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Materials and Methods 
 
SM 1 – Genome sequencing and assembly 
 
John A. St. John and Richard E. Green* 
 
* To whom correspondence should be addressed (ed@soe.ucsc.edu) 
 
Genome Sequencing. Genomic DNA was isolated using blood from four individuals.  Details for each are in the 
sections below.  In all cases, next-generation sequencing was performed using an Illumina GAIIx for early libraries 
and a HiSeq 2000 for libraries constructed later in the project.   

Genome assembly of Alligator mississippiensis. Genomic DNA was isolated from the blood of two wild caught 
individuals of unknown sex from the Kennedy Space Center, Florida, USA. From these DNA preps, we prepared 
libraries and sequencing data as described in Table S1. 

The mate pair libraries were adapter trimmed using ea-utils to remove the non-genomic adapter sequence used to 
construct these libraries.  

We generated an initial assembly using R41313 of Allpaths-LG (53) with default parameters on the input data 
described above. We ran the bundled allpaths NCBI submission prep tool to remove short contigs from the 
assembly. To the assembly, we manually merged the 21 previously assembled alligator BAC sequences available on 
GenBank (AC148578.2, AC148923.3, AC148964.2, AC149025.3, AC149026.2, AC149027.1, AC149028.2, 
AC149029.2, AC154087.3, AC154088.2, AC154169.2, AC154170.2, AC154945.2, AC155799.2, AC155800.2, 
AC155801.3, AC155802.2, AC161341.3, AC162159.2, AC164519.3, AC165215.2). We used nucmer version 3, 
from the mummer package, to generate alignments of these assembled BAC sequences against our assembly 
scaffolds for visual inspection to generate consensus sequences. Of the 21 BAC sequences, 8 were contained within 
a single scaffold in our original assembly. 12 BAC sequences facilitated scaffold merges. The remaining BAC 
sequence was omitted because its contigs were marked as being unordered. 
 
After using the assembled BAC sequences, we mapped the 1,309 Sanger BAC-end read pairs also available on 
GenBank (54). We used BLAT to map each read individually to the alligator assembly. We filtered non-primary and 
non-unique hits of each BAC-end sequence using pslCdnaFilter (http://www.soe.ucsc.edu/~kent). We collected 
reads whose pairs were both uniquely mapped in the alligator assembly. These comprised 1,195 (91%) of the input 
BAC read pairs. We converted these alignments into paired-end SAM format using customs scripts. Using this SAM 
file as input, we ran the ABYSS module, abuss-fixmate, to generate an insert size histogram for the pairs the pairs 
that mapped to a single scaffold. Finally, we used the BAC-end pairs that uniquely mapped to different scaffolds 
with SGA to further scaffold the genome. This operation resulted in 465 scaffold joins supported by the BAC-end 
sequence pairs. 

Next, we performed gene-assisted genome scaffolding. To do this, we found ORFs from all assembled transcripts 
and filtered only those with recognizable similarity to a protein sequence in Swiss-Prot. We then filtered these ORFs 
for redundancy and mapped these to the genome assembly. We used pslReps from the UCSC genme browser source 
to identify the highest quality alignment segments for each gene. We generated a distanceEst format file for use with 
the SGA scaffolder, labelling as UNKNOWN the length of gaps between segments since these come from introns of 
unknown length. This procedure joined 1,694 scaffolds. 

We submitted this final scaffolded assembly to NCBI where it was further filtered by the NCBI quality-control 
procedures. It is assigned the accession number AKHW01000000. 

Genome assembly of Crocodylus porosus. We collected blood from a single male C. porosus, Errol, a wild caught 
individual originally collected in the Northern Territory of Australia and now housed at the Fort Worth Zoo. DNA 
preps were used to generate the sequencing libraries described in Table S2.  

These data were used as input to Allpaths-LG with default parameters for assembly. This assembly was filtered for 
mitochondria and vector contamination and short contigs (less than 1kb) upon submission to NCBI. Using the 
filtered assembly, we used Jaime Gongora’s MHC BAC assemblies (84) to further scaffold the assembly similar to 
the procedure described for the alligator BACs. These 360 MHC region BAC assemblies resulted in 13 new scaffold 
joins. The remaining BACs all existed within single scaffolds within the crocodile genome assembly. 
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We performed gene-based scaffolding using assembled and validated ORF sequences from both crocodile and 
alligator RNAseq data as described above for alligator. This procedure resulted in 137 scaffold joins from the 
crocodile ORFs and 1,578 scaffold joins from the alligator ORF sequences. This assembly was submitted to NCBI 
and assigned accession number JRXG00000000. 

 
Genome assembly of Gavialis gangeticus. Genomic DNA was prepared from a blood sample of a single female 
gharial from the Ft. Worth zoo. This DNA prep was used to generate the sequencing libraries described in Table S3. 
The gharial genome was assembled from trimmed paired-end and mate-pair reads using SOAPdenovo version 
2.04.3 (55) and pregraph_sparse version 5.1. We used kmer size 39. Following assembly, we used GapCloser 
version 1.12. This step reduced the gapped percentage of the genome assembly length from 10.9% to 1.7%. 
 
From this initial assembly, we removed contigs less than 200bp and scaffolds less than 1kb. Noting that this 
assembly contained 120,245 single N positions after the GapCloser step, we manually inspected a random subset of 
these. We noted that for many, no reads spanned these single N positions. Therefore, we expanded all instances of 
single N positions into gaps of unknown length. 
 
Following vector and mitochondrial contamination removal via the NCBI screening procedure, this assembly was 
submitted to NCBI and assigned accession number JRWT00000000. 
 
Final genome assembly statistics are available in Table S4 
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SM 2 – Transcriptome sequencing and sequence annotation 
 
Fiona M. McCarthy*, Cathy Gresham, Colin Kern, Toni Gabaldón, Carl J. Schmidt, Todd A. Castoe, 
Travis C. Glenn, Jerzy Jurka, Kenji Kojima, Arian Smit, Juan Caballero and David A. Ray* 
 
* To whom correspondence should be addressed (david.a.ray@ttu.edu) 
 
Alligator mississippiensis individuals were originally collected from Rockefeller Wildlife Refuge, Grand Chenier, 
Louisiana.  Alligators (~75 cm) were transported to the Savannah River Ecology Laboratory and kept on a diet of 
gator chow for ~ 2 months.  Immediately prior to sacrifice, animals were kept in the dark for ~1 hr and then a 
recording of various alligator vocalizations were played.  Animals were injected with propofol and killed by 
vertebral dislocation.  Tissues were harvested immediately and frozen whole or in RNAlater by placing on dry ice.  
G. gangeticus blood was collected by Kent Vliet of the St. Augustine Alligator Farm. Total RNA was extracted from 
multiple A. mississippiensis and C. porosus tissues (Table S5) and G. gangeticus blood. For all tissues, RNA was 
extracted using standard Tri-reagent Trizol (Life Technologies, Grand Island, NY, USA) or blood-specific tri-
reagent for the whole blood RNA extractions). Total RNA quality was determined using a Bioanalyzer 2100 
(Agilent, Santa Clara, CA, USA). The Illumina TruSeq RNA Sample preparation kit (Catalog # RS-930-20 01; 
Illumina, San Diego, CA, USA) was used to create cDNA libraries from whole RNA, using the low-throughput 
version of the protocol, except C. porosus where MINT kits (Evrogen, Moscow, Russia) were used for cDNA 
synthesis. Custom barcoded adapters were used in the place of the kit-provided adapters. Most cDNA libraries had a 
mode size of 300-350bp, including the adapters. After pooling barcoded samples approximately at equimolar ratios, 
pooled libraries were further size-selected using the pippin prep to remove small fragments < 200 bp.  Libraries were 
sequenced in December, 2011 on an Illumina GAIIx genome analyzer the USDA facility in Beltsville, MD.  Reads 
were assembled using Trinity (85) under the default parameters for each tissue independently and for a concatenated 
data consisting of all RNASeq data.  In total, we generated ~11Gb of high quality sequence for all tissues (Table 
S5).  
 
Gene annotation. Gene predictions for the three crocodilian species were made using Augustus (version 2.5.5) (56). 
Transcriptome data from A. mississippiensis was aligned to the genome draft of American alligator using Tophat 
version 2.0.6 and Bowtie version 2.0.5. Augustus used these alignments to improve its gene predictions. Because the 
alligator assembly was a higher quality than the crocodile and gharial assemblies, the proteins predicted for alligator 
were aligned to the other crocodilian assemblies using Genblastg version 1.38, and those alignments were used by 
Augustus to improve the gene predictions for those species.  
 
Functional annotation. Functional annotation was done by assigning gene nomenclature, Gene Ontology (GO) and 
pathway information. Gene names are assigned based upon orthology or homology to species with a gene 
nomenclature project by transferring names to the crocodilian genes. Following this strategy, 15,386, 10,366 and 
10,489 gene symbols and names were assigned to American alligator, crocodile and gharial, respectively. This 
nomenclature was manually reviewed to ensure it was species appropriate (e.g. human genes referencing “HLA” 
were manually edited to “MHC”). GO was assigned to predicted proteins based upon a combinatorial approach. 
Predicted proteins were mapped InterPro identifiers and GO with a GO evidence code of “IEA” or Inferred from 
Electronic Annotation. We also transferred GO from orthologous vertebrate genes using both orthology (assigned 
the GO evidence code “ISO” or Inferred from Sequence Orthology) and reciprocal Blast (assigned the GO evidence 
code “ISA” or Inferred from Sequence Alignment). GO annotations from these three sources were merged, 
duplicates removed, GO terms manually reviewed to ensure it was species appropriate (e.g. annotations terms such 
as GO:0000803 sex chromosome and GO:0033333 fin development removed) and the number of annotations for 
each species is shown in Table S6. Pathway information was assigned based upon reciprocal Blast. Annotated genes, 
gene products and genome assemblies are available at CrocBase 
(http://crocgenome.hpc.msstate.edu/crocbase/gene.php) and genomes are also available via the Comparative 
Genomics (CoGe) browser (http://genomevolution.org/CoGe/). 
 
TE discovery and annotation. Repeat discovery was performed semi-independently in the laboratories of D. Ray, J. 
Jurka and A. Smit.  Two primary methods were employed.  In the Ray laboratory, each genome draft independently 
investigated RepeatModeler (59).  RepeatModeler utilizes RECON (a graphical, multiple alignment approach (86)) 
and RepeatScout (a string expansion approach (61)) to identify possible TE consensus sequences in a genome.  
Output from RepeatModeler consists of putative TE consensus sequences.  Using the RepeatModeler output from A. 



  6

mississippiensis, we went on to confirm or extend the consensus sequences for each repeat.  This was accomplished 
first by querying the entire A. mississippiensis draft using BLAST v2.2.23 (87).  Up to fifty of the top hits for each 
putative consensus were extracted along with up to 1,000 bases of flanking sequence.  We aligned the extracted 
sequences with their respective RepeatModeler consensus using MUSCLE 4.0 and generated 50% majority rule 
consensus sequences. Consensus sequences were considered ‘complete’ when single copy sequence could be 
identified at the 5' and 3' ends in each component sequence.  If this condition was not met, the process was repeated 
until single copy DNA sequence was identifiable at both ends.  This was followed by RepeatModeler analysis of C. 
porosus, after which, the initial RepeatModeler output from C. porosus was compared to the repeat complement of 
A. mississippiensis to identify elements predicted from both genomes.   Any unique repeats were used to query the 
C. porosus assembly and the Blast/Extract/Align process was repeated until consensus sequences were produced.  
Finally, the process was repeated for G. gangeticus elements.  The libraries from each taxon were combined and the 
resulting library was submitted to CENSOR (88), BLASTN and BLASTX  to classify the elements. Manual 
examination of consensus sequences were also used to classify the putative TEs.  Hallmarks of TE superfamilies 
used for classification included, target site duplications, terminal inverted repeats, putative ORFs, etc.   
 
In the Jurka laboratory, de novo repeat identification independently applied to each assembly. In the first step, 
Repeatmasker (89) was applied to each draft to mask regions with high similarity to known repeat families.  The 
remaining data were analysed using PILER (60), RepeatScout and LTRharvest (62). Tandem repeats and low 
complexity regions were removed and the output from each analysis was clustered, producing a merged list of 
putative de novo repeat families. UCLUST was used to group potential families at 95% identity thresholds and 
consensus regions were compared using TBLASTX against the non-redundant (NR) NCBI protein sequence 
database to remove known peptides. The remaining sequences were then classified by REPCLASS (90), followed by 
manual annotations.  
 
The Smit laboratory focused on building consensus sequences for older elements and added curation of all families 
identified using the methods above.  Curation was as described in for the platypus (22) and zebra finch (21) 
genomes.  Libraries from all taxa and all methods were combined and duplicate consensus sequences were removed.  
This resulted in a custom library of elements, which served as our library for subsequent analyses. The library of 
TEs was passed through a locally implemented version of RepeatMasker to estimate the TE content of each genome 
(Table S7).   All new consensus sequences were uploaded to RepBase (88). 
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SM 3 – Identification and analysis of ultraconserved elements (UCEs) 
 
Brant C. Faircloth*, Edward L. Braun, John E. McCormack, and Travis C. Glenn 
 
* To whom correspondence should be addressed (brant@faircloth-lab.org) 
 
UCE Identification and Phylogenetic Analyses. To create a large set of ultraconserved element loci (UCEs), we 
combined two sets of ultraconserved elements (25, 63) and kept unique and non-duplicate loci in the set (n=8,047 
UCE loci). Using the positions of these loci in the chicken genome (galGal3), we designed capture probes 
(n=12,237; Supplemental File 3.1 - UCEFi1) for each locus to use for in silico identification of orthologous UCEs in 
other tetrapods. We aligned each capture probe to genome-enabled tetrapods (Table S8, Supplemental File 3.1 - 
UCEFi2) using a wrapper around LASTZ from the PHYLUCE package (v1.0; https://github.com/faircloth-
lab/phyluce). The wrapper implements LASTZ (91) searches in parallel and ensures matches have >93% sequence 
identity over ≥83% of the probe length (minimum match length ≥ 100 nucleotides). We searched for probes 
designed from UCE loci rather than entire UCE loci to standardize the specificity of search parameters across probes 
(which are identical lengths) versus UCE loci (which are different lengths) and also to increase the number of loci 
we detected, because conserved loci are sometimes shorter in other taxa than they are in chicken. 
 
Following identification of putative UCE loci in each genome (Supplemental File 3.3 - UCEFi3, Supplemental File 
3.4 - UCEFi4), we sliced the match location of all probes ± 2000 bp from each genome assembly (Supplemental File 
3.5 - UCEFi5). Where we recovered slices derived from multiple probes targeting the same locus, we re-assembled 
sequences back into full UCE loci (Supplemental File 3.6 - UCEFi6) using computer code available in the 
PHYLUCE package and MAFFT (92), and we trimmed all slices to approximately the length of the UCE locus ± 
1000 bp. Following locus re-assembly and trimming, we ran contigs through an additional screening process to 
remove apparent duplicate loci. Based on this filtered set of matches, we created a relational database (Supplemental 
File 3.6 - UCEFi6) containing a Table of UCE loci identified in each taxon, and we used this Table to identify the 
set of all loci found in all taxa (a complete matrix) from two different taxon samples (Table S8, Supplemental File 
3.7 - UCEFi7). We named these taxon-set-1 (n=633 UCE loci) and taxon-set-2 (n=1,010 UCE loci). Taxon-set-1 
includes African clawed frog (Xenopus tropicalis), and as a result, contains fewer orthologous loci in a complete 
matrix.  
 
Using the complete data matrix for each taxon set, we aligned FASTA data corresponding to each re-assembled 
UCE locus for each taxon by running a program in the PHYLUCE package (seqcap_align_2.py) that uses MAFFT 
to align sequences and trims resulting alignments for misaligned regions at the edges. Following alignment and 
trimming, we removed any loci containing ambiguous base calls (encoded by “N” or “X”) present in the source 
genome assemblies (ntaxon-set-1=28; ntaxon-set-2=46). The remaining alignment data for taxon-set-1 (Supplemental File 
3.8 - UCEFi8) contained 604 loci totaling 495,744 characters and 93,374 alignment patterns (mean locus length=820 
bp; 95 CI = 47 bp). The remaining alignment data for taxon-set-2 (Supplemental File 3.9 - UCEFi9) contained 965 
loci totaling 878,786 characters and 172,112 alignment patterns (mean locus length=911 bp; 95 CI = 40 bp). We 
concatenated all loci in each set, and we analyzed the resulting, concatenated alignments using RAxML 7.3.4 
(GTRGAMMA model) (64), conducting 20 maximum likelihood (ML) tree searches and 500 bootstrap replicates for 
each data set. Using RAxML, we checked for bootstrap replicate convergence using the “autoMRE” function. Both 
data sets converged after 50 replicates, and we used RAxML to reconcile each best, ML tree with each set of 500 
bootstrap replicates. 
 
To evaluate the effects of partitioning on the topology and branch lengths we present in Fig. 1, we partitioned the 
alignment data for taxon-set-2 using PartitionFinder (93) and the strict hierarchical clustering algorithm (94); 
RAxML; model selection by Bayesian Information Criterion; and equal weighting for overall rates, base 
frequencies, model parameters, and the alpha parameter.  Following partitioning, we input the concatenated taxon-
set-2 alignment from above to RAxML, along with the optimal partitioning scheme suggested by PartitionFinder, 
and we analyzed these data using RAxML 7.3.4 (64), conducting 20 maximum likelihood (ML) tree searches and 
boostrapping using the "autoMRE" function.  Bootstrapping converged after 50 replicates, and we used RAxML to 
reconcile each best, ML tree with the set of 50 bootstrap replicates. 
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To estimate rates of molecular evolution, we collected divergence time estimates from existing literature on the 
subject (SM 4). We created four alternative calibration schemes that allowed us to evaluate the effects of different 
age estimates on our overall estimates of evolutionary rate.  We estimated rates of molecular evolution with the r8s 
program (95) (Supplemental File 3.10 - UCEFi10, Supplemental File 3.11 - UCEFi11, Supplemental File 3.12 - 
UCEFi12, Supplemental File 3.13 - UCEFi13) using these divergence-time estimates and the best ML tree for each 
UCE data set (taxon-set-1; taxon-set-2; taxon-set-2-partitioned). 
 
