
	18.8272
	-72.5704
	

	GLOR 8251
	A. caudalis
	LM101
	18.9161
	-72.6455
	

	GLOR 8252
	A. caudalis
	LM101
	18.9161
	-72.6455
	

	GLOR 8253
	A. caudalis
	LM101
	18.9161
	-72.6455
	

	GLOR 8254
	A. caudalis
	LM101
	18.9161
	-72.6455
	0% orange

	GLOR 8255
	A. caudalis
	LM101
	18.9161
	-72.6455
	

	GLOR 8256
	A. caudalis
	LM101
	18.9161
	-72.6455
	5% orange

	GLOR 8257
	A. caudalis
	LM101
	18.9161
	-72.6455
	5% orange

	GLOR 8258
	A. caudalis
	LM101
	18.9161
	-72.6455
	5% orange

	GLOR 8259
	A. caudalis
	LM101
	18.9161
	-72.6455
	5% orange

	GLOR 8260
	A. caudalis
	LM101
	18.9161
	-72.6455
	0% orange

	GLOR 8261
	A. caudalis
	LM101
	18.9161
	-72.6455
	

	GLOR 8262
	A. caudalis
	LM101
	18.9161
	-72.6455
	

	GLOR 8263
	A. caudalis
	LM101
	18.9161
	-72.6455
	10% orange

	GLOR 8264
	A. caudalis
	LM101
	18.9161
	-72.6455
	

	GLOR 8265
	A. caudalis
	LM101
	18.9161
	-72.6455
	

	GLOR 8266
	A. caudalis
	LM101
	18.9161
	-72.6455
	

	GLOR 8267
	A. caudalis
	LM101
	18.9161
	-72.6455
	

	GLOR 8268
	A. caudalis
	LM085
	18.7239
	-72.3734
	10% orange

	GLOR 8269
	A. caudalis
	LM085
	18.7239
	-72.3734
	50% orange

	GLOR 8270
	A. caudalis
	LM085
	18.7239
	-72.3734
	

	GLOR 8271
	A. caudalis
	LM085
	18.7239
	-72.3734
	10% orange

	GLOR 8272
	A. caudalis
	LM085
	18.7239
	-72.3734
	20% orange

	GLOR 8273
	A. caudalis
	LM085
	18.7239
	-72.3734
	0% orange

	GLOR 8274
	A. caudalis
	LM085
	18.7239
	-72.3734
	

	GLOR 8275
	A. caudalis
	LM085
	18.7239
	-72.3734
	

	GLOR 8276
	A. caudalis
	LM085
	18.7239
	-72.3734
	

	GLOR 8277
	A. caudalis
	LM085
	18.7239
	-72.3734
	

	GLOR 8278
	A. caudalis
	LM085
	18.7239
	-72.3734
	

	GLOR 8279
	A. caudalis
	LM085
	18.7239
	-72.3734
	

	GLOR 8280
	A. caudalis
	LM085
	18.7239
	-72.3734
	60% orange

	GLOR 8281
	A. caudalis
	LM085
	18.7239
	-72.3734
	60% orange

	GLOR 8282
	A. caudalis
	LM085
	18.7239
	-72.3734
	50% orange

	GLOR 8344
	A. brevirostris
	GLOR 848
	18.5336
	-72.0697
	0% orange

	GLOR 8345
	A. brevirostris
	GLOR 848
	18.5336
	-72.0697
	

	GLOR 8346
	A. brevirostris
	GLOR 848
	18.5336
	-72.0697
	

	GLOR 8347
	A. brevirostris
	GLOR 848
	18.5336
	-72.0697
	

	GLOR 8348
	A. brevirostris
	GLOR 848
	18.5336
	-72.0697
	

	GLOR 8349
	A. brevirostris
	GLOR 848
	18.5336
	-72.0697
	

	GLOR 8350
	A. brevirostris
	GLOR 848
	18.5336
	-72.0697
	0% orange

	GLOR 8351
	A. brevirostris
	GLOR 848
	18.5336
	-72.0697
	

	GLOR 8352
	A. brevirostris
	GLOR 848
	18.5336
	-72.0697
	0% orange

	GLOR 8353
	A. brevirostris
	GLOR 848
	18.5336
	-72.0697
	0% orange

	MCZ R-190589
	 A. websteri
	LM099
	19.1743
	-72.6535
	100% orange

	MCZ R-190591
	 A. websteri
	LM099
	19.1743
	-72.6535
	100% orange

	MCZ R-190592
	 A. websteri
	LM099
	19.1743
	-72.6535
	100% orange

	MCZ R-190593
	 A. websteri
	LM099
	19.1743
	-72.6535
	100% orange

	MCZ R-190596
	 A. websteri
	LM100
	18.9677
	-72.7254
	100% orange

	MCZ R-190597
	 A. websteri
	LM100
	18.9677
	-72.7254
	100% orange

	MCZ R-190598
	 A. websteri
	LM100
	18.9677
	-72.7254
	100% orange

