Supplementary materials to Another look at genome size, Herrick and Sclavi.

	Species1
	Species2
	C1
	C2
	delta C
	dSL-dSS (norm) 

	Desmognathus wrighti
	Aneides aeneus
	13.5
	44
	30.5
	0.028

	Nyctanolis pernix
	Pseudoeurycea rex
	28
	37
	9
	-0.078

	Ambystoma opacum
	Ambystoma gracile
	29.5
	42
	12.5
	-0.124

	Notophthalmus viridescens
	Salamandra salamandra
	37
	33
	4
	0.119

	Hydromantes genei
	Hydromantes italicus
	42
	71.5
	29.5
	-0.161

	Bolitoglossa minutula
	Bolitoglossa cerroensis
	48
	58
	10
	-0.180

	Plethodon larselli
	Plethodon welleri
	48
	23
	25
	-0.187

	Siren intermedia
	Hynobius nebulosus
	54
	19
	35
	0.078

	Cryptobranchus alleganiensis
	Andrias davidianus
	55
	50
	5
	-0.126

	Bolitoglossa morio
	Bolitoglossa dunni
	56
	50.6
	5.4
	0.089

	Bolitoglossa platydactyla
	Bolitoglossa occidentalis
	67
	43
	24
	-0.075

	Plethodon vandykei
	Plethodon neomexicanus
	69
	30
	39
	-0.016

	Amphiuma means
	Hemidactylium scutatum
	86
	32
	54
	-0.189



Supplementary Table1S. Sister pairs used for the Wilconox analysis. C1 and C2 refer to the sister pair C-values. dSL corresponds to the number of substitutions per site for the large genome species, while dSS refers to the number of synonymous substitutions per site for the smaller genome species in the pair. These were normalized by dividing by the square root of their sum. The results of the Wilconox analysis (http://www.socscistatistics.com/tests/signedranks/Default2.aspx) are shown below.
	The Z-value is -1.852. The p-value is 0.032. The result is significant at p≤ 0.05.

	The W-value is 19. The critical value of W for N = 13 at p≤ 0.05 is 21. Therefore, the result is significant at p≤ 0.05.

	Mean Difference: -0.12

	Sum of pos. ranks: 19

	Sum of neg. ranks: 72

	Mean (W): 45.5

	Standard Deviation (W): 14.31

	Sample Size (N): 13



	
	



Figure1S. Saturation plots for POMC and rag1. Transitions and transversions vs total distance as measured by the substitution model indicated on the axis label.  
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Figure 2S. Correlation of the variance of C-values (CV) as a function of the mean C value for all the Urodela (A) and the Plethodontidae (B) according to the families shown in Figure 1 in the main text. The arrow indicates the Proteidae which are reported to have higher level of heterozygosity than the other peadomorph families (see Nevo E, Beiles A: Genetic diversity and ecological heterogeneity in amphibian evolution. Copeia 1991, 19(3):565-592.).
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Figure 3S. Matrix of the differences in branch length (dS, number of synonymous substitutions per site) from a common ancestor node. The difference is calculated by subtracting the dS of the smaller genome species from the dS of the larger genome species. For the pairs in which this difference is negative the cell is colored red, while for the pairs where this difference is positive the cell is blue. The different Plethodontidae tribes are highlighted in different colors. For example, the tribe Plethodontini is green, with western and eastern clades distinguished by darker and lighter shades, respectively. 


Figure 4S. Difference in branch length, as measured by the number of synonymous substitutions per site from a common ancestor node (See Supplementary Figure 3S legend). Western and Eastern Plethodon species were arranged in sister pairs to assess differences in C-value between the respective species in each sister pair and the corresponding differences in numbers of substitutions measured from the corresponding node for each sister pair.





	A
	B

	
	



[bookmark: _GoBack]Figure 5S. Scatter plot showing the correlation between the difference in genome size and the absolute difference in branch length (dS) for the sister pairs (See Figure 3 in main text and Supplementary Table 1S). A. All sister pairs. B. Only sister pairs for which there is a negative association between branch length and C value: larger differences in C values correlates positively with a larger difference in branch length. 