We present the best ML tree and r8s estimates for taxon-set-2 in the main text, Figure S1 because this data set 
includes a larger sample of UCE loci from the taxa listed in Table S8 (excluding Xenopus tropicalis). R8s estimates 
for taxon-set-2 are provided in Figure S2. Here, we also provide the best ML tree and r8s estimates for taxon-set-1 
(Figure S3 and Figure S4) and taxon-set-2-partitioned (Figure S5 and Figure S7). The topology, bootstrap support 
values, and pattern of estimated rates for taxon-set-1 do not differ from taxon-set-2.  The topology of and support 
values across the partitioned tree for taxon-set-2 were not different from the unpartitioned tree (Figure S5), branch 
lengths of the partitioned versus unpartitioned tree were nearly identical (Figure S6), and r8s estimates from the 
partitioned tree showed the same patterns as we observed for the unpartitioned tree (Figure S7).  Additional 
Supplemental Files 3.14-3.15 (UCEFi12-14) describe the steps used to generate and analyze these data and 
Supplemental File 3.15 - UCEFi15 provides a list of all files described above with checksums and additional 
descriptive information. 
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SM 4 – Establishing a temporal framework for vertebrate evolution 
 
Edward L. Braun*, Brant C. Faircloth, John E. McCormack, and Christopher A. Brochu 
 
* To whom correspondence should be addressed (ebraun68@ufl.edu) 
 
The estimation of evolutionary rates requires a both well-supported phylogenetic framework and information from 
the fossil record. A consensus regarding vertebrate phylogeny has emerged (Figure S8), making it possible to 
constrain the timing for a number of divergences using fossil data. The majority of these divergence times, shown in 
Table S9, were obtained from Benton and Donoghue (96). 
 
We add several additional calibrations based upon the fossil record, described below. Throughout this discussion we 
will define crown group as the least inclusive clade that does include all extant members of a clade (the common 
usage in paleontology). We define a ghost lineage as an evolutionary lineage that must exist based upon the best 
available phylogeny that nonetheless cannot be found in the fossil record for the appropriate times. Ksepka & Boyd 
(97) provide an excellent illustration of this for birds in their Figure 5. 
 
There are several key divergence times needed to estimating rates of evolution for archosaurs that cannot be 
constrained using information obtained directly from the fossil record. Those dates require estimates of divergence 
times based upon other analyses that assume a relaxed molecular clock. We have chosen several different analyses 
to avoid biasing results as much as possible. However, we believe the ‘young-young’ calibration, which uses the 
fossil record for crocodilians (described below) and the molecular clock analysis from (76) for birds, is likely to be 
the most accurate. 
 
General considerations for estimating evolutionary rates. A major goal of this study is estimating the absolute rate of 
genome evolution for the extant archosaurs (crocodilians and birds). This goal is related to analyses of divergence 
times based upon the relaxed molecular clock. The idea that estimating divergence times using molecular clock 
methods with incorrect fossil calibrations will have be problematic is not controversial. This is exacerbated by the 
absence of rigorous protocols for assigning molecular clock calibrations using fossils raises serious questions about 
the credibility of divergence dating analyses, and this has led to efforts standardize the identification of calibrations 
and build databases to serve this effort (98-100).  
 
It is unclear, however, whether the estimation of rates (as opposed to divergence dates) is as sensitive to incorrect 
calibration times. Here we take an empirical approach to assess this sensitivity, anchoring our rate estimates to a 
rigorous assessment of the fossil record as possible and examining several different dates to assess the sensitivity of 
rate estimates. Although we limited their use, we did use some ‘secondary’ calibrations (based upon relaxed 
molecular clock analyses) where we were unable to identify appropriate primary calibrations. Since those secondary 
calibrations are based on other taxon samples, calibrations, and molecular data they do provide information that is 
independent of our genomic data. 
 
The ideal primary calibration would involve a fossil in an accurately dated stratigraphic layer with sufficient 
preservation to allow multiple characters to be scored for a cladistic analysis. Those character data would then be 
used in a rigorous analysis that provides strong support for the placement of the fossil. Moreover, the topology 
extant taxa in a total evidence analysis using both molecular and morphological data would be for congruent with 
analyses of large molecular datasets. This criterion is seldom met. For example, analyses of crocodilians 
morphology alone typically place the root of extant crocodilians between Gavialidae and other crocodilians [e.g., 
Brochu (101)]. Analyses of molecular data alone and combined evidence place the root between Alligatoridae and a 
strongly supported Longirostres (the Crocodylidae+Gavialidae clade) (8, 102). 
 
Some authors (98) have suggested that it is desirable to have fossils of the sister group, placed by rigorous 
phylogenetic analyses, with a similar temporal distribution. The goal of this criterion is to test whether the 
evolutionary divergence occurred close to the oldest record of the indicator taxon. The value of this criterion is 
debatable, since there may be a long ‘ghost’ range for the sister group and the sister group may persist for a long 
time. However, this criterion will typically be met when the fossil record is especially rich and, therefore, 
particularly useful. Therefore, it may prove to be a useful criterion. 
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Some of this difficulty could reflect specific difficulties such as relatively poor record for close crocodylian 
outgroups. This would be expected to result in a long branch at the base of extant crocodilians, which could be 
problematic. Few Campanian-Maastrichtian (upper Cretaceous) forms are known (e.g. Massialasuchus, 
Allodaposuchus) and there are some lineages that first appear during the Early Cretaceous and persist until later in 
the period (e.g. paralligatorids, hylaeochampsids, aegyptosuchids). Only one hylaeochampsid was known until 
comparatively recently, and other related groups, such as the susisuchids, were discovered within the past 10 years. 
Nonetheless, we are learning much about the closest relatives of Crocodylia (103-110) and current work is 
consistent with a Santonian-Campanian origin for Crocodylia, but there is more to be done. 
 
There are other putative Campanian crocodylians, including the thoracosaurs and Borealosuchus Brochu 1997. 
Phylogenetic analyses support a gavialoid affinity for the Late Cretaceous-Paleocene thoracosaurs, which conflicts 
with molecular evidence for a Cenozoic divergence between Gavialis and Tomistoma. Borealosuchus and the 
thoracosaurs share morphological features currently optimized as plesiomorphic for Crocodylia, but they might 
instead be derived traits being mischaracterized by a rooting problem. Either way, these groups had a widespread 
geographic range and tend to be common in nonmarine, estuarine, and even shallow marine deposits when they 
occur; their rarity or absence prior to the Campanian is consistent with a radiation of derived eusuchians, including 
crocodylians, at or near the Santonian-Campanian boundary. 
 
Calibration for the Gavialis-Crocodylus divergence (node P, 69-72 MYA). This divergence time for this node is 
based upon the existence of upper Cretaceous (early Maastrichtian) fossil gavialoid Eothoracosaurus 
mississippiensis, found in the Ripley formation of Mississippi (111).  Cladistic analysis of morphological characters 
places this taxon sister to all other Gavialoidea. As stated above, analyses of morphology alone place deepest branch 
within the crocodilians between Gavialoidea and a clade comprising Alligatoridae and Crocodylidae. However, 
because combined analyses of molecular and morphological data (102) yield a strongly supported Longirostres (the 
crocodile + gharial clade) that includes fossil gavialoids we believe this fossil is likely to be member of crown 
Longirostres. 
 
Calibration for the Alligator-Crocodylus divergence (node O, 77.9-83.6 MYA based on fossil data; also see Table 
S9).  The minimum divergence time for this node is based on the oldest known alligatoroid, Brachychampsa sealeyi 
Williamson 1996 from the Allison Member of the Menefee Formation in New Mexico. The Menefee Formation is 
of Campanian age, and the Allison Member is from the lower part of the unit. This places B. sealeyi in the first half 
of the Campanian (77.9-83.6 MYA). Below we review some additional information on crocodilian paleontology that 
provide additional context and discuss our ‘older’ calibration for this node. 
 
Two alligatoroids, Leidyosuchus canadensis Lambe 1907 and Albertochampsa langstoni Erickson 1972, are known 
from the Dinosaur Park Formation of Alberta (112, 113). Alligatoroids are also known from the Kaipirowits 
Formation of Utah (114) and the El Gallo Formation of Baja California (115, 116). These units are all within the 
Campanian, but are younger than the Allison Member (117-120). Likewise, the giant basal alligatoroid Deinosuchus 
Holland 1909 (which may have exceeded 12 m total length) had a widespread distribution throughout North 
America (114, 121-125), but is primarily known from the later Campanian. 
 
We have reason to suspect an unsampled history for the group at least into the earliest part of the Campanian and 
perhaps into earlier stages. The oldest alligatoroid (B. sealeyi) is not the deepest-branching that honor belongs to 
Leidyosuchus. Most other known Campanian alligatoroids are globidontans more closely related to crown 
Alligatoridae than to Leidyosuchus, Deinosuchus, or Diplocynodon Pomel 1847, a lineage known only from the 
Cenozoic (Paleocene/Eocene through Miocene) of Europe (126-129), but which must have been present minimally 
by the Campanian.  
 
The deepest-branch crocodyloid is Prodiplocynodon langi Mook 1941. The holotype is a skull from the 
Maastrichtian Lance Formation of Wyoming (130).  
 
Several Late Cretaceous eusuchians from Europe have been referred to either Alligatoroidea (e.g. Acynodon, 
Allodaposuchus, Masiliasuchus; (131-135) or Crocodyloidea (Arenysuchus (136)).  More recent analyses reject 
these referrals (106, 108, 137-139). At present, the oldest Eurasian fossils that can be robustly referred to 
Alligatoroidea or Crocodyloidea are of Cenozoic age. 
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Given the importance of this node for determining rates within crown crocodilians we also examined the impact of a 
secondary calibration from Oaks (9). These date push the origin of crown crocodilians back somewhat further, but 
they do correspond to a secondary calibration. This calibration is included to test the sensitivity of our conclusions 
regarding rates of genomic change to different assumptions regarding critical dates. 
 
Calibration for the Crocodylia-Aves divergence (node N, 247-250 MYA).  Ctenosauriscids are the oldest known 
members of the crocodile line (pseudosuchians) and they are also the oldest crown-group archosaurs. 
Ctenosauriscids first appear in the Olenekian (2, 140-142). The oldest dinosaur-line archosaurs (ornithodirans) 
known from body fossils are silesaurids from the overlying Anisian stage (141). Controversial footprint evidence 
may draw ornithodirans into the Olenekian (143), but they are not universally accepted. 
 
Neither the ctenosauriscids nor the silesaurids are deepest-branching members of their lineages. It would thus be 
reasonable to expect crown archosaurs in units of earliest Triassic (Induan) or even latest Permian age, but at 
present, they are unknown prior to the Olenekian. 
 
Calibration for the Archosauria-Testudines divergence (node L, 260- 265 MYA). The oldest known archosauriforms 
(crown-group archosaurs and close relatives bearing features diagnostic of “thecodonts,” such as an antorbital 
fenestra) are from the latest Permian of Russia, but the date for this node is actually based on Eunotosaurus from the 
late Middle Permian (Capitanian) of South Africa. Recent analyses of this animal (e.g. (144, 145) point to very 
strong derived similarities with the Triassic basal turtle Odontochelys. 
 
This node is generally viewed as difficult to calibrate. The phylogenetic relationships of turtles to extinct reptilian 
lineages are essentially unknown (146-149) and the position of turtles among extant vertebrates has been viewed as 
highly controversial (150). However, recent molecular analyses have converged on the placement of turtles shown in 
Figure S8 with strong support (13, 28, 29, 151).  Thus, the uncertainty that remains reflects the difficulty of placing 
turtles based on morphology (necessary for fossil lineages). Some hypotheses would draw the turtle-archosaur split 
minimally into the Pennsylvanian. Alternatively, if Eunotosaurus is not a stem turtle, the date would instead be 
based on the first appearance of Archosauriformes. Note that Archosauriformes is more inclusive than Archosauria 
[the crown group that includes crocodilians and birds; cf. (141)] as it also includes stem taxa. 
 
Calibration for the Palaeognathae-Neognathae divergence (node Q, see Table S9).  The fossil record for the deepest 
branches for Neornithes (crown birds) are possibly one of the most problematic parts of the tree of life. With the 
exception of Vegavis iaai [viewed as a crown anseriform and therefore an indicator of Neognathae (152)] there are 
no convincing upper Cretaceous neornithine fossils (153). This absence has even led to continued defense of the 
hypothesis that all neornithine divergences occurred in the Paleogene (after the K-Pg mass extinction)(154). 
 
However, a very recent radiation would demand truly remarkable acceleration of the rate of genomic change, far 
beyond that documented for other vertebrate lineages, for the long branches uniting the three major neornithine 
lineages: Palaeognathae (represented in Figure S8 by the ostrich, Struthio camelus), Galloanseres (represented in 
Figure S8 by the chicken, Gallus gallus), and Neoaves (the clade united by node S in Figure S8). The lengths of 
these branches relative to those at the base of Neoaves are simply incompatible with a radiation that has to be 
compressed into the early Paleogene [see Figure 1 in the main paper and Figure 1 in Jarvis et al. (76) for branch 
lengths and Figure 5 in Ksepka and Boyd (97) for a strict interpretation of the fossil record].  
 
Therefore, we used two sets of dates: the most recent relaxed clock analyses, which was based on whole genome 
data (76) and a morphological clock analysis (155). The latter leads to older dates with broader credible intervals, 
but both push the radiation of Neornithes to the middle of the Cretaceous and represent a very realistic combination 
of information from the fossil record and molecular data. The use of the Lee et al. (155) study as part of our 
sensitivity analysis is especially important, since it is solely based on analyses of morphology from fossil and extant 
taxa, avoiding any potential for a bias due to the inclusion of molecular data. 
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SM 5 – Phylome analysis 
 
Salvador Capella-Gutíerrez and Toni Gabaldón* 
 
* To whom correspondence should be addressed (toni.gabaldon@crg.eu) 
 
To gain insight into the evolutionary dynamics of three Crocodile genomes, representative of the main lineages of 
Crocodylia, we reconstructed their respective phylomes (156) i.e. the complete collections of evolutionary histories 
of all genes encoded in a genome and their homologs across other fully-sequenced species (Table S10). 
 
Phylome reconstruction. Proteins encoded in 22 fully-sequenced vertebrate genomes - including the three crocodile 
genomes of this study - were downloaded from various sources (Table S10). Phylomes were reconstructed using as a 
seed each of the three newly-sequenced crocodile genomes. 23,309 unique protein sequences were used for the 
American alligator phylome, resulting in 19,226 gene trees (82.48% of the predicted proteins). Similarly, the 
crocodile phylome is based on 13,314 unique protein sequences, resulting in 11,857 gene trees (89.06% of the 
predicted sequences) and the gharial phylome is based on 14,024 unique protein sequences, allowing reconstruction 
of 12,644 gene trees, or 90.16% of gharial proteins. 
 
To perform the phylome reconstruction, a Smith-Waterman (157) search was used to retrieve homologs using an e-
value cut-off of 1e-5, and considering only sequences that aligned with a continuous region representing more than 
50% of the query sequence. Then, selected homologous sequences were aligned using three different programs: 
MUSCLE v3.8 (158), MAFFT v6.712b (159), and DiAlign-TX (160). Alignments were performed in forward and 
reverse direction (i.e using the Head or Tail approach (161)), and the six resulting alignments were combined using 
M-Coffee (162). The resulting combined alignment was subsequently trimmed with trimAl v1.4 (67), using a 
consistency score cutoff of 0.1667 and a gap score cutoff of 0.1, to remove poorly aligned regions. 
 
Phylogenetic trees based on the Maximum Likelihood (ML) approach were inferred from these alignments. ML 
trees were reconstructed using the best-fitting evolutionary model. The selection of the evolutionary model best 
fitting each protein family was performed as follows: A phylogenetic tree was reconstructed using a Neighbour 
Joining (NJ) approach as implemented in BioNJ (163); The likelihood of this topology was computed, allowing 
branch-length optimisation, using eight different models (JTT, LG, WAG, Blosum62, MtREV, VT, DCMut and 
Dayhoff), as implemented in PhyML v3 (68); The two evolutionary models best fitting the data were determined by 
comparing the likelihood of the used models according to the AIC criterion (164). Then, ML trees were derived 
using these two models, using the default tree topology search method NNI (Nearest Neighbor Interchange), and the 
one with the best likelihood was used for further analyses. A similar approach based on NJ topologies to select the 
best-fitting model for a subsequent ML analysis has been shown previously to be highly accurate (165). Branch 
support was computed using an aLRT (approximate likelihood ratio test) parametric test based on a chi-square 
distribution, as implemented in PhyML. In all cases, a discrete gamma-distribution with four rate categories plus 
invariant positions was used, estimating the gamma parameter and the fraction of invariant positions from the data. 
 
Orthology/paralogy predictions. Orthology and paralogy relationships among crocodilian genes and those encoded 
by the other genomes included in the crocodilian phylomes were inferred using a phylogenetic approach (69). In 
brief, a species-overlap algorithm, as implemented in ETE v2 (70), was used to label each node in the phylogenetic 
tree as duplication or speciation depending on whether the descendant partitions have, at least one, common species 
or not (i.e. using a Species Overlap Score of 0). The resulting orthology and paralogy predictions can be accessed 
through phylomeDB.org (19). These predictions have been used in subsequent analyses such as orthology-based 
functional annotation, identification of gene expansions or duplication dating. 
 