	MCZ R-190599
	 A. websteri
	LM100
	18.9677
	-72.7254
	100% orange

	MCZ R-190600
	 A. websteri
	LM100
	18.9677
	-72.7254
	100% orange

	MCZ R-190683
	A. caudalis
	LM101
	18.9161
	-72.6455
	5% orange

	MCZ R-190601
	A. caudalis
	LM101
	18.9161
	-72.6455
	5% orange

	MCZ R-190602
	A. caudalis
	LM101
	18.9161
	-72.6455
	10% orange

	MCZ R-190604
	A. caudalis
	LM101
	18.9161
	-72.6455
	5% orange

	MCZ R-190605
	A. caudalis
	LM101
	18.9161
	-72.6455
	5% orange

	MCZ R-190606
	A. caudalis
	LM103
	18.8272
	-72.5704
	40% orange

	MCZ R-190607
	A. caudalis
	LM103
	18.8272
	-72.5704
	50% orange

	MCZ R-190608
	A. caudalis
	LM103
	18.8272
	-72.5704
	90% orange

	MCZ R-190610
	A. caudalis
	LM103
	18.8272
	-72.5704
	10% orange

	MCZ R-190611
	A. caudalis
	LM103
	18.8272
	-72.5704
	10% orange

	MCZ R-190661
	 A. marron
	LM124
	18.2261
	-72.4891
	

	MCZ R-190662
	 A. marron
	LM124
	18.2261
	-72.4891
	

	MCZ R-190663
	 A. marron
	LM124
	18.2261
	-72.4891
	

	MCZ R-190664
	 A. marron
	LM124
	18.2261
	-72.4891
	

	MCZ R-190666
	 A. marron
	LM124
	18.2261
	-72.4891
	

	MCZ R-190667
	 A. marron
	LM124
	18.2261
	-72.4891
	

	MCZ R-190668
	 A. marron
	LM125
	18.2340
	-72.3352
	

	MCZ R-190669
	 A. marron
	LM126
	18.2344
	-72.3783
	

	MCZ R-190672
	 A. marron
	LM126
	18.2344
	-72.3783
	

	MCZ R-188078
	 A. marron
	LM126
	18.2344
	-72.3783
	

	MCZ R-190676
	 A. marron
	LM128
	18.2639
	-72.3083
	

	MCZ R-190678
	A. brevirostris
	LM129
	18.5916
	-72.0735
	0% orange

	MCZ R-190679
	A. brevirostris
	LM129
	18.5916
	-72.0735
	0% orange

	MCZ R-190680
	A. brevirostris
	LM129
	18.5916
	-72.0735
	0% orange

	MCZ R-190682
	A. brevirostris
	LM129
	18.5916
	-72.0735
	0% orange

	MCZ R-190576
	A. caudalis
	LM085
	18.7239
	-72.3734
	70% orange

	MCZ R-190578
	A. caudalis
	LM085
	18.7239
	-72.3734
	80% orange

	MCZ R-190579
	A. caudalis
	LM085
	18.7239
	-72.3734
	60% orange

	MCZ R-190580
	A. caudalis
	LM085
	18.7239
	-72.3734
	50% orange


Table S2. Primers used for AFLP marker generation.
	EcoRI Selective 5’-Labeled Primers
	Sequence

	SelAmpE1, FAM labeled
	5'-GACTGCGTACCAATTCAGG-3'

	SelAmpE2; HEX labeled
	5'-GACTGCGTACCAATTCATC-3'

	
	

	MseI Selective Unlabeled Primers
	Sequence

	SelampM55; unlabeled
	5'-GATGAGTCCTGAGTAACGA-3'

	SelampM59; unlabeled
	5'-GATGAGTCCTGAGTAACTA-3'

	
	

	Pre-selective Primers
	Sequence

	PreselE
	5'-GACTGCGTACCAATTCA-3'

	PreselM
	5'-GATGAGTCCTGAGTAAC-3'


Table S3. Harmonic means of likelihoods and Bayes factor comparisons of mtDNA partitioning strategies.

	Partition Strategy
	Harmonic Mean(lnL)
	Bayes Factor vs. Best Model (3 partitions)

	No Partitions
	-5023.02
	-730.00

	2 Partitions: 1st+2nd position, 3rd Position
	-4814.28
	-312.52

	3 Partitions: 1st, 2nd, 3rd Positions
	-4658.02
	N/A


Table S4. Scoring parameters and error rates for semi-strict and strict AFLP scoring conditions.
	Semi-strict
	
	
	
	
	

	Labeled Primer
	Unlabeled Primer
	Locus-scoring threshold
	Phenotype-calling threshold
	# Loci
	Mismatch Error 