Figure 6S. Scatter plot revealing a trend in the association between evolutionary rate (dS/Mya) and genome size in all urodela shown in Figure 3 of the main text. The zeros on the y-axis correspond to substitution rates below the level of resolution employed here (three significant figures).






dSL - dSS Western vs Easter Plethodons
plethodon elongatus 31.5	18	20	21	23	23	29.5	30.5	33	33	-1.725298847876211E-2	-2.6176037662079182E-2	3.1449171478267757E-4	-5.1793610652886318E-2	-3.0698273606497434E-2	5.7647812979044755E-3	-2.6643052913376014E-2	3.9151027290593166E-3	1.5698342935665716E-2	plethodon neomexicanus 30	18	20	21	23	23	29.5	30.5	33	33	-8.0634379692381963E-3	-1.6986487152555269E-2	9.5040422243065914E-3	-4.2604060143362404E-2	-2.150872309697352E-2	1.4954331807428389E-2	1.74535024038521E-2	-5.2744477804645973E-3	6.5087924261418018E-3	plethodon vehiculum 37.5	18	20	21	23	23	29.5	30.5	33	33	-2.2433720665508305E-2	-3.1356769848825378E-2	-4.8662404719635177E-3	-5.6974342839632514E-2	-3.5879005793243629E-2	5.8404911115828018E-4	-3.1823785100122209E-2	-9.0958349158055118E-3	-2.0879075122411911E-2	plethodon larselli 48	18	20	21	23	23	29.5	30.5	33	33	-4.8278985270080788E-2	-5.720203445339786E-2	-3.0711505076536E-2	-8.2819607444204996E-2	-6.1724270397816111E-2	-2.5261215493414202E-2	-5.7669049704694691E-2	-3.4941099520377994E-2	-4.6724339726984393E-2	plethodon vandykei 69	18	20	21	23	23	29.5	30.5	33	33	-1.3905481082749999E-2	-2.2828530266067071E-2	3.6619991107947891E-3	-4.8446103256874207E-2	-2.7350766210485322E-2	9.112288693916587E-3	-2.3295545517363903E-2	-5.67595333047205E-4	-1.2350835539653604E-2	C value Eastern Plethodons

dSL - dSS



deltarates	
30.5	6.5	9	12.5	11.5	4	29.5	10	25	15	35	5	5.3999999999999986	24	39	54	8	6.5	6	1.8355803498760204E-2	1.8093562219273902E-2	4.768728475189582E-2	4.42647124120834E-2	6.4600134991571551E-2	8.3880617850876582E-2	2.6725112530757749E-2	3.2925596028461721E-2	8.2819607444204996E-2	0.10049660109137903	2.1932407755896902E-2	1.6038032082680401E-2	3.9329617646649995E-2	5.8420431135117884E-3	0.17974706311807626	5.3504929999994413E-2	difference in C value

difference in branch length (dS)


deltarates	
30.5	6.5	9	12.5	11.5	4	29.5	10	25	15	35	5	5.3999999999999986	24	39	54	6	1.8093562219273902E-2	4.768728475189582E-2	4.42647124120834E-2	6.4600134991571551E-2	2.6725112530757749E-2	3.2925596028461721E-2	8.2819607444204996E-2	2.1932407755896902E-2	3.9329617646649995E-2	0.17974706311807626	5.3504929999994413E-2	difference in C value

difference in branch length (dS)