Species tree reconstruction. A phylogeny for the species included in the phylome was inferred using two 
complementary approaches, which rendered almost identical topologies. The only difference was in the internal 
organization of placental mammalian species used as out-groups. First, a super-tree was inferred from all trees in the 
three phylomes (43,727 trees) by using a Gene Tree Parsimony approach as implemented in the dup-tree algorithm 
[16]. This procedure finds the species topology that minimizes the number of total duplications implied by a 
collection of gene family trees, i.e. the phylomes. Second, 337 gene families with a clear, phylogeny-based, one-to-
one orthology present in all species included in the analyses, were used to perform a multi-gene phylogenetic 
analysis. Gene families were taken from all three phylomes and the overlapping ones were included only once. 
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Protein sequence alignments were performed as described above and then concatenated into a single alignment. 
Species relationships (Figure S9) were inferred from this alignment using a Maximum Likelihood (ML) approach as 
implemented in PhyML v3.0 (68), using JTT as evolutionary model since in 319 out of 337 gene families this model 
was the best-fitting, and the tree topology search method SPR (Subtree pruning and regrafting). Branch supports 
were computed using an aLRT (approximate likelihood ratio test) parametric test based on a chi-square distribution.  
 
We used ML analysis to contrast 2 additional scenarios (Figure S10). The hypothesis grouping Crocodilian with 
Birds was significantly more supported than any alternative topology as inferred from eight different statistical tests 
implemented in CONSEL (166). The vast majority of gene trees (6,880; 72%) placed crocodilians and birds together 
in a clade and only 28% of trees supported alternate topologies (birds + turtles or crocodilians + turtles). The 
alternative topology found most often grouped crocodilians and turtles (Table S11), possibly reflecting long branch 
attraction associated with the evolutionary distance between birds and the outgroup. Although the placement of 
gharial within the crocodilian phylogeny has been contentious over the last several decades (33) a clear majority 
(78.4%, #) of protein coding gene trees supported placing alligator as the sister group of a crocodile + gharial clade, 
termed Longirostres (8). 
 
Phylome support for the species tree. All single gene trees in the phylomes were scanned to evaluate the support to 
the internal grouping of the main sauria groups obtained for the phylogeny of the species. Individual trees containing 
the four sauria groups: Squamata, Turtles, Crocodiles and Birds, were considered. It was required also that such 
groups were monophyletic. Table S11 shows the results obtained for each phylome, it is especially important to see 
that most of the selected trees support the reconstructed species phylogenies.  Similarly we scanned all phylome 
trees to assess the proportion of trees that supported each of the three possible phylogenetic arrangements of 
crocodile, gharial and alligator. 78.44% of the trees supported the majority topology placing crocodile as the earliest 
diverging species ((crocodile, gharial),alligator), whereas 11.19% and 10.37 supported the two alternatives 
(crocodile,(gharial, alligator)) and ((crocodile,alligator),gharial), respectively. 
 
Comparative genomics in the main saurian lineages. A comparative analysis, in terms of homology relationships, 
was performed among the 22 species included in the three crocodilian phylomes. Although all species included in 
the phylomes were used for this analysis, the main focus was on the main Sauria lineages: Crocodylia, Birds, Turtles 
and Squamata. To carry out this analysis, a BLAST search for each crocodilian protein-coding gene was performed 
to retrieve the first 200 homologous sequences with a cut-off e-value of 1e-5 and a minimum coverage -aligned 
region compared to the query sequence length- of 50%. Then, the different patterns of homology for each species 
were computed and plotted into Figure S11. 
 
Transposable element detection. PFAM domains associated to transposable elements (TEs) activity were used to 
scan each coding-protein gene set using HMMER3 (167). 331 (~1.4% of total proteins), 155 (~1,1%) and 174 
(1.2%) proteins from American alligator, crocodile and gharial, respectively, were discarded for downstream 
analyses since there were associated with at least one TEs domain, at e-value cutoff of 0.10, and had only homologs 
on the same species indicating a species-specific gene family expansion enriched on those elements. 
 
Dating duplications. We scanned the three crocodilian phylomes to detect and date duplication events using a 
previously described algorithm (71). We focused on events assigned to five different relative evolutionary periods: 
Age 1) Species specific, Age 2) Basal to all three crocodilians (Crocodiles), Age 3) Basal to Crocodiles and Birds 
(Archosauria), Age 4) Basal to Crocodiles, Birds and Turtles, Age 5) Basal to Crocodiles, Birds, Turtles and 
Squamata (Sauria). Individual trees were scanned to date all duplication events which involved the seed protein and 
other proteins from the same species (paralogs). Table S12 shows the duplication ratios obtained for each relative 
age and species. 
 
Functional enrichment for dated duplicates in the saurian lineages.  Crocodilian proteins duplicated at different 
relative ages were analyzed looking for any functional enrichment. Enrichment analyses for over-represented GO 
terms for duplicated proteins as compared to individual species were performed using FatiGO as implemented in 
Babelomics webserver (168). A genome comparison approach was used with a Fisher exact test looking for over-
represented terms with a normalized e-value cutoff of 0.01. Then, GO terms redundancy was reduced using 
REViGO webserver (169) with default settings. Table S13 shows those over-represented terms grouped by species, 
age and ontology. 
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Species-specific expansions of protein-coding genes in crocodilians. We focused on species-specific expansions of 
coding-protein genes. Proteins dated as duplicated before the split of the different crocodilian species were 
discarded. We detected 776 (~3.3% of total proteins), 176 (~1.3%) and 106 (0.75%) proteins mapped to such events 
in A. mississippiensis, C. porosus and G. gangeticus, respectively. Then, those proteins were grouped into clusters 
when overlaps of at least 75% among different groups of proteins from single gene trees were detected. More than 
44% of the genes were assigned to a unique cluster in the species: ~48%, ~50% and ~44% for A. mississippiensis, C. 
porosus and G. gangeticus, respectively. Figure S12 shows a plot with the distribution of the cluster sizes frequency 
for each of the species studied. 
 
Functional enrichment analysis for species-specific expansions in crocodilians. Clusters of protein-coding genes 
expanded specifically at the species level were analyzed looking for any statistically significant functional 
enrichment. Enrichment analyses for over-represented GO terms of those expanded protein families were performed 
by using FatiGO as implemented in the Babelomics webserver (168). Over-represented terms were detected by a 
Fisher exact test for genome comparison at an e-value cutoff of 0.01. Then, GO terms redundancy was reduced 
using REViGO webserver (169) with default parameters. Table S14 contains the non-redundant over-represented 
GO terms for clusters with 5 or more members in any of the three crocodilian species studied. 
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SM 6 – Analysis of 4D site rates 
 
Edward L. Braun* and Brant C. Faircloth 
 
* To whom correspondence should be addressed (ebraun68@ufl.edu) 
 
The annotation of novel genomes can be difficult and is typically facilitated by the availability of transcriptome data, 
which was largely limited to the alligator (Alligator mississippiensis) in this study (see SOM 2 above). This suggests 
that the annotation of the alligator is better than that of the other two crocodilians, consistent with the numbers of 
genes that could be assigned gene symbols in each taxon as described above. Moreover, the quality of the genome 
assemblies (and the associated annotations) for taxa that were used for comparisons is expected to vary because 
different pipelines were used to generate those data. The impact of annotation (e.g., incorrect exon calls) and 
alignment errors on estimates of phylogeny (and the associated branch lengths) on phylogenomic analyses remain 
poorly characterized.  
 
The topology for the tree (Figure S5) that resulted from phylome analyses, which used coding regions, was virtually 
identical to the topology based upon UCEs (Figure 1 of the main paper). The only topological difference involved 
the earliest divergence among eutherian mammals, where the UCE tree supported a clade comprising the 
armadillo (Dasypus novemcinctus) and elephant (Loxodonta africana) while the phylome tree placed the armadillo 
sister to all other eutherians. This relationship is extremely controversial (26, 170, 171) and has even been suggested 
to represent a hard polytomy (172). This degree of similarity strongly suggests that problems associated with coding 
region annotation have a minimal impact upon the estimation of tree topology, at least for the taxa examined here.  
 
Despite the topological congruence between the UCE tree (Figure 1 of the main paper) and the phylome tree (Figure 
S5), the branches for the crocodile (Crocodylus porosus) and gharial (Gavialis gangeticus) were substantially longer 
in the phylome tree. UCEs represent contiguous regions that are straightforward to extract from genomes but 
analyses of coding regions are dependent upon the proper annotation of exons. This led us to hypothesize that the 
observed branch length differences might reflect differences in the annotation of these genomes. The alternative 
hypothesis (that there has been an acceleration of protein evolution in the crocodile and gharial) remains possible, 
but is less consistent with other lines of evidence (e.g., transposable element visibility) indicating slow rates of 
evolution for multiple genomic partitions in crocodilians (see the main text for details).  
 
To test the hypothesis that these apparent rate differences reflect issues with the annotation of protein coding regions 
we applied two different filtering approaches to 686 one-to-one orthologs identified as part of the phylome analysis. 
First, we retained codons only if they were present in more than 20 taxa (i.e., up to two missing taxa were allowed). 
This corresponds to the conserved fourfold degenerate status described in more detail below, in SM 7. Second, we 
imposed the additional condition that the amino acid encoded by the codon of interest be conserved. The first 
filtering approach resulted in an alignment of 35,092 sites with 5.16% missing data (due to the presence of loci 
missing for one or two taxa) and 34,462 site patterns. The second filtering strategy is more stringent, reducing the 
alignment to 22,960 with 5.12% missing data and 22,576 site patterns. These alignments were used to estimate 
branch lengths in RAxML (64) using the UCE tree estimated for taxon-set-1 (Figure S3). 
 
Both of these filtering strategies resulted in greatly reduced branch lengths for the crocodile and gharial (Figures S13 
and S14), suggesting that the long branches evident in the unfiltered tree reflect the difficulties associated with 
identifying and annotating coding regions. Based upon these results we used a similar filtering method to assess the 
substitution rate for 4D sites in the whole genome alignment.  
 
These analyses of 4D site rates also allowed us to estimate the rate at which these substitutions occur using the same 
method that was applied to the UCE data. Briefly, we estimated rates of molecular evolution using the r8s program 
(95) and the same divergence-time values used for analyses of the UCE data. The tree used for this analysis had the 
topology of the ML tree estimated using the UCE data and taxon-set-1. These analyses indicated that substitutions at 
4D sites accumulated approximately an order of magnitude faster than those in UCEs, but the relative rates were 
quite similar, especially within tetrapods (Figures S15 and S16). We also note that the substitution rate estimates 
obtained using filtering strategy 2, which is expected to eliminate the largest amount of incorrectly aligned data, 
were slightly more congruent with the results of UCE analyses. 
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SM 7 – Whole genome alignments and ancestral genome reconstruction  
 
Joel Armstrong, Ngan Nguyen, Edward L. Braun, Dent Earl, David Haussler, Richard E Green and Benedict Paten* 
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Whole Genome Alignment and Ancestral Genome Reconstruction 
The whole genome alignment of 23 taxa was computed using progressive-cactus 
(github.com/glennhickey/progressiveCactus) using its default parameters and the phylogeny shown in Figure 2 of 
the main text.  The genome assemblies used are listed in Table S15. The topology of the phylogeny was derived by 
manually merging a subtree of the UCE trees with results from the avian phylogeny sister paper (76) along with 
published phylogenies for passerine birds (77), parrots, (78), and turtles (79). 
 
We used a 512 CPU cluster for running the local alignment jobs and a 1 terabyte shared memory machine with 64 
cores for computing the CAF and reconstruction algorithms (75, 80). Ancestral reconstruction of all internal nodes 
was performed as part of this process. To improve the ancestral base calls we used the ancestorsML tool in the HAL 
tools library (github.com/glennhickey/hal) (81) to call bases by maximum likelihood, using the general reversible 
continuous time nucleotide substitution model implementation from the PHAST package (60). To parameterise the 
model and estimate branch lengths for the topology (show in Figure 5a of the main text) we used the phyloFit tool 
(82) on conserved fourfold degenerate sites in alligator genes, as described below. We also stored the posterior 
probability of these base calls given the model, and these results were used to calculate the expected accuracy of 
base calls in the archosaur genome. These results are shown in Figure 7a of the main text. 
 
Whole Genome Alignment Analyses 
The following gives technical definitions of the WGA analyses performed. A whole genome alignment (WGA) is 
formally a partitioning of the residues within a set of genomes into a set of aligned columns, each of which 
represents a set (technically an equivalence class) of residues inferred to be homologous. Given a chosen subset of 
genomes X within the WGA, a non-duplicated column for X is a column containing one or zero residues from each 
of the species in X. Similarly, given a chosen subset of species X within the WGA, a single copy column for X is a 
column containing exactly one residue from each of the species in X. 
 
Percentage Identity. For a pair of genomes their percentage identity is the proportion of single copy columns for the 
pair that do not contain a wildcard character representing either genome and in which the nucleotide from both 
genomes is identical.  The percentage identity value reported therefore includes the maximum number of columns 
where there is no apparent ambiguity about the ancestry of the residues. Table S16 shows the percentage identity 
between each of the three crocodilian genomes. Near identical results were produced using Mummer (173). 
  
Fourfold Degenerate Codon Substitution Rates. In the WGA, a column is conserved fourfold degenerate if the 
column contains a residue that is a fourfold degenerate site in an annotated transcript in a given reference genome, 
and the two previous bases (in the opposite direction to the direction of transcription) in every leaf genome are such 
that each leaf genome site in the column is fourfold degenerate. Coding transcripts in alligator were filtered to only 
those with all the columns in their coding exons non-duplicated among crocodylia, chicken, zebra finch, and 
Carolina anole. The sites in alligator that corresponded to conserved fourfold degenerate columns in non-duplicated 
alligator coding sequences were then extracted. The program halPhyloPTrain (available in the HAL tools library) 
was used on these sites to estimate substitution rates for every branch in the WGA. 
 
To validate these branch lengths, the non-duplicated alligator coding transcripts described above were also exported 
in Phylip format and further processed to remove regions that might bias the estimation of neutral rates before 
analysis in RAxML version 8.0.0 (64). We retained codons only if they were present in all taxa and did not have any 
internal gaps. This was done because the WGA allowed some indels of length one or two in coding regions; this 
typically occurred in regions where one or more of the sequences were poorly assembled (based upon visual 
inspection). The rationale for this stringent filtering is provided below in the section on 4-fold degenerate sites. This 
resulted in a matrix of 144,733 nucleotides and no missing data. Branch lengths were estimated for this alignment 
using the ‘-f e’ option in RAxML with the GTRGAMMA model and the phylogeny used for other WGA analyses 
(see above). The tree length was 3.180126 and ML estimates of the parameters describing 4D site evolution were: 
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 Γ distribution shape parameter 
   α = 1.658157 
 GTR rate parameters (normalized to the G-T rate) 
  rate A-C = 0.750544 
  rate A-G = 4.203959 
  rate A-T = 0.591019 
  rate C-G = 1.387873 
  rate C-T = 2.267481 
 Equilibrium base frequencies: 
  π (A) = 0.280429 
  π (C) = 0.252743 
  π (G) = 0.167161 
  π (T) = 0.299667 
 
The resulting phylogeny with ML estimates of branch lengths is shown in Figure 2 of the main paper. A similar 
analysis was conducted by after increasing the stringency of the filtering to require that the amino acid encoded by 
the conserved fourfold degenerate column is itself conserved. This reduced the length of the alignment to 114,709 
nucleotides but it had a negligible impact upon the branch length or parameter estimates. Estimates of the rates 
based upon 4D sites are presented in Table S17. 
 
Transposable Element Substitution Rates. Any transposable element Y defines a nonempty subsequence xi, xi+1, … , 
xj of a chosen reference genome (here the common ancestral genome of the extant crocodilian genomes in our 
analysis). We call Y syntenic with respect to a subset of genomes X, if:  
 (1) The residues in xi-m, xi-m+1, …, xj+m+1 are all members of non-duplicated columns for X, where m is a 
flanking parameter (set to 2kb in this analysis; this ensures that the phylogeny is apparently unambiguous across the 
element). 
 (2) For each pair of contiguous residues in xi-m, xi-m+1, … , xj+m+1, if the columns they are contained in both 
contain residues from another genome in X, then those residues in the other genome are in the same order and 
orientation as in the chosen reference genome and are separated by no more 100 bases in the other genome (this 
ensures that no rearrangements other than indels less than 100bp in length and substitutions have been observed to 
effect the sequences). We use the set of single-copy columns that contain residues from syntenic transposable 
elements to calculate the substitution rate in transposable elements.  
 
To estimate rates we used the strand symmetric general reversible continuous time substitution model implemented 
in the Phast package continuous time substitution model (82), using the halPhyloPTrain program on the single-copy 
columns from syntenic transposable elements in the common ancestor of Crocodylia. Table S18 below shows the TE 
substitution rates.  
 
Micro Insertion and Micro Deletion Rates. For a pair of genomes A and B, a clean insertion in A with respect to B is 
a nonempty subsequence xi, xi+1, … , xj of a sequence in A such that:  
 (1) The residues in xi, xi+1, … , xj are not aligned to any residues in B.  
 (2) The residues in xi-k-1, … , xi-1 and xj+1, … , xj+k+1 are each aligned in single copy columns for { A, B }, 
where k represents a number of cleanly aligned residues flanking the insertion. This condition ensures no 
duplications that suggest ambiguity in the phylogeny. After some testing, in this analysis, k=5 though other larger 
values of k produce similar results. 
 (3) The corresponding residues in B aligned to xi-k-1, … , xi-1 and xj+1, … , xj+k+1  are in the same order and 
orientation in B as in A. This ensures the structural change is indeed an insertion rather than a more complex 
rearrangement. 
 (4) None of the residues in the alignment columns containing xi-k-1, … , xj+k+1  represent the wildcard 
character. This avoids labeling scaffold gaps as insertions.  
 