	SelAmpE1
	SelampM55
	100 rfu
	2.00%
	259
	9.36%

	SelAmpE1
	SelampM59
	100 rfu
	1.00%
	271
	8.95%

	SelAmpE2
	SelampM55
	100 rfu
	1.00%
	207
	9.45%

	SelAmpE2
	SelampM59
	500 rfu
	15.00%
	84
	9.45%

	
	
	
	
	Total=821
	Average = 9.3%

	
	
	
	
	
	

	
	
	
	
	
	

	Strict
	
	
	
	
	

	Labeled Primer
	Unlabeled Primer
	Locus-scoring threshold
	Phenotype-calling threshold
	# Loci
	Mismatch Error

	SelAmpE1
	SelampM55
	1000rfu
	20.00%
	65
	1.37%

	SelAmpE1
	SelampM59
	1000rfu
	20.00%
	52
	2.08%

	SelAmpE2
	SelampM55
	1000rfu
	15.00%
	43
	2.80%

	SelAmpE2
	SelampM59
	1000rfu
	50.00%
	50
	6.46%

	
	
	
	
	Total=210
	Average = 3.18%


Table S5. Pairwise Fst and He for sampled localities of A. caudalis. 
	
	
	Pairwise Fst
	
	

	
	He
	A. caudalis  (North)
	A. caudalis (Middle)
	A. caudalis (South)

	A. caudalis (North)
	0.2432
	0
	
	

	A. caudalis (Middle)
	0.2488
	0.0354
	0
	

	A. caudalis (South)
	0.2500
	0.0603
	0.0552
	0


Table S6. Results from Tukey’s Honestly Significant Difference test comparing dewlap phenotype distributions (using % orange) from localities of A. websteri, A. caudalis, and A. brevirostris sampled by Webster and Burns (1973) and this study. Localities are numbered for each species from northwest to southeast.
	Localities Compared
	Estimated difference in mean  
	95% C.I. Lower Bound 
	95% C.I. Upper Bound
	P-value 

	caud1-brev1
	0.50
	-0.17
	0.27
	0.98

	caud2-brev1
	0.35
	0.13
	0.58
	0.00

	caud3-brev1
	0.43
	0.22
	0.65
	0.00

	web1-brev1 
	1.00
	0.77
	1.23
	0.00

	web2-brev1 
	1.00
	0.75
	1.25
	0.00

	caud2-caud1
	0.30
	0.11
	0.50
	0.00

	caud3-caud1
	0.38
	0.19
	0.58
	0.00

	web1-caud1 
	0.95
	0.75
	1.15
	0.00

	web2-caud1 
	0.95
	0.72
	1.18
	0.00

	caud3-caud2
	0.08
	-0.12
	0.28
	0.85

	web1-caud2 
	0.65
	0.44
	0.85
	0.00

	web2-caud2 
	0.65
	0.42
	0.88
	0.00

	web1-caud3 
	0.57
	0.36
	0.77
	0.00

	web2-caud3 
	0.57
	0.34
	0.79
	0.00

	web2-web1  
	0.00
	-0.23
	0.23
	1.00


Figure S1. Diagram summarizing results of hierarchical clustering analyses following Coulon et al. (2008). Data used are from the semi-strict scoring conditions. The taxa included in each cluster are given along with the total sample size for each analysis. Below this, the favored number of clusters according to the Δ(K) metric of Evanno et al. (2005) is given. 
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Figure S2. Phylogeny generated in MrBayes using dataset scored with strict AFLP scoring parameters. Node and tip labels are categorized as in Figure 3.
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LOR.8280 caud3
LOR.8279 caud3
LOR.8275 caud3
LOR.8272 caud3
P—=GLOR.8270 caud3
p——=GLOR 8269 caud3

_EVICZ R-190576 caud3
LOR.8268 caud3

OR.8261 caud1

:LOR.8263 caud1

LOR.8262 caud1
pmme(5LOR. 8260 caud 1

_ﬂoé -190683 caud]
LOR.8258 caud1

p————=Gi OR 8257 caud1

LOR.8256 caud1
GLOR.8271 caud3

LOR.8255 caudi
=G LOR.8253 caud1
LOR.8254 caud1

LOR.8251 caud1

LOR.8250 caud?2

(G L OR 8246 caud2
p——GOR.8245 caud?2
CZ R-190610 caud2

CZ R-190608 caud2

LOR.8242 caud2
——GLOR.8241 caud?2
LOR.8240 caud2
PG| OR.8239 caud2
G OR.8238 caud2
LOR.8244 caud2
LOR.8237 caud2
_wGLOR 8243 caud2
LOR.8236 caud2
—— LT 0 5
LOR.8235 caud2

_(ﬂ;_OR 8281 caud3
LOR.8233 caud2

CZ R- 190682 brev1

CZ R-190678 brev1
LOR 8345 brev2
LOR.8350 brev2
LOR.8351 brev2
LOR.8349 brev2
LOR.8348 brev2

LOR.8344 brev2

_@GLOR 8252 caud1
LOR.8231 caud1
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