dS/Mya	42	29.5	85	50	44	42	31	58	50	47	51	52	48	56	43	67	55	16.5	18	13.5	27.5	25	27	20.5	26	25	24	21	17	32	42	71.5	19	87.5	37	28	23	31.5	33	21	29.5	48	30	33	20	18	69	37.5	23	30.5	49.5	37	25	33.5	54	33.5	1.9034112468980409E-3	3.9154436292654681E-3	3.0906546293709147E-3	6.6748281091575637E-4	3.3269746738088602E-3	5.0769616115651324E-3	2.3627690716958513E-3	1.8430892160907635E-5	1.1571952561083858E-3	2.5936012085472876E-3	1.8426293586516125E-3	0	3.0116668947483367E-3	3.4483426964913E-3	8.1948245941896314E-3	6.1248447180501583E-3	1.0511338127737435E-4	3.8629814195627332E-3	5.825464160513283E-3	4.3573161939689893E-3	1.105879801117911E-2	1.1536985282173111E-2	7.8395827583863358E-3	7.6008525549671087E-3	4.7990275309973077E-3	4.8019846509643679E-3	7.8435990870402272E-3	1.2703667303840373E-2	5.416486568031385E-4	2.0920390391035498E-3	1.6916687414061063E-3	2.1349208233747125E-5	3.7612503823109952E-3	2.8841726220581818E-3	1.8499345639829043E-3	5.0020274557565957E-3	7.4669841549396161E-3	3.4789194653053997E-3	1.0230901533091158E-3	1.1990556181180521E-3	3.6548545808182401E-6	1.0254823159292091E-3	2.7202453551494143E-3	2.1941425166370409E-3	3.5025799117582176E-3	5.2261033003170665E-3	2.5879143244442455E-3	3.1088671662521002E-3	4.0611181528754925E-3	3.0043802445141941E-3	2.8985026728428885E-3	3.8666159140447903E-3	2.318655391343123E-3	2.3271269817721129E-3	3.5581845095102775E-3	1.5012442816020107E-3	C value

dS/Mya


pomc
third codon position 
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Transitions        Transversions


rag1 
third codon position
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plethodon shenandoah
plethodon richmondi
plethodon hoffmani
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plethodon cinereus
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plethodon yonahlossee
plethodon glutinosus
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bolitoglossa occidentalis
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bolitoglossa minutula

bolitoglossa dunni
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bolitoglossa lincolni
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bolitoglossa cerroensis
bolitoglossa platydactyla
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aneides aeneus