A clean insertion in A with respect to B is, reversely, a clean deletion in B with respect to A. A clean indel 
(insertion or deletion) is a micro event if the inserted or deleted subsequence is less than or equal to 10 residues in 
length. A clean adjacency is either a clean insertion or deletion, or equivalent to a clean insertion or deletion in 
which the inserted subsequence has zero length; a clean adjacency represents a place where there could have been a 
clean indel, but potentially none was observed. 
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Let an induced subtree of the phylogeny connecting a chosen genome A, its sister genome and their closest outgroup 
genome, be termed a three-leaf subtree for A.  For a chosen genome A with corresponding three-leaf subtree, a clean 
insertion, deletion or adjacency with respect to its three-leaf subtree is a clean branch insertion, deletion or 
adjacency, respectively, in A with respect to both the sister and outgroup genomes of the three-leaf subtree. Note 
this definition discounts clean insertions, deletions or adjacencies which differ between the outgroup and sister 
genomes, i.e. the indel subsequence has to have the same length in both other species. Defining events with respect 
to three-leaf subtrees gives confidence in the categorization of the event as an insertion, deletion or clean adjacency. 
 
The insertion and deletion rates reported are the ratio of clean micro insertion or deletion events per clean adjacency. 
Normalising by clean adjacency proved necessary to factor in coverage differences between assemblies. Table S19 
shows the measured rates of clean insertions and deletions in each of the leaf taxa of the WGA. 
 
Gene Synteny. For a pair of genomes A and B and pair of genes X and Y on A, we say the pair X and Y are 
candidates for synteny if X and Y both: 
    (1) map uniquely from A to B (no evidence of duplication in the other species), 
    (2) map to the same scaffold on B, 
    (3) map at least 90% of their sequence to B, 
    (4) reciprocally preserve their structures to B (i.e. X and Y must be preserved from A to B, and their images on B 
must be preserved back from B to A, see below for technical definition of preservation).  
 
If X and Y are candidates for synteny and they are in the same order and orientation on B as on A, they are syntenic,  
otherwise they are broken. If X or Y are not candidates for synteny, they are considered invalid and the pair is 
neither considered syntenic nor broken. The ratio of broken/syntenic pairs is the gene pair synteny rate. This 
carefully constructed analysis was necessary to unambiguously identify orthologous pairs of gene and minimise 
assembly differences impacting the results, though it is still likely to be somewhat affected by assembly composition 
and errors. 
 
Archosaur Reconstruction Analyses 
Below we detail analyses used to assess the reconstructed archosaur assembly. 
 
Estimating Potential Missing Sequence in the Archosaur Assembly. Due to the parsimony based simultaneous 
progressive alignment and reconstruction approach used to construct the WGA, any sequence in alligator that has a 
homolog outside the crocodilian lineage must have a homolog in the reconstructed archosaur. This implies that 
alligator sequences without an ortholog in the archosaur do not have an ortholog outside the crocodilian lineage. 
Misalignment and assembly errors will tend to reduce the quality of the ancestral reconstruction (usually by missing 
sequence), and thus lower the amount of sequence aligned. To estimate how much sequence should have been 
included in the archosaur reconstruction but was not, alligator fragments that did not align to archosaur at all were 
aligned against a selection of other leaf genomes (Table S20) using LastZ (version 1.03.52) with the following 
parameters: [multiple,unmask], which ensure that any repetitive sequence will not be unaligned due to heuristics that 
by default avoid the alignment of soft-masked sequence. 
 
While most fragments (87%) mapped to crocodile, the substantial majority do not map to these outgroup genomes 
(e.g. 91% of unmapped fragments do not align to anywhere in chicken) using LASTZ. This suggests that the 
reconstructed genome, despite its small size, already approaches the maximum possible size for a reconstructed 
genome given current alignment techniques. The small minority of regions that do map to out-group genomes are 
largely repetitive (mapping to many places in the outgroup genomes), suggesting the reconstruction of repetitive 
elements is an area of future improvement. 
 
Element Categories for Archosaur Analysis. To avoid issues with double-counting elements and bases in the 
mapping, phyloP, and structure-preservation analyses, the BED files for these categories were pre-processed. Gene 
and chained-CDS categories were processed to select only the longest transcript where there was overlap between 
multiple elements on the same strand. All other categories had their elements merged together where overlapping to 
avoid multiple-counting. 
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The gene annotations used were as described above for the alligator and, for the chicken, RefSeq gene annotations 
available from the assembly hub (see below), or at 
http://hgwdev.cse.ucsc.edu/~jcarmstr/permanent/galGal4_refSeq.bed . 
 
Selection Analysis. The halPhyloP tool, available from the HAL tools library, was used to generate phyloP scores 
for all columns in the alignment. The input branch lengths were determined by running phyloFit on conserved 
alligator fourfold degenerate sites, as described above. Using the WGA, each column was lifted over to each 
genome, creating a phyloP wiggle track for each of the 23 leaf and 22 ancestral genomes in the WGA. 
 
Order Preservation. An element, either exon, UTR, intron, etc., is defined by an interval of a genome. For a pair of 
genomes A and B and element Y in A, for a pair of successive residues in Y that align to a sequence X in B, we say 
their adjacency is preserved if the corresponding residues aligned in X are in the same order and orientation and 
separated by less than 100bp. We say the structure of Y is preserved if for all such pairs the adjacency is preserved 
and at least 25% of bases in Y align to X, and X is the sequence in B where the majority residues in Y align without 
self alignment (self duplication). This definition ensures that to have preserved structure at least a reasonable 
minority of bases must align to a single sequence and be organized as in the reference genome. If Y is a coding 
sequence (CDS), comprising the coding portions of a gene’s exons, it is treated as a single element, except that 
residues in the interstitial introns are ignored, and introns are allowed to change in size by up to 100kb in X. 
 
Extant Mapping Controls. The proportion of elements and adjacencies that were preserved is shown for alignments 
between alligator to archosaur (see main text, and Figure S17), alligator to chicken (Figure S18) and chicken to 
archosaur (Figure S19). These comparative controls show we get similar, but uniformly slightly higher results 
mapping chicken, rather than alligator, genes to the archosaur (presumably due to differences in gene sets, as the 
evolutionary distance is expected to be greater), and substantially higher mapping and order and orientation 
preservation results mapping extant annotations (either alligator or chicken) to archosaur than mapping alligator 
annotations to chicken, or vice versa. 
 
Assembly Hub 
A Comparative Assembly Hub for the WGA is available for the UCSC genome browser  (174) 
at  http://genome.ucsc.edu/cgi-bin/hgHubConnect (locate the “Croc and Bird Hub” link). From it, it is possible to 
browse the genomes, annotations and alignments, and download (via the Table Browser), portions of the WGA, the 
sequences of the reconstructed genome as well as the alligator, gharial and crocodile gene sets. 
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SM 8 – Lineage specificity and ‘visibility’ of ancient TEs in amniotes.  
 
David A. Ray, Robert Hubley and Arian F. Smit* 
 
* To whom correspondence should be addressed (asmit@systemsbiology.org) 
 
Lineage specificity of TE families. The lineage-specificity of each family was determined using several methods. 
The ancestral nature of several hundred families was predicted by the fact that we had constructed identical 
consensus sequences from the genomes of two or all three species (or near-identical consensus sequences that upon 
inspection were found to represent the same element). 
 
The main strategy involved running RepeatMasker with a combined library of all repeats reconstructed in any of the 
three crocodilian genomes. Repeat families were considered ancestral to two species if the family covered the same 
number of bases (±10%) in both species’ genomes and the average mismatch level was the same (again ±10%). 
They were considered lineage-specific if one species had a 10-fold higher representation of said repeat. The 
characteristics of 81 of the 1269 repeat families fell in between these margins and were confirmed by other methods. 
For some of these families both the base coverage and the average divergence level in one species was considerably 
higher than in the other species, indicating matches to an undefined lineage-specific repeat related to the repeat for 
which the consensus was derived. Others of these exceptional families showed a higher base coverage but lower 
divergence level in one than in the other species. Here the consensus represented a lineage-specific repeat that 
matches related unidentified ancestral repeats.  
 
To account for the possibility of elements that are present in two species through horizontal transfer rather than 
vertical inheritance, we checked for and confirmed the presence of copies at orthologous sites for all ancestral 
families with a very low average divergence level. Finally, we verified the results of this analysis by checking if 
copies can be found at orthologous sites in different species for a random subset of both lineage-specific and 
ancestral repeats. 
 
Rates of new TE family evolution in each lineage were calculated by identifying lineage-specific TE families 
Crocodylia (alligator + crocodile + gharial), Longirostres (crocodile + gharial), alligator alone, crocodile alone, and 
gharial alone.  A few dozen were found to be at orthologous sites in all amniotes.  The remainder were mapped to 
each lineage of the crocodilian tree and the number of TE families was divided by the approximate divergence date 
for each lineage from its closest relative (Figure S20).   
 
TE visibility. The data in Figure 3 (main text) and Figures S21, S22, and S23 are derived from RepeatMasker output 
(sensitive settings) for each genome listed, using RepeatMasker version 4.0.5 and RepeatMasker library version 
20140131, largely corresponding to the RepBase release 19.01 (a number of ancient consensus sequences appeared 
in a later release).  The assembly versions of the different genomes are given in the Figure legend of each Figure.  
The 1.86 Gbp reconstructed boreoeutherian genome was derived from release 74 of the EPO (Enredo-Pecan-
Orpheus) multiple alignment of 15 boreoeutherian genomes (36). 
 
Before and during this study, we had created (partial) consensus sequences for 132 interspersed repeats predating the 
amniote speciation. We reduced this number to 110 by combining subtypes of the same family of repeats and further 
to 74 by eliminating families with fewer than 100 copies in more than one species as well as families that show a 
distorting number of matches to uncharacterized lineage-specific repeats. The latter families included most LINE 
elements. Some irregularities will still arise from the presence of uncharacterized lineage-specific repeats on the one 
hand or from characterized related consensus sequence, appropriately present in the repeat library of one species but 
not the other, but competing with the amniote-wide consensus for matches.  The Y axis represents the number of 
bases seen in a particular species divided by the average number of bases seen in all species displayed. This is the 
same as (# of species) * (bp of this repeat in this species) / (bp of this repeat in all species). On the X axis the repeat 
families are ordered alphabetically. 
 
There are many forces that can affect the relative preservation level of the repeats in the genome, so that one does 
not expect the same ratios of visible repeats for each family, even when there is no interference by lineage-specific 
matches. These include but are not limited to:  
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1. In species subject to fast neutral decay, like the mouse, shrew and anole, perhaps all visible copies of 300 milion-
year old repeats have been exapted and remained under selective constraint. The difference with slower evolving 
genomes becomes smaller if a larger fraction of repeat sequences have gained a function in the genome. 
2. Very old repeats may be so diverged that they evade detection in all but the slowest evolving genomes unless they 
have become fixed. This would lead to a larger difference in the number detected in turtles over those in crocodiles, 
and a smaller difference between crocodiles and mammals. 
3. The ratio of GC->AT over AT->GC decay may differ significantly between lineages, so that, for example, GC-
rich repeats may be easier to detect in some lineages than others.  
 
Figures 3 (main text), S18, S19, and S20 each attempt to display the relative rate of neutral decay through deletions 
and point mutations. They are all in log scale, but differ from one another in the following ways. As mentioned 
above, Figure 3 displays the bases identified in each species relative to the average identified in all 16 genomes the 
number of TE families illustrated has been reduced for the sake of clarity.  Figure S21 includes all of the TE families 
analyzed.  These figures most cleanly separate the turtle and crocodilians from the other species, but fail to display, 
for example, the notably slower substitution levels observed for ancestral repeats in birds and platypus compared to 
those in eutherian mammals or the partial restoration of those repeats in the reconstructed ancestral boreoeutherian 
genome. The latter issue has a straightforward explanation in that only a fraction (about two thirds) of the ancestral 
genome is reconstructed. To take that into account, Figure S22 shows the relative density (bp of repeat / genome 
size) for each genome. The density of recognizable ancient repeats in the boreoeutherian genome is, on average over 
all 74 repeat families, indeed 2.3 times higher than it is in human, while the density in the chicken and platypus 
genomes is 3.5 and 2.9-fold higher. This comparison is however also unfair, as a larger accumulation of lineage-
specific repeats will lower the ancient repeat density given the same neutral decay rate. Figure S23 presents the 
relative density of repeats using a genome size excluding the lineage-specific repeats. Compared to human, the 
relative average densities excluding lineage repeats are 8.6 in the painted turtle, 4.7 in crocodilians, 1.95 in chicken, 
1.72 in platypus, 1.22 in opossum, 0.64 in mouse, and 0.52 in the anole lizard. 
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SM 9 – Analysis of selected gene families 
 
Mike W. Vandewege, Andrés Iriarte, and Federico G. Hoffmann* 
 
* To whom correspondence should be addressed (federico.g.hoffmann@gmail.com) 
 
Analyses of selected gene families: We conducted bioinformatic searches to characterize the repertoires of Olfactory 
Receptors (ORs), Vomeronasal Receptors types 1 and 2 (V1R and V2R), Taste Receptors type 1 and 2 (T1R and 
T2R) and trace amine-associated receptors (TAAR) of the three crocodilians in our study, and compared with 
representative vertebrates.  
 
Olfactory Receptors: 
In the case of ORs (Table S21), we performed TblastN searches with a cutoff of e-10 of the three crocodilian 
genomes using known vertebrate ORs as queries. The best non-overlapping BLAST hits were extracted using 
modules in BEDTOOLS (175) and using custom Python scripts. Putative OR genes were declared intact if there was 
an uninterrupted open reading frame with no gaps longer than five amino acids in any of the seven transmembrane 
domains or conserved regions and an appropriate stop codon. Newly discovered intact ORs were added to the amino 
acid query and a new TBlastN search using a cutoff of e-20 was conducted to annotate pseudogenes and truncated 
genes. ORs were declared pseudogenes if the longest open reading frame was shorter than 250 amino acids, there 
were gaps of five or more amino acids in the transmembrane domains/conserved regions, or had frame-shift 
mutations or premature stop codons. ORs were declared truncated if they were located at the end of a scaffold or 
were interrupted by scaffold gaps and contained a truncated but intact OR amino acid sequence. Truncated ORs 
were validated by alignment to functional genes using MAFFT 7.127 (176) and visually inspected for premature 
stop codons and gaps. Putative ORs were annotated to their subfamily by comparing amino acid sequences against a 
BLASTP database of known OR amino acid sequences.  
 
Phylogenetic analyses were conducted using MEGA v5 (73). We inferred neighbor-joining phylogenies to assess 
patterns of divergence and diversity of intact crocodilian ORs compared to other vertebrates using a Poisson model 
of substitution and evaluated support for the nodes with 1,000 pseudoreplicates. In Figure S24, we compared the 
evolution of ORs for the three crocodilians, chicken and zebra finch (74), and green sea turtle and Asian softshell 
turtle (16). 
 
Vomeronasal, Taste and Trace amine-associated receptors: 
In the case of V1R, V2R, T1R, T2R and TAARs (Table S22), we followed a similar procedure as the one 
implemented for ORs. Candidate sequences were identified with TblastN using the protein coding sequences of 
well-characterized genes to seed searches. V1R, V2R, T1R, T2R and TAARs genes were declared intact if the 
putative coding sequences included the seven transmembrane helices domain as predicted by means of the TMHMM 
v.2.0 program (177). Candidate receptors were declared pseudogenes if the seven transmembrane helices domain 
structure was absent or incomplete according to the TMHMM prediction method, or had frame-shift mutations or 
premature stop codons in any predicted exon. Candidate receptors were declared truncated if they were located at 
the end of a scaffold or were interrupted by scaffold gaps. The number of multiexon genes, V2R and T1R, was 
estimated based on the presence of the complete highly conserved seven transmembrane helices domain encoded in 
the last exon. In these cases, partial genes that were apparently truncated owing to incomplete sequence assembly, 
were counted as functional intact genes as long as they had an entire seven transmembrane helices domain, other 
partial genes were counted as truncated genes. 
 
Phylogenetic analyses for V1R, V2R, T1R, T2R and TAARs were as described for ORs. 
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SM 10 – Population genetic analyses 

Michael Vandewege and Richard E. Green* 
 
* To whom correspondence should be addressed (ed@soe.ucsc.edu) 
 
Estimation of crocodilian-lineage mutation rate. We used a phylogenetic approach to estimate the overall mutation 
rate, �, along the crocodilian lineage. From both the whole genome alignment between alligator and crocodile and 
the multiple sequence alignment that includes alligator and crocodile, we estimate the overall divergence between 
alligator and crocodile to be 7.1%. Because of the remarkably small divergence between these two, we assume an 
infinite sites model of evolution and ignore back mutations. We calculate a per generation mutation rate using 90 
MY as the time of the most recent common ancestor of alligator and crocodile and an average generation time of 20 
years (Table S23)  as shown below. 

 

 
Estimation of heterozygosity and Ne. For each genome, we aligned 10 to 14x fold coverage of the paired-end 
genome reads from a single individual back to the final genome assembly using bwa (83). We used tools in the 
GATK package (http://www.broadinstitute.org/gatk/) to perform indel realignment of each read around possible 
insertion-deletion positions. We then analysed all genomic positions where the read depth was exactly equal to the 
genome-wide mean, considering only reads with map quality at least 30 and positions of base quality at least 30 
(10x for gharial, 14x for alligator and crocodile). For all such positions, we counted the number of reference and 
alternate alleles at each position annotated as exon, intron, or intergenic (neither exon nor intron). This distribution 
is shown for the crocodile data in Figure S25. 
 
We analysed the substitution spectra across this distribution to determine a reasonable level of evidence required to 
call a position a heterozygous site as shown in Table S24, for the crocodile data at 14x genome coverage. As 
expected, the substitution spectra at genomic positions that have only one or two reads that differ from the consensus 
are highly asymmetric in the number of each transition (pink elements in Table S24) and in the number of  
transversions (blue elements in Table S24). Further these positions have transition/transversion ratios that are not 
typical of genuine molecular sequence evolution. For example, the ratio of transitions to transversions at sites where 
only a single alternate allele base is seen is 0.42. In contrast, the substitution spectra at positions covered by equal 
numbers of two alleles appear more consistent with bona fide molecular evolution. There are roughly equal numbers 
of each transition and each transversion. At sites where 7 reference and 7 alternate alleles are seen in the read data, 
the observed ratio of transitions to transversions is 2.50. From analysis of these data, we required three or more 
high-quality observations of both the reference and alternate allele to call a site as heterozygous.  
 
We followed a similar strategy for the gharial and alligator data where these trends were similar. From this analysis, 
we calculated the observed rate of heterozygosity, H, at intergenic sequence in each species: alligator H = 0.000136; 
gharial H = 0.000217; crocodile H = 0.000360. Using these values as an estimate for theta and the substitution rate, 
calculated above, we estimated the effective population size for each species as shown in Figure 5 of the main 
manuscript. 
 
PSMC analysis. Whole genomic Illumina pair-end reads from A. mississippiensis, C. porosus, and G. gangeticus 
were aligned to the respective reference genomes using BWA. PCR duplicates were removed using Picard and SNPs 
were called with SAMtools. We only used reads with a >30 map score and base calls with a >20 quality score to 
infer SNPs. We applied the pairwise sequential Markovian coalescent (43) model using 20 years for the generation 
time (Table S23). We estimated that the MRCA of C. porosus and A. mississippiensis existed approximately 90 
MYA and our analyses indicated these genomes are 92.9% identical. Therefore, given a 20 year generation time, we 
yielded the expected crocodilian mutation rate of 7.89 x 10-9/year/site. We conducted bootstrap tests for each of the 
3 samples by splitting the scaffolds into smaller segments and randomly sampling the segments with replacement 
(Figure S26). We used 100 replicates to test the robustness of the returned population demographic history. We also 
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gathered ancestral Northern Hemisphere air temperature data from (44). We took averages for 200k year bins and 
plotted the ancestral climate history, relative to present, over the past eight million years with the demographic 
history to infer any climate related demographic changes. We repeated the process to graph climate oscillations for 
the last million years; however we took averages for 20k year bins. 
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SM 11 – GC content evolution 
 
Matthew K. Fujita* and Juan C. Opazo* 
 
* To whom correspondence should be addressed (mkfujita@gmail.com, jopazo@gmail.com) 
 
Isochores are regions of the genome with homogeneous GC content that correlates with gene density, repetitive 
element content, recombination rate, and mutation rate (178-181). We used the 337 orthologous protein-coding 
genes from 22 vertebrate species identified in the Phylome analysis above to analyze the GC content at third-codon 
positions.  With these gene alignments as input, we used the program nhPhyml to calculate ancestral GC3 as well as 
GC3* assuming the tree topology shown in Figure S27 (182). In addition to GC content at third codon positions 
(GC3), we also examine the inferred GC3 assuming a model at equilibrium (equilibrium GC3*). Finally, we 
calculated divergence the lineage-specific divergence in GC3 based on the ancestral GC3 as inferred from the 
ancestral genome reconstructions (183). This analysis allows us to identify patterns of GC content enrichment or 
erosion in the crocodilian lineages. 
 
GC3* represents the GC3 toward which a lineage is evolving (184).  Based on our analyses we found that GC3 is 
very stable in crocodilians with an overall trend in all three lineages towards a decreasing GC3 (indicating GC3 is 
not at equilibrium).  
 
Unlike lizards, mammal and bird genomes exhibit genomic isochores (178). Cocodilians exhibit GC content 
heterogeneity similar to mammals and birds (55) but it was unclear whether crocodilians actually exhibited isochore 
structure. We measured the presence of isochores in a genome by examining the variance in GC content in windows 
of appropriate size across the genome. Genomes with no spatial heterogeneity in GC content have a small variance 
because all regions of the genome have a similar average GC percentage.Crocodilian genomes have an overall 
genomic GC content of 44% (SOM 8), higher than most other amniotes but similar to turtles (37). Both crocodilians 
and turtle genomes demonstrate spatial heterogeneity of GC content at smaller spatial scales (5 kb), similar to 
mammals and birds, and consistent with the presence of isochores. However, heterogeneity falls more quickly in 
crocodilian genomes and the painted turtle genome at larger spatial scales (Figure S28). Whether this phenomenon is 
indicative of a fundamental difference in isochore length or a function of the fragmented genome assemblies of 
crocodilians and the painted turtle is not clear. In either case, however, it is clear that crocodilian genomes, unlike 
lizards, do contain GC isochores. 

 
Ancestral genome reconstruction represents an opportunity to explore genomic features of the ancestors of extant 
clades. In this regard, isochore structure represents an important genome trait that has been associated to key aspects 
of genome organization. To investigate the evolution of the isochore structure among archosaurs and turtles, we 
reconstructed the ancestral genomes of birds, archosaurs (birds and crocodiles) and of the clade containing turtles 
and archosaurs, using a taxonomic sampling as described for the Phylome analysis, and estimated the genomic GC 
standard deviation at different windows sizes (Figure S29). 
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SM 12 – Data availability 
 
The data for this project are available in several publically accessible locations.  Genome assemblies (including, in 
some cases BLAST and BLAT searchable versions) are available at NCBI, CoGe, GigaScience and 
crocgenomes.org.  GigaScience is serving as host to the genome assemblies as well as other important files 
reflecting the many analyses performed.  PhylomeDB generated gene trees are also available (see link below). 
 
Genome downloads and data repositories  
www.crocgenomes.org - http://www.crocgenomes.org/downloads.html 
CrocBase - http://crocgenome.hpc.msstate.edu/crocbase/  
GBrowse Databases - http://crocgenome.hpc.msstate.edu/crocbase/gbrowsers.html 
Genome Annotation Database – http://crocgenome.hpc.msstate.edu/crocbase/ 
GigaScience –  http://dx.doi.org/10.5524/100125  
   http://dx.doi.org/10.5524/100126 
   http://dx.doi.org/10.5524/100127  
   http://dx.doi.org/10.5524/100128 
National Center for Biotechnology Information - http://www.ncbi.nlm.nih.gov/ 
   Alligator mississippiensis accession – AKHW00000000 
   Crocodylus porosus accession – JRXG00000000  
   Gavalis gangeticus – JRWT00000000.   
UCSC Genome Browser - https://genome.ucsc.edu/ (currently alligator only)  
Comparative Genomics - https://genomevolution.org/CoGe/ 
Ancestral archosaur reconstructions - http://genome.ucsc.edu/cgi-bin/hgHubConnect 
   Locate the “Croc and Bird Hub” link 
 
Supplemental files 
Files below are downloadable from GigaScience data notes (see above) 
Tree inferences and alignments 
Ultraconserved Elements 

ReadMe.txt 
UCEFi1-uce-12k-probes.fasta.gz 
UCEFi2-genome-sequence-location.conf.gz 
UCEFi3-uce-12k-probes-to-genomes-lastz-files.tar.gz 
UCEFi4-uce-12k-probes-v2.sqlite.gz 
UCEFi5-uce-12k-2kb-fasta-flanks.tar.gz 
UCEFi6-uce-12k-2kb-fasta-flanks-assembled-to-1kb-UCE-loci.tar.gz 
UCEFi7-croc-uce-match-count.conf.gz 
UCEFi8-taxon-group1.tar.gz 
UCEFi9-taxon-group2.tar.gz 
UCEFi10-Fig1-main-panels.tar.gz 
UCEFi11-FigS2-r8s-analysis.tar.gz 
UCEFi12-FigS4-r8s-analysis.tar.gz 
UCEFi13-FigS7-r8s-partitioned-analysis.tar.gz 
UCEFi14-analysis-steps.txt 
UCEFi15-croc-uce-name-map.conf.gz 

PhylomeDB 
ReadMe.txt 
337sets.one2one.ConcatenateAlignment.phy 
337sets.one2one.ConcatenateAlignment.SpeciesTree.PhyML.SpCodes.nw 

Olfactory Receptors 
ReadMe.txt 
Fig_S24_A_crocs.nwk 
Fig_S24_A_crocs_aln.fas 
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Fig_S24_B_birds.nwk 
Fig_S24_B_birds_aln.fas 
Fig_S24_C_turtles.nwk 
Fig_S24_C_turtles_aln.fas 

4D Sites Analysis 
README.4Dsite_analysis.txt 
Phylome_4Dsites_filter1.phy 
Phylome_4Dsites_filter2.phy 
Phylome_species_tree.tre 
RAxML_info.Phylome_4Dsites_filter1.brlen 
RAxML_info.Phylome_4Dsites_filter2.brlen 
RAxML_info.WholeGenome_4Dsites_filter1.brlen 
RAxML_info.WholeGenome_4Dsites_filter2.brlen 
RAxML_result.Phylome_4Dsites_filter1.brlen 
RAxML_result.Phylome_4Dsites_filter2.brlen 
RAxML_result.WholeGenome_4Dsites_filter1.brlen 
RAxML_result.WholeGenome_4Dsites_filter2.brlen 
WholeGenome_4Dsites_filter1.phy 
WholeGenome_4Dsites_filter2.phy 
WholeGenome_species_tree.tre 

Ancestral Archosaur Reconstruction 
ReadMe.txt 
ancestral_genomes_reestimated.tar.gz 
crocPaper_reestimated.hal 

Genes and Gene Ontology 
 Gbrowse files 
  amis_gbrowse_v1.2.gff3 

cpor_gbrowse_v1.2.gff3 
ggan_gbrowse_v1.2.gff3 

 Gene Ontology (GO) 
  amis_go_annotation_201306.tsv 

cpor_go_annotation_201306.tsv 
croc_go_annots_20130621.zip 
Croc_GO_Stats_201306.txt 
ggan_go_annotation_201306.tsv 
go_summary_by_gene_id_201306.tsv 
go_summary_by_go_id_201306.tsv 
interpro_summary_by_genes_201306.tsv 
interpro_summary_by_interpros_201306.tsv 

 Gene Predictions 
  amiss_cds.fa 

amiss_proteins.fa 
cpor_cds.fa 
cpor_proteins.fa 
ggan_cds.fa 
ggan_proteins.fa 

Nomenclature and Function 
  tbl_gene_info.zip 

tbl_gene_info_alligator.tsv 
tbl_gene_info_crocodile.tsv 
tbl_gene_info_gharial.tsv 

 Pathway Predictions 
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croc-pathway-genes.txt 
 
Transposable elements 
All transposable element consensus sequences have been deposited in RepBase - 
http://www.girinst.org/repbase/index.html.  The Boreoeutherian genome reconstruction mentioned in SM 8 is 
available at crocgenomes.org and GigaScience (link above).  
 
PhylomeDB data 
All gene trees, alignments and orthology and paralogy calls for the phylomes generated for this project are available 
through phylomeDB (http://phylomedb.org). 
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Supplemental Figures: 
 
 

Figure S1. Inferred phylogeny of taxon-set-2 using a maximum likelihood analysis of a complete matrix of 965 
ultraconserved element loci and RAxML v7.3.4. 
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Figure S2. Rate (substitutions per site per million years) of molecular evolution across taxonomic groups 
comprising taxon-set-2 estimated using the topology from Figure S1 (unpartitioned data) and the four time 
constraint schemes detailed in SM 4.  Red dots indicate the estimated rate on the common ancestor branch for each 
group. 
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Figure S3. Inferred phylogeny of taxon-set-1 using a maximum likelihood analysis of a complete matrix of 604 
ultraconserved element loci and RAxMLv7.3.4. 
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Figure S4. Rate (substitutions per site per million years) of molecular evolution across taxonomic groups 
comprising taxon-set-1 estimated using the topology from Figure S3 (unpartitioned data) and the four time 
constraint schemes detailed in SM 4. Red dots indicate the estimated rate on the common ancestor branch for each 
group. 
 



  33

Figure S5. Inferred phylogeny of taxon-set-2 using a maximum likelihood analysis of a partitioned, complete matrix 
of 965 ultraconserved element loci and RAxML v7.3.4. 
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Figure S6. Branch lengths inferred from the partitioned analysis of taxon-set-2 data (complete matrix of 965 
ultraconserved element loci) compared to branch lengths inferred from the unpartitioned analysis of taxon-set-2 
data. 
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Figure S7. Rate (substitutions per site per million years) of molecular evolution across taxonomic groups 
comprising taxon-set-1 estimated using the topology from Figure S5 (partitioned data) and the four time constraint 
schemes detailed in SM 4. Red dots indicate the estimated rate on the common ancestor branch for each group. 
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Figure S8. Consensus view of the currently understood vertebrate phylogeny with labeled nodes. Neoaves is shown 
as unresolved because this tree was based upon data available prior to avian whole genome phylogeny efforts (see 
Jarvis et al. (76)). Divergence times for these nodes are presented in Table S9. One node within mammals (node G, 
indicated in gray and uniting the putative clade Atlantogenata) remains controversial (171). However, this branch is 
short and unlikely to bias our rate estimates. 

Dasypus novemcinctus  <nine-banded armadillo>

Homo sapiens <human>

Python bivittatus  <Burmese python>

Crocodylus porosus  <saltwater crocodile>

Taeniopygia guttata <zebra finch>

Mus musculus <house mouse>

Ornithorhynchus anatinus  <platypus>

Alligator mississippiensis  <American alligator>

Loxodonta africana  <African bush elephant>

Chelonia mydas <green sea turtle>

Monodelphis domestica  <gray short-tailed opossum>

Xenopus tropicalis <western clawed frog>

Pelodiscus sinensis  <Chinese softshell turtle>

Gavialis gangeticus <gharial>

Struthio camelus  <ostrich>

Gallus gallus <Red junglfowl (chicken)>

Aptenodytes forsteri <emperor penguin>

Latimeria chalumnae <coelacanth>

Columba livia  <rock dove (pigeon)>

Canis familiaris <dog>

Anolis carolinensis  <Carolina anole>

Danio rerio <zebrafish>

A

B

C

D

E

F

H

I

J

K

L

M

N

O

P

Q

R

S

G



  37

 
Figure S9.  Maximum likelihood estimate of the species phylogeny of the 22 taxa used in the comparative genomics 
analyses of the three crocodile species (the names of crocodilians are in magenta). Phylogeny is based on the 
concatenation of 337 one-to-one orthologous genes for the species used in the study and the tree was inferred using 
PhyML v3.0. All aLRT branch support values are equal to 1.0 and, therefore, not shown in the tree. Different 
background colors correspond to taxonomic groupings present in this study. 
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Figure S10. Representations of alternative scenarios evaluated to test the support received by the species phylogeny 
obtained after concatenating 337 set of marker genes. In all tests, as implemented in CONSEL, the most supported 
one is on the left, confirming the previously obtained result. This topology was also the most supported by 
individual gene trees. 
 
 
 

 
Figure S11. Comparative genomics analysis, in terms of homology relationships, for the three Crocodile species in 
the context of the 22 species used in this study. Different background colors indicate different taxonomic groupings 
used in the analysis. Labels correspond to these taxonomic groups: 

[0] All main groups: Crocodiles, Birds, Turtles, Squamata, Out-groups. 
[1] Crocodile-specific 
[2] Crocodile,Turtles, Squamata, Out-groups 
[3] Crocodile, Squamata, Out-groups 
[4] Crocodile, Out-groups 
[5] Crocodile, Turtles 
[6] Other patterns. 
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Figure S12. Clusters of specifically expanded proteins in each of the crocodilian species. Different backgrounds 
represent each species: A. mississippiensis (red), C. porosus (green) and G. gangeticus (blue). Only clusters of 
proteins with 5 or more members are shown in the plot. 
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Figure S13. Maximum likelihood estimates of 4D site branch lengths for taxon-set-1 based upon filtering strategy 1 
and the topology of Figure 1 (main manuscript).  This tree was rooted to zebrafish (Danio rerio) and the branch 
length estimates were obtained using the GTRGAMMA model in RAxML. The tree length was 10.089706 
(including the zebrafish outgroup). Parameter estimates: Γ distribution shape parameter [α] = 3.664242; GTR rate 
parameters, normalized to the G-T rate: A-C = 0.796327; A-G = 3.111488; A-T = 0.793795; C-G = 1.201402; C-T = 
1.822809; equilibrium base frequencies πA = 0.270879; πC = 0.268545; πG = 0.157921; πT = 0.302655). 
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Figure S14. Maximum likelihood estimates of 4D site branch lengths for taxon-set-1 based upon filtering strategy 2 
and the topology of Figure 1 (main manuscript). As for Figure S13, this tree was rooted to zebrafish and the 
GTRGAMMA model was used for analyses in RAxML. The tree length was 9.506303 (including the zebrafish 
outgroup). Parameter estimates: Γ distribution shape parameter [α] = 3.744828; GTR rate parameters, normalized to 
the G-T rate: A-C = 0.833754; A-G = 3.025612; A-T = 0.839196; C-G = 1.175113; C-T = 1.916265; equilibrium 
base frequencies πA = 0.264055; πC = 0.268591; πG = 0.170805; πT = 0.296549). 
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Figure S15. Estimated substitution rates for 4D sites based upon filtering strategy 1. These analyses used the tree 
and branch lengths shown in Figure S13.  Red dots indicate the estimated rate on the common ancestor branch for 
each group. 
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Figure S16. Estimated substitution rates for 4D sites lengths based upon filtering strategy 2. These analyses used the 
tree and branch lengths shown in Figure S14. Red dots indicate the estimated rate on the common ancestor branch 
for each group. 
 