hydromantes italicus
hydromantes genei

eurycea wilderae
eurycea lucifuga

eurycea quadridigitata

eurycea cirrigera
eurycea neotenes
eurycea nana

eurycea longicauda

eurycea bislineata
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135 165 20 21 23 23 305 33 43 47 48 50 52 56 58 67 205 3 25 26 27
0.297 0.295 0.253 0.227 0.221 0.254 0.231 0.236 0.23 0.507 0.378 0.426 0.364 0.: 0.356 0.38 0.393 0.468 0.361 0.309 0.341 0.353 0.307 0.307 0.312
0.297[ 0 04 007 ~0.06 ~0.07] 0.082 0129 0.068 0.076 0.06 0.084 0.013 0,044 0.056 0.011 0.011 0.015
o .04 -0.07 0,06 0.0 0083 0131 0.069 0.077 0.061 0.085 0.014 0.046 0.058 0.012 0.012 0.017
0022 .07_-0.09 -0.08 -0.09 0,06 0.107 0.046 0.054 0.038 0.062 -0.01 0,022 0.034_-0.01 -0.01 -0.01
005 0.02 ~0.02 0.009 001 -0.01] 0.134 0181 0.12 0.128 0.112 0.136 0.065 0.09% 0.108 0.063 0.063 0.068
-0.04 0.03 0. -0.03 SE-04 0,02 0.02) 0125 0172 0111 0119 0.103 0.127 0.056 0.087 0.099 0.054 0.054 0.059
-0.07 -0.03 [ 0.052 0.031 -0.01 0.027 001 0.004] 0.152 0.199 0.138 0.146 0.13 0.154 008 0.114 0126 0.08 0.08 0.085
0.02 0.026 0.052 I 0.021 0.0 0.1 0.147 0.086 0.094 0.077 0.102 .03 0.062 0.074 0.028 0028 0.033
-0.04 0.005 0.031 B o004 ! -0.03] 0.121 0168 0107 0099 0123 0.083 0.095 0.049 0.049 0.054
-0.08 .03 -0.01 -0.04 M 0.032 0.015 0.009) 0.157 0.204 0.143 0.151 0.135 0.159 012 -0.13 -0.09 -0.09 -0.09
-0.04 SE04 0.027 -0 0.032 [l 0017 -0.0) 0125 0172 0111 0119 0.103 0.127 009 -01 -0.05 -0.05 -0.06
007 0.004 | 0.148 0.195 0.133 0.125 0.149 2011 012 -0.08 -0.08 -0.08
005 0016 -0.01] 0.136 0.183 0.122 0.114 0.138 01 -011 -0.06 -0.06 -0.07
-0.07 3£04 0.003 0151 0137 0129 0153 011 -0.13 -0.08 -0.08 -0.08 -0.12]
-0.06 001 -0.01] 0142 0128 012 0144 01 -012 -0.07 -0.07 -0.08 -0.11)
-0.07 0 0.009) 0.157 0.143 0.134 0.159 012 -013 -0.09 -0.09 -0.09 -0.13)
-0.03 0.034) 0.18 -0.23 0.168 0.16 0.184 0.14 -0.16
-0.07 0.004 01502 013 013 015 011
013 008 0.14 015 013 -0.04] 0167 0.155
0082 0125 0152 . 0.125 0.148 0. 0.142 0157 -0.15) 0047 001 -0.02 0.002 0.014 0.09) 0.069 0.038 0.026 0.071 0.071 0.066 0.031
0.129 0172 0199 0.168 0.204 0.172 0.195 0.183 -0.2| 0047- -0.06 0.07 -0.05 -0.03 0.042| 0.116 0.085 0.073 0.118 0.118 0.114 0.078]
0.068 0111 0138 0111 0128 013 -0.01 B 0.008 -0.01 0.016 0.028 0.104) 0055 0.024 0.012 0.057 0.057 0.052 0.017}
0076 0119 0146 0119 0136 014 0,01 0.008 M -0.02 0.008 0.02 0.0} 0.063 0.032 002 0.065 0.065 0.06 0.025)
0.06 0103 013 0103 012 -0.13] 002 -0.07 -0.01 -g 0.036 0112 0.047 0.016 0.004 0.049 0.049 0.044 0.009)
0.084 0127 0154 0127 0.144 -0.15) 0002 -0.05 0.016 024, 0.012 0.088 0071 004 0.028 0.073 0.073 0.068 0.033)
0.096 0.14 0.166 0.139 0.156 -0.14) 0014 -0.03 0.028 0036 0.012 [ 0.083 0.052 0.04 0.086 0.086 0.081 0.045)
0171 0,09 0.042 0.104 0.112 0.088 0075 0.159 0127 0.115 0161 0.161 0156 0.121
0.065 0108 0135 0.108 0.125 013 0.017 0.064 0.003 0,01 0.019 0.031 0,052 0.021 0.009 0.054 0.054 0.049 0.014)
0018 0.062 0.088 0.061 0079 0.0 0.063 0111 0049 0041 0.065 0078 0.153 0.006_-0.03 -0.04 0.008 0.008 0.003 -0.03}
0.002 0.046 0072 0.045 0.062 0.068} 008 -0.13 -0.07 0,06 -0.08 -0.09 -0.17] 01 -0.04 -0.05 -001 -0.01 001 -0.05
0029 0.072 0099 0072 0.089 0.1} 0053 0.1 0039 0031 0.055 0.067 0.143 0.016_-0.02_-0.03 0.018 0.018 0.013 _-0.02]
0.069 0112 0139 013 014 0013 006 0 0,01 0.015 0.027 0.103] 0.056 0.02 0.01 -0.06 -0.06 -0.05 -0.02]
0013 0056 -0.08 -0.07 0.0 0069 0116 0055 0047 0071 0,083 0.159)| 0056l 0031 0043 -0 -0 0.003 0.038]
0044 0.087 0114 01 -0.11] 0.038 0.085 0.024 0016 004 0.052 0127 0.031 [ 0.012 -0.03 -0.03 -0.03 0.007]
0.056 0.099 0.126 -0.12 0.026 0.073 0.012 0.004 0.028 0.04 0.115| 0.043 0.012] 0.045 -0.05 -0.04 -0.01f
0011 0054 008 0,07 0071 0118 0057 0.049 0.073 0.086 0.161 0 003 0005 004
0011 0054 008 -0.07 0071 0118 0.057 0.049 0.073 0.086 0.161 0 003 -0, 005 0.04f
0015 0.059 0.085 0,08 0066 0114 0052 0.044 0.068 0.081 0.156| 0003 -0.03 -0.04 0.005 0.005 [ 0.035}
0.051 0.094 0.121 0.11 0.031 0.078 0.017 0.009 0.033 0.045 0.121] 0.038 0.007 -0.01 0.04 0.04 0.035!
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