 
  



  44

 
Figure S17. Analyzing the archosaur assembly using projected alligator annotations. a) Expected base 
reconstruction accuracy.  b) Total archosaur bases assembled. c) Proportion of annotations mapping as violin plots, 
with box plot (circles) and average (line) inset. d) Conservation scores (phyloP). e) Order and orientation 
preservation of annotated elements. f) For comparison, length distributions of annotations on alligator. Note: 
‘Chained CDS’ category includes complete CDS, with introns spliced out. This is expansion of the analysis 
presented in Figure 7 of the main text. 
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Figure S18. Mapping and order-and-orientation-preserving statistics from alligator to chicken in the alignment. A) 
Violin plot for the percent of an element that maps to the target genome. Blue lines represent the average mapping 
for the category, and dots show inner quartiles. B) Percent of adjacencies preserved. C) Percent of elements 
preserved.  
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Figure S19. Mapping and order-and-orientation-preserving statistics from chicken to archosaur in the alignment. A) 
Violin plot for the percent of an element that maps to the target genome. Blue lines represent the average mapping 
for the category, and dots show inner quartiles. B) Percent of adjacencies preserved. C) Percent of elements 
preserved. 
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Figure S20. Rates of TE family accumulation along each lineage of this representation of the crocodilian tree. 
 
 

 
 
Figure S21. Relative visibility of TE copies that predate the speciation of crocodilians and mammals in 16 amniote 
genomes.  The figure displays, on a log scale and for 74 unrelated TE families present in all amniote genomes, the 
bases identified in each individual genome relative to the average identified in all 16 genomes. 
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Figure S22. TE visibility as determined by the relative density (bp of repeat / genome size).  See text for a full 
explanation. 
 

 
 
Figure S23. TE visibility as determined by the relative density of repeats using a genome size excluding the lineage-
specific repeats. 
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Figure S24. Neighbor-joining phylogenies of the intact crocodilian (A), avian (B) and testudine (C) OR repertoires. 
Crocodiles are represented by the saltwater crocodile, gharial and American alligator; birds are represented by 
chicken and zebra finch; and testudines are represented by soft shell and green sea turtle. Note the higher frequency 
of lineage-specific OR expansions in panels B and C relative to A. Rectangles correspond to the subtrees in the main 
manuscript.  Trees were inferred using MEGA v5, a Poisson model of substitution, and 1000 bootstrap iterations 
were performed to evaluate support.   
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Figure S25. – Distribution of counts for reference and alternate allele at positions. After mapping 14-fold average 
genomic coverage of reads to the reference crocodile genome assembly, we analysed sites at exactly 14-fold 
coverage. We counted the number of of reference and alternative bases of high quality (Phred score >= 30) only on 
uniquely mapping reads (map quality >=10). As expected, for most positions, all 14 bases are the reference base. 
Heterozygous positions should have an equal number of an equivalent base. Reference mapping bias is evident in 
that the central distribution is not centered on seven reference and seven alternate alleles. 
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Figure S26. PSMC estimates from each genome. The thin green curves in each graph are estimates for 100 
bootstrap replicates from the complete sequence data used. 
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Figure S27. Evolution of GC3 across vertebrates overlayed on the tree inferred in Figure S9. The branch lengths 
represent changes in GC3 (red = high GC3, blue = low GC3). Branch lengths are proportional to divergence in GC3. 
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Figure S28. Variation in GC content declines at different spatial scales based on sliding window analysis of 
different window sizes.  The Y-axis is standard deviation of GC content, and the X-axis is window size. Much of the 
GC content heterogeneity in crocodilians occurs at smaller spatial scales: alligator and crocodile resemble 
birds/turtle at smaller window sizes, but the decline of GC content variation for larger window sizes indicates a more 
homogeneous genome on the scale of isochores.  
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Figure S29. Standard deviation of absolute GC content as a function of window size in three ancestral reconstructed 
genomes. 
 
 

 



  55

 

Supplemental Tables: 

Table S1. Alligator sequencing libraries 

Library type Illumina read Physical coverage 
180 paired end 2x100 5.5 x 
200 paired end 2x150 21.6 x 
320 paired end 2x100 33.9 x 

1.6 kb mate pair 2x50 88.7 x 
3 kb mate pair 2x50 6.5 x 

 

Table S2. Crocodile sequencing libraries. 

Library type Illumina read Physical coverage 
167 paired end 2x100 21.6 x 
370 paired end 2x100 54.6 x 

1.8 kb mate pair 2x50 90.2 x 
 
 
Table S3. Gharial sequencing libraries 
 

Library type Illumina read Physical coverage 
187 paired end 2x100 50 x 
401 paired end 2x100 50 x 
700 paired end 2x100 80 x 

1.5 kb mate pair 2x50 170 x 

 

Table S4. Genome assembly statistics 

Species Assembled genome 
size (Mb) 

Scaffold N50 (kb) 

American alligator 2,174.3 509.0 
Saltwater crocodile 2,123.5 205.0 

Indian gharial 2,882.7 127.6 
 
 
Table S5. The number of functionally annotated proteins for each of the three crocodilian species. Proteins were 
annotated to GO Consortium guidelines using InterPro (“Inferred from Electronic” or IEA), Blast (“Inferred from 
Sequence Alignment” or ISA) and orthology to annotated proteins (“Inferred from Sequence Orthology” or ISO) 
to assign GO. The results were manually checked and merged to obtain a comprehensive, first pass functional 
annotation of crocodilian proteins.  

  Proteins with GO annotations (number annotated)

Species IEA ISA ISO Total

Alligator 20,045 (68,530) 6,539 (36,488) 7,664 (78,020) 22,720 (183,038) 

Crocodile 8,692 (32,659) 1,445 (6,279) 5,543 (59,087) 10,248 (98,025) 

Gharial 8,797 (31,263) 1,414 (6,232) 5,519 (58,883) 10,468 (96,378) 
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Table S6. Tissue list, sources, number of reads and number of assembled contigs from RNASeq. 
 

Tissue Source # paired reads # assembled contigs

Belly skin A. mississippiensis              4,312,359  52650 

Cerebellum A. mississippiensis              2,726,389  69651 

Cerebrum A. mississippiensis              2,307,767  67258 

Chin glands A. mississippiensis              1,320,056  37478 

Eye A. mississippiensis              1,528,086  52616 

Heart A. mississippiensis              3,041,067  45869 

Kidney A. mississippiensis              2,401,666  62331 

Liver A. mississippiensis              2,889,723  47998 

Midbrain A. mississippiensis              2,356,254  65238 

Olfactory Bulb A. mississippiensis              3,279,487  77620 

Ovary A. mississippiensis              3,772,951  60126 

Spinal Cord A. mississippiensis              2,896,984  69157 

Spleen A. mississippiensis              1,624,639  45414 

Stomach A. mississippiensis                 495,156  10596 

Testis A. mississippiensis              3,139,697  73009 

Thalamus A. mississippiensis              2,876,750  70007 

Throat Scent Gland A. mississippiensis              2,346,716  60830 

Tongue A. mississippiensis              1,800,951  53386 

Tooth A. mississippiensis              1,040,198  25683 

White Matter A. mississippiensis                 569,596  1811 

Whole blood A. mississippiensis              1,867,017  284 

Pool Aa A. mississippiensis              4,408,460  83502 

Pool Bb A. mississippiensis                 703,642  6807 

Combined alligator data A. mississippiensis            53,705,611  345161 

Multiple tissuesc C. porosus             12,643,511 1074 

Whole blood G. gangeticus              1,608,049  9580 
a Intraceolomic fat body, scute muscle, trachea, cloacal gland and gastralia.  
b Foot scale pad, tail muscle, lung, clitoris, mendela and 
intestine.  

 
 

c brain, kidney, liver, lung, spleen, skin and tongue.    
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Table S7. Repeat content of each genome draft based on our custom library and RepeatMasker analysis.   

    A. mississippiensis  C. porosus  G. gangeticus

Class   Count bp Masked % masked  Count bp Masked % masked  Count 
bp 

Masked 
% 

masked 

ARTEFACT   19 1114 0.00%  19 1279 0.00%  18 987 0.00% 

DNA hAT 612687 170427172 8.12%  600517 163448401 7.82%  648741 173374745 8.11% 

 PIF-Harbinger 591679 155470000 7.41%  578197 148664324 7.12%  610968 156177093 7.30% 

 Tc/Mariner 82708 22475746 1.07%  82171 22021751 1.05%  85410 22721954 1.06% 

 DNA 86374 19033671 0.91%  77681 16339264 0.78%  81328 17106337 0.80% 

 Maverick 1549 1756366 0.08%  1657 2134896 0.10%  2101 2085583 0.10% 

 Kolobok 6015 1036790 0.05%  5628 962709 0.05%  5945 1020643 0.05% 

 PiggyBac 646 685013 0.03%  646 659867 0.03%  665 690917 0.03% 

 Academ 463 384988 0.02%  432 367187 0.02%  483 387399 0.02% 

Rolling Circle Helitron 26774 5369171 0.26%  25307 4958807 0.24%  27543 5350515 0.25% 

LINE CR1 348975 200624641 9.56%  388212 218469638 10.46%  413536 215968244 10.10% 

 Penelope 92419 18598004 0.89%  80450 16655520 0.80%  85060 17242900 0.81% 

 RTE 25567 18354640 0.87%  25317 17753691 0.85%  27070 18522294 0.86% 

 L1 13600 14934612 0.71%  13267 13487570 0.64%  14545 14445660 0.67% 

 L2 29510 6824112 0.33%  28270 6523987 0.31%  29765 6823937 0.32% 

 Jockey 7704 4108792 0.20%  7499 3915520 0.19%  7976 4105166 0.19% 

 R2 1564 921006 0.04%  2057 1133732 0.05%  2162 1073061 0.05% 

LTR Gypsy 101246 64698663 3.08%  96154 67672971 3.24%  102504 69140401 2.40% 

 ERV1 37295 22848551 1.09%  37418 23800098 1.14%  35253 21727225 0.75% 

 ERV4 17507 11657192 0.56%  8640 5631835 0.27%  21239 8420678 0.29% 

 LTR 22619 8572038 0.41%  21297 8030395 0.38%  7577 5271747 0.18% 

 ERVL 6984 4912555 0.23%  6969 4629793 0.22%  7651 5175107 0.18% 

 DIRS 1043 246836 0.01%  1002 228547 0.01%  884 218641 0.01% 

Retroposon   18000 1893426 0.09%  17067 1799095 0.09%  17915 1887452 0.09% 

SINE MIR 46451 5521407 0.26%  44152 5218825 0.25%  46459 5497975 0.26% 

 tRNA 34147 5361667 0.26%  32671 5095747 0.25%  34387 5370502 0.25% 

 5S-Deu-L2 12643 2187758 0.10%  12030 2059027 0.10%  12708 2176956 0.10% 
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 U 8400 2181070 0.10%  9400 2249310 0.11%  8841 2232505 0.10% 

 L2 1967 386034 0.02%  1902 368500 0.02%  2017 389724 0.02% 

Unknown   27476 4171890 0.20%  27835 4748325 0.23%  25217 4132473 0.14% 
Total 
Interspersed   2264031 775644925 36.96%  2233864 769030611 36.83%  2172073 782735266 27.17% 

Other Simple_repeat 307235 12241410 0.58%  264385 10416581 0.50%  301197 11996583 0.56% 

 
Low_complexit
y 45971 2061339 0.10%  41366 1838883 0.09%  43064 1931791 0.09% 

 Satellite 670 415436 0.02%  653 423428 0.02%  792 480396 0.02% 

 tRNA 781 114897 0.01%  752 123745 0.01%  2302 152560 0.01% 

 rRNA 2270 151042 0.01%  2085 137975 0.01%  713 120430 0.01% 

 snRNA 11 758 0.00%  8 545 0.00%  764 43243 0.00% 

  scRNA 926 54791 0.00%  723 41094 0.00%  10 650 0.00% 

Total   2621895 790684598 37.68%  2543836 782012862 37.45%  2722510 803446163 37.57% 
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Table S8.  Species, data set inclusion, genome build, source, and build name or accession information for genome assemblies from which we 
collected UCE data using in silico methods.  

Species 

Taxo
n  

Set 1 

Taxo
n  

Set 2 
Genome 
Build Source Accession

Latimeria chalumnae <coelacanth> X X LATCHA1 UCSC latCha1.2bit 

Xenopus (Silurana) tropicalis <African clawed frog> X  XENTRO3 UCSC xenTro3.2bit 

Ornithorhynchus anatinus <platypus> X X ORNANA1 UCSC ornAna1.fa.gz 

Monodelphis domesticus <common opossum> X X MONDOM5 UCSC monDom5.2bit 

Dasypus novemcinctus <armadillo> X X DASNOV2 NCBI GCA_000208655.1 

Loxodonta africana <African elephant> X X LOXAFR3 UCSC loxAfr3.2bit 

Canis familiaris <dog> X X CANFAM3 UCSC canFam3.2bit 

Mus musculus <mouse> X X MM10 UCSC mm10.2bit 

Homo sapiens <human> X X HG19 UCSC hg19.2bit 

Python molurus <python> X X PYTMOL1 NCBI GCA_000186305.1 

Anolis carolinensis <Carolina anole> X X ANOCAR2 UCSC anoCar2.2bit 

Columba livia <Rock Dove (pigeon)> X X COLLIV1 GigaDB doi:  10.5524/100007 

Taeniopygia guttata <Zebra Finch> X X TAEGUT1 UCSC chromFa.tar.gz 

Aptenodytes forsteri <Emperor Penguin> X X APTFOR1 GigaDB doi:  10.5524/100006 

Gallus gallus <Red Junglefowl (chicken)> X X GALGAL4 UCSC galGal4.2bit 

Struthio camelus <Ostrich> X X STRCAM1 BGI  Struthio_camelus.scaf.noBacterial.fa.gz 

Alligator mississippiensis <alligator> X X ALLMIS1 This study  

Crocodylus porosus <crocodile> X X CROPOR1 This study  

Gavialis gangeticus <gharial> X X GAVGAN1 This study  

Chrysemys picta <painted turtle> X X CHRPIC1 UCSC chrPic1.2bit 

Pelodiscus sinensis <Chinese softshell turtle> X X PELSIN1 NCBI GCA_000230535.1 

Chelonia mydas <green sea turtle> X X CHEMYD1 NCBI GCA_000344595.1 
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Table S9. Calibration sets used to calculate evolutionary rates. The sets are named based upon the assumed age for 
crocodilians (the first ‘young’ or ‘old’) and birds (the second ‘young’ or ‘old’). Dates from the ‘universal’ column 
are used whenever ‘univ’ appears in a column. The partially unconstrained analyses (simply called ‘unconstrained’ 
in this Table) did not use a date when there are dashes in the column. Dates that are centered below the three 
calibration sets to the left (those marked with ‘young’ or ‘old’ designations) were used in all three of those analyses, 
but not in the unconstrained analysis. The supplementary reference number for each date is presented after the upper 
and lower limits in millions of years ago. References to ‘SM 4’ are to that section of this supporting material 
document.  
 

    Calibration Sets    

Node ‘young-young’ ‘old-young’ ‘old-old’ unconstrained universal 

A univ univ  univ  univ  408-419 (98) 

B univ  univ  univ  univ  330.4-350.1 (185) 

C univ  univ  univ  univ  312.3-330.4 (185) 

D univ  univ  univ  univ  162.5-191.1 (185) 

E univ  univ  univ  univ  124.6-138.4 (185) 

F univ  univ  univ  univ  95.3-113 (185) 

G univ  univ  univ  --- 85.9-89.1 (186) 

H univ  univ  univ  --- 81.1-83.8 (186) 

I univ  univ  univ  --- 74.6-77 (186) 

J univ  univ  univ  --- 260-289 (185, 187) 

K univ  univ  univ  --- 148-162 (188) 

L univ  univ  univ  univ  260-265 (144) 

M univ  univ  univ  --- 110-115 (189) 

N univ  univ  univ  univ  234-250 (185) 

O 77.8-83.6 (SM 4) 93.3-100 (9) 93.3-100 (9) 77.9-83.6 (SM 4) --- 

P 69-72 (SM 4) 50.7-69.9 (9) 50.7-69.9 (9) --- --- 

Q 97.6-107.8 (76) 97.6-107.8 (76) 91.7-141.9 (155) --- --- 

R 83.6-94 (76) 83.6-94 (76) 81.6-126.3 (155) 66-86.5 (185) --- 

S 65.8-72.4 (76) 65.8-72.4 (76) 68.6-106.1 (76) --- --- 

Node labels are shown on Figure S8. Especially important nodes are: node C [mammal-reptile divergence (crown 
amniotes)], node L (turtle-archosaur divergence), node N [crocodilian-bird divergences (crown archosaurs)], node O 
[alligator-crocodile divergence (crown crocodilian)], node P [crocodile-gharial divergence (Longirostres)], and node 
Q [divergence of ostrich from other birds (Neornithes or crown birds)]. 
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Table S10. List of the 22 species used in the comparative genomics analyses of the three crocodilian species. 
Columns indicate i) the scientific name of each species, ii) the number of unique longest transcripts, iii) the gene 
number, iv) the data source and v) when data was downloaded. Note that the number of unique longest transcripts 
can be smaller than the number of genes, since two longest transcripts with identical sequence are collapsed on a 
single entry. 
 

Species Name 
Unique 

sequences 
Genes Source As of 

Alligator mississippiensis 23,309 23,323 This study 11/1/2012 
Crocodylus porosus 13,314 13,321 This study 11/1/2012 
Gavialis gangeticus 14,024 14,043 This study 11/1/2012 
Aptenodytes forsteri 15,993 16,070 PhyloBirds Project 11/1/2012 

Columba livia 16,456 16,652 PhyloBirds Project 11/1/2012 
Gallus gallus 15,166 15,245 Quest for Orthologs release 2012/05 11/1/2012 

Struthio camelus 15,465 16,178 PhyloBirds Project 11/1/2012 
Taeniopygia guttata 17,401 17,488 Ensembl release 69 11/1/2012 

Chelonia mydas 15,936 18,971 PhyloBirds Project 11/1/2012 
Pelodiscus sinensis 18,096 18,188 Ensembl release 69 11/1/2012 
Anolis carolinensis 17,734 17,805 Ensembl release 69 11/1/2012 
Python bivittatus 25,367 25,385 Snake Genomics 2/1/2013 
Canis familiaris 18,986 19,025 Quest for Orthologs release 2012/05 11/1/2012 

Dasypus novemcinctus 14,659 14,803 Ensembl release 69 11/1/2012 
Homo sapiens 19,997 21,206 Quest for Orthologs release 2012/05 7/1/2012 

Loxodonta africana 20,001 20,033 Ensembl release 69 11/1/2012 
Mus musculus 21,971 22,400 Quest for Orthologs release 2012/05 11/1/2012 
Danio rerio 25,037 25,037 Quest for Orthologs release 2012/05 11/1/2012 

Latimeria chalumnae 19,560 19,567 Ensembl release 69 11/1/2012 
Monodelphis domestica 18,613 18,662 Quest for Orthologs release 2012/05 11/1/2012 

Ornithorhynchus anatinus 17,899 17,951 Quest for Orthologs release 2011/04 10/1/2011 
Xenopus tropicalis 18,303 18,417 Quest for Orthologs release 2012/05 11/1/2012 
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Table S11. Phylome support obtained for the internal organization of the main reptile groups. Only single gene trees 
containing the 4 reptile, as monophyletic, groups were considered. Among the possible topologies only the three 
likely ones were considered on the analysis. 

Categories A. mississippiensis C. porosus G. gangeticus

Single gene trees 19,226 11,856 12,644 

Trees containing the 4 reptile 
groups 

14,521 8,644 9,171 

Trees with the 4 reptile groups 
being monophyletic 

6,585 4,037 4,055 

Topology 1:(Squamata, (Turtles, 
(Crocodiles, Birds))) 

3,013 1,959 1,908 

Topology 2: (Squamata, 
((Crocodiles, Turtles), Birds)) 

760 446 452 

Topology 3: (Squamata, ((Birds, 
Turtles), Crocodiles)) 

461 275 300 

Other topologies 2,351 1,357 1,395 
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Table S12. Genome assemblies used to construct the WGA. 

UCSC genome ID Common name Species name 

falChe1 Saker falcon Falco cherrug 
falPer1 Peregrine falcon Falco peregrinus 
ficAlb2 Collared flycatcher Ficedula albicollis 
zonAlb1 White-throated sparrow Zonotrichia albicollis 
geoFor1 Medium ground finch Geospiza fortis 
taeGut2 Zebra finch Taeniopygia guttata 
pseHum1 Tibetan ground jay Pseudopodoces humilis 
melUnd1 Budgerigar Melopsittacus undulatus 
amaVit1 Puerto Rican Parrot Amazona vittata 
araMac1 Scarlet macaw Ara macao 
colLiv1 Rock pigeon Columbia livia 
anaPla1 Mallard duck Anas platyrynchos 
galGal4 Chicken Gallus gallus 
melGal1 Turkey Meleagris gallopavo 
strCam0 Ostrich Struthio camelus 
allMis2 American alligator Alligator mississippiensis 
croPor2 Crocodile Crocodylus porosus 
ghaGan1 Gharial Gavialis gangeticus 
cheMyd1 Green seaturtle Chelonia mydas 
chrPic1 Painted turtle Chrysemys picta bellii 
pelSin1 Soft-shell turtle Pelodiscus sinensis 
apaSpi1 Spiny soft-shell turtle Apalone spinifera 

anoCar2 Carolina Anole (Lizard) Anolis carolinensis 
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Table S13. Percentage identity for each pair of crocodilian genomes. 

Genome pair Percent ID 

Alligator, crocodile 92.9% 

Crocodile, gharial 95.7% 

Alligator, gharial 93.4% 

 
 
Table S14. 4D site substitution rates for the branches directly above each crocodilian genome. 

 4D substitution rate 

Genome Filtering strategy 1 Filtering strategy 2 

Alligator 0.0263 0.0254 

Crocodile 0.0221 0.0211 

Gharial 0.0172 0.0167 

Crocodile-gharial common ancestor 0.0147 0.0144 

 
 
Table S15. TE substitution rates for the branches directly above each crocodilian genome. Note that the tree can be 
arbitrarily rooted between the alligator and the crocodile-gharial common ancestor. 

Genome TE substitution rate

Alligator 0.0260 

Crocodile 0.0246 

Gharial 0.0188 

Crocodile-gharial common ancestor 0.0260 
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Table S16. Clean micro-insertion and -deletion rates for leaf genomes in the WGA. Note that the Carolina anole 
does not appear in this Table, since it has no three-leaf subtree. 
 

Leaf genome Clean micro-insertion rate Clean micro-deletion rate 

Parrot 0.000436 0.001174 

Mallard duck 0.001804 0.002931 

American alligator 0.000617 0.00046 

Spiny soft-shell turtle 0.000533 0.001075 

Scarlet macaw 0.000448 0.000999 

Green sea turtle 0.000969 0.001583 

Painted turtle 0.000944 0.001669 

Rock pigeon 0.001239 0.002664 

Crocodile 0.000567 0.001061 

Saker falcon 0.000045 0.000059 

Peregrine falcon 0.000057 0.000086 

Collared flycatcher 0.001203 0.003072 

Chicken 0.000866 0.001426 

Medium ground finch 0.000616 0.0013 

Gharial 0.000381 0.000692 

Turkey 0.001042 0.002382 

Budgerigar 0.000666 0.001691 

Soft-shell turtle 0.000512 0.001147 

Tibetan ground jay 0.000978 0.002045 

Ostrich 0.002045 0.001801 

Zebra finch 0.001048 0.002381 

White-throated sparrow 0.000794 0.001956 
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Table S17. Statistics about the number of duplication events detected in single gene trees in each phylome 
according to their relative ages. 

Species Name Ages Events Trees w/ events Ratio 

A. mississippiensis 
1: Species-

specific 
4,748 1,710 0.247 

(trees with duplication 
events: 19,226) 

2: Crocodiles 11,613 2,411 0.604 

  3: Archosauria 64 55 0.0033 

  
4: Crocodiles, 

Birds & Turtles 
480 339 0.025 

  5: Sauria 611 403 0.0318 

C. porosus 
1: Species-

specific 
1,067 551 0.09 

(total trees with duplication 
events: 11,856) 

2: Crocodiles 7,972 1,505 0.6724 

  3: Archosauria 40 35 0.0034 

  
4: Crocodiles, 

Birds & Turtles 
198 153 0.0167 

  5: Sauria 230 167 0.0194 

G. gangeticus  
1: Species-

specific 
1,476 554 0.1167 

(total trees with duplication 
events: 12,644) 

2: Crocodiles 8,894 1,673 0.7034 

  3: Archosauria 54 38 0.0043 

  
4: Crocodiles, 

Birds & Turtles 
221 166 0.0175 

  5: Sauria 288 235 0.0228 

 
 
Table S18. Functional enrichments for proteins duplicated at different points across different evolutionary periods. 

Species  Ages Ontology GO Term Name 

A. 
mississippiensis 

1 
Biological 

Process 
GO:0006278 

RNA-dependent DNA 
replication 

  1 
Biological 

Process 
GO:0006869 lipid transport 

  1 
Biological 

Process 
GO:0007186 

G-protein coupled receptor 
signaling pathway 

  1 
Biological 

Process 
GO:0019882 

antigen processing and 
presentation 

  1 
Biological 

Process 
GO:0042157 

lipoprotein metabolic 
process 

  1 
Cellular 

Component 
GO:0042613 

MHC class II protein 
complex 

  1 
Molecular 
Function 

GO:0003723 RNA binding 
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  1 
Molecular 
Function 

GO:0003964 
RNA-directed DNA 
polymerase activity 

  1 
Molecular 
Function 

GO:0004984 olfactory receptor activity 

  1 
Molecular 
Function 

GO:0005153 
interleukin-8 receptor 
binding 

  1 
Molecular 
Function 

GO:0030246 carbohydrate binding 

C. porosus 1 
Biological 

Process 
GO:0006278 

RNA-dependent DNA 
replication 

  1 
Biological 

Process 
GO:0006869 lipid transport 

  1 
Biological 

Process 
GO:0007186 

G-protein coupled receptor 
signaling pathway 

  1 
Biological 

Process 
GO:0019882 

antigen processing and 
presentation 

  1 
Biological 

Process 
GO:0042157 

lipoprotein metabolic 
process 

  1 
Cellular 

Component 
GO:0042613 

MHC class II protein 
complex 

  1 
Molecular 
Function 

GO:0003723 RNA binding 

  1 
Molecular 
Function 

GO:0003964 
RNA-directed DNA 
polymerase activity 

  1 
Molecular 
Function 

GO:0004984 olfactory receptor activity 

  1 
Molecular 
Function 

GO:0005153 
interleukin-8 receptor 
binding 

  1 
Molecular 
Function 

GO:0030246 carbohydrate binding 

G. gangeticus 1 
Biological 

Process 
GO:0006278 

RNA-dependent DNA 
replication 

  1 
Biological 

Process 
GO:0006869 lipid transport 

  1 
Biological 

Process 
GO:0007186 

G-protein coupled receptor 
signaling pathway 

  1 
Biological 

Process 
GO:0019882 

antigen processing and 
presentation 

  1 
Biological 

Process 
GO:0042157 

lipoprotein metabolic 
process 

  1 
Cellular 

Component 
GO:0042613 

MHC class II protein 
complex 

  1 
Molecular 
Function 

GO:0003723 RNA binding 

  1 
Molecular 
Function 

GO:0003964 
RNA-directed DNA 
polymerase activity 

  1 
Molecular 
Function 

GO:0004984 olfactory receptor activity 

  1 
Molecular 
Function 

GO:0005153 
interleukin-8 receptor 
binding 
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  1 
Molecular 
Function 

GO:0030246 carbohydrate binding 

A. 
mississippiensis 

2 
Biological 

Process 
GO:0006278 

RNA-dependent DNA 
replication 

  2 
Biological 

Process 
GO:0006869 lipid transport 

  2 
Biological 

Process 
GO:0007186 

G-protein coupled receptor 
signaling pathway 

  2 
Biological 

Process 
GO:0019882 

antigen processing and 
presentation 

  2 
Biological 

Process 
GO:0042157 

lipoprotein metabolic 
process 

  2 
Cellular 

Component 
GO:0042613 

MHC class II protein 
complex 

  2 
Molecular 
Function 

GO:0003723 RNA binding 

  2 
Molecular 
Function 

GO:0003964 
RNA-directed DNA 
polymerase activity 

  2 
Molecular 
Function 

GO:0004984 olfactory receptor activity 

  2 
Molecular 
Function 

GO:0005153 
interleukin-8 receptor 
binding 

  2 
Molecular 
Function 

GO:0030246 carbohydrate binding 

C. porosus 2 
Biological 

Process 
GO:0006278 

RNA-dependent DNA 
replication 

  2 
Biological 

Process 
GO:0006869 lipid transport 

  2 
Biological 

Process 
GO:0007186 

G-protein coupled receptor 
signaling pathway 

  2 
Biological 

Process 
GO:0019882 

antigen processing and 
presentation 

  2 
Biological 

Process 
GO:0042157 

lipoprotein metabolic 
process 

  2 
Cellular 

Component 
GO:0042613 

MHC class II protein 
complex 

  2 
Molecular 
Function 

GO:0003723 RNA binding 

  2 
Molecular 
Function 

GO:0003964 
RNA-directed DNA 
polymerase activity 

  2 
Molecular 
Function 

GO:0004984 olfactory receptor activity 

  2 
Molecular 
Function 

GO:0005153 
interleukin-8 receptor 
binding 

  2 
Molecular 
Function 

GO:0030246 carbohydrate binding 

G. gangeticus 2 
Biological 

Process 
GO:0006278 

RNA-dependent DNA 
replication 

  2 
Biological 

Process 
GO:0006869 lipid transport 
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  2 
Biological 

Process 
GO:0007186 

G-protein coupled receptor 
signaling pathway 

  2 
Biological 

Process 
GO:0019882 

antigen processing and 
presentation 

  2 
Biological 

Process 
GO:0042157 

lipoprotein metabolic 
process 

  2 
Cellular 

Component 
GO:0042613 

MHC class II protein 
complex 

  2 
Molecular 
Function 

GO:0003723 RNA binding 

  2 
Molecular 
Function 

GO:0003964 
RNA-directed DNA 
polymerase activity 

  2 
Molecular 
Function 

GO:0004984 olfactory receptor activity 

  2 
Molecular 
Function 

GO:0005153 
interleukin-8 receptor 
binding 

  2 
Molecular 
Function 

GO:0030246 carbohydrate binding 

A. 
mississippiensis 

3 
Biological 

Process 
GO:0006278 

RNA-dependent DNA 
replication 

  3 
Biological 

Process 
GO:0006869 lipid transport 

  3 
Biological 

Process 
GO:0007186 

G-protein coupled receptor 
signaling pathway 

  3 
Biological 

Process 
GO:0019882 

antigen processing and 
presentation 

  3 
Biological 

Process 
GO:0042157 

lipoprotein metabolic 
process 

  3 
Cellular 

Component 
GO:0042613 

MHC class II protein 
complex 

  3 
Molecular 
Function 

GO:0003723 RNA binding 

  3 
Molecular 
Function 

GO:0003964 
RNA-directed DNA 
polymerase activity 

  3 
Molecular 
Function 

GO:0004984 olfactory receptor activity 

  3 
Molecular 
Function 

GO:0005153 
interleukin-8 receptor 
binding 

  3 
Molecular 
Function 

GO:0030246 carbohydrate binding 

C. porosus 3 
Biological 

Process 
GO:0006278 

RNA-dependent DNA 
replication 

  3 
Biological 

Process 
GO:0006869 lipid transport 

  3 
Biological 

Process 
GO:0007186 

G-protein coupled receptor 
signaling pathway 

  3 
Biological 

Process 
GO:0019882 

antigen processing and 
presentation 

  3 
Biological 

Process 
GO:0042157 

lipoprotein metabolic 
process 
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  3 
Cellular 

Component 
GO:0042613 

MHC class II protein 
complex 

  3 
Molecular 
Function 

GO:0003723 RNA binding 

  3 
Molecular 
Function 

GO:0003964 
RNA-directed DNA 
polymerase activity 

  3 
Molecular 
Function 

GO:0004984 olfactory receptor activity 

  3 
Molecular 
Function 

GO:0005153 
interleukin-8 receptor 
binding 

  3 
Molecular 
Function 

GO:0030246 carbohydrate binding 

G. gangeticus 3 
Biological 

Process 
GO:0006278 

RNA-dependent DNA 
replication 

  3 
Biological 

Process 
GO:0006869 lipid transport 

  3 
Biological 

Process 
GO:0007186 

G-protein coupled receptor 
signaling pathway 

  3 
Biological 

Process 
GO:0019882 

antigen processing and 
presentation 

  3 
Biological 

Process 
GO:0042157 

lipoprotein metabolic 
process 

  3 
Cellular 

Component 
GO:0042613 

MHC class II protein 
complex 

  3 
Molecular 
Function 

GO:0003723 RNA binding 

  3 
Molecular 
Function 

GO:0003964 
RNA-directed DNA 
polymerase activity 

  3 
Molecular 
Function 

GO:0004984 olfactory receptor activity 

  3 
Molecular 
Function 

GO:0005153 
interleukin-8 receptor 
binding 

  3 
Molecular 
Function 

GO:0030246 carbohydrate binding 

A. 
mississippiensis 

4 
Biological 

Process 
GO:0006278 

RNA-dependent DNA 
replication 

  4 
Biological 

Process 
GO:0006869 lipid transport 

  4 
Biological 

Process 
GO:0007186 

G-protein coupled receptor 
signaling pathway 

  4 
Biological 

Process 
GO:0019882 

antigen processing and 
presentation 

  4 
Biological 

Process 
GO:0042157 

lipoprotein metabolic 
process 

  4 
Cellular 

Component 
GO:0042613 

MHC class II protein 
complex 

  4 
Molecular 
Function 

GO:0003723 RNA binding 

  4 
Molecular 
Function 

GO:0003964 
RNA-directed DNA 
polymerase activity 
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  4 
Molecular 
Function 

GO:0004984 olfactory receptor activity 

  4 
Molecular 
Function 

GO:0005153 
interleukin-8 receptor 
binding 

  4 
Molecular 
Function 

GO:0030246 carbohydrate binding 

C. porosus 4 
Biological 

Process 
GO:0006278 

RNA-dependent DNA 
replication 

  4 
Biological 

Process 
GO:0006869 lipid transport 

  4 
Biological 

Process 
GO:0007186 

G-protein coupled receptor 
signaling pathway 

  4 
Biological 

Process 
GO:0019882 

antigen processing and 
presentation 

  4 
Biological 

Process 
GO:0042157 

lipoprotein metabolic 
process 

  4 
Cellular 

Component 
GO:0042613 

MHC class II protein 
complex 

  4 
Molecular 
Function 

GO:0003723 RNA binding 

  4 
Molecular 
Function 

GO:0003964 
RNA-directed DNA 
polymerase activity 

  4 
Molecular 
Function 

GO:0004984 olfactory receptor activity 

  4 
Molecular 
Function 

GO:0005153 
interleukin-8 receptor 
binding 

  4 
Molecular 
Function 

GO:0030246 carbohydrate binding 

G. gangeticus 4 
Biological 

Process 
GO:0006278 

RNA-dependent DNA 
replication 

  4 
Biological 

Process 
GO:0006869 lipid transport 

  4 
Biological 

Process 
GO:0007186 

G-protein coupled receptor 
signaling pathway 

  4 
Biological 

Process 
GO:0019882 

antigen processing and 
presentation 

  4 
Biological 

Process 
GO:0042157 

lipoprotein metabolic 
process 

  4 
Cellular 

Component 
GO:0042613 

MHC class II protein 
complex 

  4 
Molecular 
Function 

GO:0003723 RNA binding 

  4 
Molecular 
Function 

GO:0003964 
RNA-directed DNA 
polymerase activity 

  4 
Molecular 
Function 

GO:0004984 olfactory receptor activity 

  4 
Molecular 
Function 

GO:0005153 
interleukin-8 receptor 
binding 

  4 
Molecular 
Function 

GO:0030246 carbohydrate binding 
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A. 
mississippiensis 

5 
Biological 

Process 
GO:0006278 

RNA-dependent DNA 
replication 

  5 
Biological 

Process 
GO:0006869 lipid transport 

  5 
Biological 

Process 
GO:0007186 

G-protein coupled receptor 
signaling pathway 

  5 
Biological 

Process 
GO:0019882 

antigen processing and 
presentation 

  5 
Biological 

Process 
GO:0042157 

lipoprotein metabolic 
process 

  5 
Cellular 

Component 
GO:0042613 

MHC class II protein 
complex 

  5 
Molecular 
Function 

GO:0003723 RNA binding 

  5 
Molecular 
Function 

GO:0003964 
RNA-directed DNA 
polymerase activity 

  5 
Molecular 
Function 

GO:0004984 olfactory receptor activity 

  5 
Molecular 
Function 

GO:0005153 
interleukin-8 receptor 
binding 

  5 
Molecular 
Function 

GO:0030246 carbohydrate binding 

C. porosus 5 
Biological 

Process 
GO:0006278 

RNA-dependent DNA 
replication 

  5 
Biological 

Process 
GO:0006869 lipid transport 

  5 
Biological 

Process 
GO:0007186 

G-protein coupled receptor 
signaling pathway 

  5 
Biological 

Process 
GO:0019882 

antigen processing and 
presentation 

  5 
Biological 

Process 
GO:0042157 

lipoprotein metabolic 
process 

  5 
Cellular 

Component 
GO:0042613 

MHC class II protein 
complex 

  5 
Molecular 
Function 

GO:0003723 RNA binding 

  5 
Molecular 
Function 

GO:0003964 
RNA-directed DNA 
polymerase activity 

  5 
Molecular 
Function 

GO:0004984 olfactory receptor activity 

  5 
Molecular 
Function 

GO:0005153 
interleukin-8 receptor 
binding 

  5 
Molecular 
Function 

GO:0030246 carbohydrate binding 

G. gangeticus 5 
Biological 

Process 
GO:0006278 

RNA-dependent DNA 
replication 

  5 
Biological 

Process 
GO:0006869 lipid transport 

  5 
Biological 

Process 
GO:0007186 

G-protein coupled receptor 
signaling pathway 
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  5 
Biological 

Process 
GO:0019882 

antigen processing and 
presentation 

  5 
Biological 

Process 
GO:0042157 

lipoprotein metabolic 
process 

  5 
Cellular 

Component 
GO:0042613 

MHC class II protein 
complex 

  5 
Molecular 
Function 

GO:0003723 RNA binding 

  5 
Molecular 
Function 

GO:0003964 
RNA-directed DNA 
polymerase activity 

  5 
Molecular 
Function 

GO:0004984 olfactory receptor activity 

  5 
Molecular 
Function 

GO:0005153 
interleukin-8 receptor 
binding 

  5 
Molecular 
Function 

GO:0030246 carbohydrate binding 
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Table S19. Functional enrichment analysis results after removing redundancy for clusters with five or more 
members of specifically duplicated proteins in each species.  
 

Species Name 
Cluster 

ID 
Size Ontology GO Term Name 

A. 
mississippiensis 

1210 41 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  1210 41 
Cellular 

Component 
GO:0005634 nucleus 

  1210 41 
Biological 

Process 
GO:0016032 viral reproduction 

  1210 41 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  1189 29 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  1189 29 
Cellular 

Component 
GO:0005634 nucleus 

  1189 29 
Biological 

Process 
GO:0016032 viral reproduction 

  1189 29 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  1175 22 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  1175 22 
Cellular 

Component 
GO:0005634 nucleus 

  1175 22 
Biological 

Process 
GO:0016032 viral reproduction 

  1175 22 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  1160 19 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  1160 19 
Cellular 

Component 
GO:0005634 nucleus 

  1160 19 
Biological 

Process 
GO:0016032 viral reproduction 

  1160 19 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  1159 18 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  1159 18 
Cellular 

Component 
GO:0005634 nucleus 

  1159 18 
Biological 

Process 
GO:0016032 viral reproduction 

  1159 18 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  1145 17 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 
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  1145 17 
Cellular 

Component 
GO:0005634 nucleus 

  1145 17 
Biological 

Process 
GO:0016032 viral reproduction 

  1145 17 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  1176 16 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  1176 16 
Cellular 

Component 
GO:0005634 nucleus 

  1176 16 
Biological 

Process 
GO:0016032 viral reproduction 

  1176 16 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  1183 15 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  1183 15 
Biological 

Process 
GO:0016032 viral reproduction 

  1170 15 
Molecular 
Function 

GO:0003964 
RNA-directed DNA polymerase 
activity 

  1170 15 
Molecular 
Function 

GO:0003723 RNA binding 

  1170 15 
Biological 

Process 
GO:0006278 RNA-dependent DNA replication 

  1181 14 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  1181 14 
Cellular 

Component 
GO:0005634 nucleus 

  1181 14 
Biological 

Process 
GO:0016032 viral reproduction 

  1181 14 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  1144 13 
Molecular 
Function 

GO:0016787 hydrolase activity 

  1161 12 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  1161 12 
Biological 

Process 
GO:0016032 viral reproduction 

  1161 12 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  1126 12 
Biological 

Process 
GO:0016032 viral reproduction 

  1178 11 
Biological 

Process 
GO:0016032 viral reproduction 

  1146 11 
Biological 

Process 
GO:0016032 viral reproduction 

  1135 11 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 
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  1135 11 
Biological 

Process 
GO:0016032 viral reproduction 

  1135 11 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  1140 10 
Biological 

Process 
GO:0016032 viral reproduction 

  1130 10 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  1130 10 
Biological 

Process 
GO:0016032 viral reproduction 

  1130 10 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  1094 10 
Molecular 
Function 

GO:0030246 carbohydrate binding 

  1093 10 
Molecular 
Function 

GO:0030246 carbohydrate binding 

  1153 9 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  1153 9 
Cellular 

Component 
GO:0005634 nucleus 

  1153 9 
Biological 

Process 
GO:0016032 viral reproduction 

  1153 9 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  1152 9 
Biological 

Process 
GO:0016032 viral reproduction 

  1098 9 
Biological 

Process 
GO:0016032 viral reproduction 

  1081 8 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  1081 8 
Biological 

Process 
GO:0016032 viral reproduction 

  1081 8 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  1072 8 
Molecular 
Function 

GO:0016787 hydrolase activity 

  1061 8 
Biological 

Process 
GO:0016032 viral reproduction 

  1056 8 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  1056 8 
Biological 

Process 
GO:0016032 viral reproduction 

  1056 8 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  1171 7 
Molecular 
Function 

GO:0003964 
RNA-directed DNA polymerase 
activity 

  1171 7 
Molecular 
Function 

GO:0003723 RNA binding 
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  1171 7 
Biological 

Process 
GO:0006278 RNA-dependent DNA replication 

  1165 7 
Molecular 
Function 

GO:0003964 
RNA-directed DNA polymerase 
activity 

  1165 7 
Molecular 
Function 

GO:0003723 RNA binding 

  1165 7 
Biological 

Process 
GO:0006278 RNA-dependent DNA replication 

  1096 7 
Molecular 
Function 

GO:0016787 hydrolase activity 

  1059 7 
Biological 

Process 
GO:0016032 viral reproduction 

  1055 7 
Biological 

Process 
GO:0016032 viral reproduction 

  1053 7 
Molecular 
Function 

GO:0016787 hydrolase activity 

  1037 7 
Molecular 
Function 

GO:0016787 hydrolase activity 

  1027 7 
Molecular 
Function 

GO:0030246 carbohydrate binding 

  996 6 
Molecular 
Function 

GO:0004984 olfactory receptor activity 

  996 6 
Cellular 

Component 
GO:0016021 integral to membrane 

  996 6 
Biological 

Process 
GO:0007186 

G-protein coupled receptor 
signaling pathway 

  993 6 
Molecular 
Function 

GO:0016787 hydrolase activity 

  992 6 
Molecular 
Function 

GO:0016787 hydrolase activity 

  990 6 
Molecular 
Function 

GO:0016787 hydrolase activity 

  985 6 
Molecular 
Function 

GO:0004523 ribonuclease H activity 

  985 6 
Molecular 
Function 

GO:0003676 nucleic acid binding 

  985 6 
Biological 

Process 
GO:0015074 DNA integration 

  980 6 
Molecular 
Function 

GO:0030246 carbohydrate binding 

  968 6 
Molecular 
Function 

GO:0005200 
structural constituent of 
cytoskeleton 

  968 6 
Cellular 

Component 
GO:0005882 intermediate filament 

  967 6 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  967 6 
Biological 

Process 
GO:0016032 viral reproduction 
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  967 6 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  965 6 
Molecular 
Function 

GO:0016746 
transferase activity, transferring 
acyl groups 

  965 6 
Biological 

Process 
GO:0008152 metabolic process 

  1205 6 
Molecular 
Function 

GO:0003964 
RNA-directed DNA polymerase 
activity 

  1205 6 
Molecular 
Function 

GO:0003723 RNA binding 

  1205 6 
Biological 

Process 
GO:0006278 RNA-dependent DNA replication 

  1137 6 
Molecular 
Function 

GO:0003964 
RNA-directed DNA polymerase 
activity 

  1137 6 
Molecular 
Function 

GO:0003723 RNA binding 

  1137 6 
Biological 

Process 
GO:0006278 RNA-dependent DNA replication 

  1134 6 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  1134 6 
Biological 

Process 
GO:0016032 viral reproduction 

  1091 6 
Molecular 
Function 

GO:0016787 hydrolase activity 

  1080 6 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  1080 6 
Biological 

Process 
GO:0016032 viral reproduction 

  1080 6 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  1077 6 
Molecular 
Function 

GO:0016787 hydrolase activity 

  1040 6 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  1040 6 
Biological 

Process 
GO:0016032 viral reproduction 

  1040 6 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  1034 6 
Molecular 
Function 

GO:0016787 hydrolase activity 

  930 5 
Biological 

Process 
GO:0016032 viral reproduction 

  920 5 
Molecular 
Function 

GO:0016787 hydrolase activity 

  907 5 
Molecular 
Function 

GO:0030246 carbohydrate binding 

  906 5 
Molecular 
Function 

GO:0030246 carbohydrate binding 
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  903 5 
Cellular 

Component 
GO:0042612 MHC class I protein complex 

  903 5 
Biological 

Process 
GO:0019882 

antigen processing and 
presentation 

  902 5 
Cellular 

Component 
GO:0042612 MHC class I protein complex 

  902 5 
Biological 

Process 
GO:0019882 

antigen processing and 
presentation 

  895 5 
Molecular 
Function 

GO:0016787 hydrolase activity 

  891 5 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  891 5 
Biological 

Process 
GO:0016032 viral reproduction 

  891 5 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  890 5 
Molecular 
Function 

GO:0004859 phospholipase inhibitor activity 

  889 5 
Molecular 
Function 

GO:0030246 carbohydrate binding 

  1119 5 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  1119 5 
Biological 

Process 
GO:0016032 viral reproduction 

  1119 5 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  1050 5 
Molecular 
Function 

GO:0004523 ribonuclease H activity 

  1050 5 
Biological 

Process 
GO:0015074 DNA integration 

  1021 5 
Molecular 
Function 

GO:0016787 hydrolase activity 

  1003 5 
Biological 

Process 
GO:0015074 DNA integration 

C. porosus 463 16 
Molecular 
Function 

GO:0003676 nucleic acid binding 

  456 14 
Molecular 
Function 

GO:0016787 hydrolase activity 

  460 13 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  460 13 
Cellular 

Component 
GO:0005634 nucleus 

  460 13 
Biological 

Process 
GO:0016032 viral reproduction 

  460 13 
Biological 

Process 
GO:0015074 DNA integration 

  460 13 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 
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  441 10 
Molecular 
Function 

GO:0003676 nucleic acid binding 

  449 9 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  449 9 
Biological 

Process 
GO:0016032 viral reproduction 

  449 9 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  430 8 
Molecular 
Function 

GO:0016787 hydrolase activity 

  422 6 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  422 6 
Biological 

Process 
GO:0016032 viral reproduction 

  422 6 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  415 6 
Molecular 
Function 

GO:0003676 nucleic acid binding 

  411 6 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  411 6 
Biological 

Process 
GO:0016032 viral reproduction 

  411 6 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  398 6 
Molecular 
Function 

GO:0003676 nucleic acid binding 

  396 6 
Molecular 
Function 

GO:0004190 
aspartic-type endopeptidase 
activity 

  396 6 
Biological 

Process 
GO:0006508 proteolysis 

  388 5 
Molecular 
Function 

GO:0016787 hydrolase activity 

G. gangeticus 219 7 
Molecular 
Function 

GO:0003700 
sequence-specific DNA binding 
transcription factor activity 

  219 7 
Biological 

Process 
GO:0016032 viral reproduction 

  219 7 
Biological 

Process 
GO:0006355 

regulation of transcription, DNA-
dependent 

  211 6 
Molecular 
Function 

GO:0016787 hydrolase activity 

  199 5 
Molecular 
Function 

GO:0016772 
transferase activity, transferring 
phosphorus-containing groups 

  199 5 
Molecular 
Function 

GO:0004672 protein kinase activity 

  199 5 
Biological 

Process 
GO:0006468 protein phosphorylation 
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Table S20. Alligator elements that did not map to archosaur in the WGA were aligned against multiple leaf 
genomes using LASTZ. Elements were restricted to >30 bp to prevent spurious alignment, and repeat-masking was 
ignored in both the element and the target genomes. 
Genome Alligator fragments 

missing in archosaur 
with >= 1 blast hit 

Alligator fragments 
missing in archosaur 
with >= 10 blast hits 

Alligator coding 
exons missing in 
archosaur with >= 1 
blast hit 

Alligator coding 
exons missing in 
archosaur with >= 10 
blast hits 

Chicken 440/5000 (8.8%) 328/5000 (6.6%) 3484/22666 (15.3%) 1556/22666 (6.9%) 
Zebra finch 423/5000 (8.5%) 296/5000 (6.0%) 3108/22666 (13.7%) 1252/22666 (5.5%) 
Soft-shell turtle 903/5000 (18%) 619/5000 (12.3%) 6354/22666 (28.0%) 2766/22666 (12.2%) 
Crocodile 4351/5000 (87%) 2300/5000 (46%) 19314/22666 (85.2%) 7458/22666 (32.9%) 
 
 
Table S21. Size and diversity of the olfactory receptor repertoires of the three crocodilians in our study compared to 
previously published data from the Chinese alligator (15); chicken and zebra finch (74); soft shell and green sea 
turtles (16); Carolina anole, cow, dog, mouse, human, platypus and clawed frog (190, 191). 

 Total 
Intact 
Genes 

Partial 
Genes 

Pseudo-genes 
Intact Genes�

α γ
Crocodile 989 593 66 330 43 549 
Gharial 1139 597 153 389 36 560 
American alligator 1077 465 74 538 45 419 
Chinese alligator 1112 434 - 678* 37 396 
Chicken 478 213 154 111 9 204 
Zebra finch 552 133 198 221 2 131 
Soft shell turtle 1744 1137 - 595* 532 604 
Green sea turtle 849 254 - 607* 158 95 
Carolina anole 146 112 4 30 1 111 
Cow 2129 970 182 977 140 828 
Dog 1100 811 11 278 159 651 
Mouse 1391 1035 28 328 110 922 
Human 802 387 0 415 58 329 
Platypus 718 365 83 370 31 234 
Western clawed frog 1638 824 200 614 8 752 

* Partial gene and pseudogene counts were summed.  
� Summed counts from the α and γ groups may not equal the total number of intact genes found because the total 
includes OR genes from other groups.  
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Table S22. The size of chemosensory receptor genes repertoires in the three crocodilians, compared to squamate 
reptiles and mammals. Truncated genes and putative pseudogenes are shown in parentheses next to the total number 
of intact genes. Partial genes that were apparently truncated owing to incomplete sequence assembly, were counted 
as functional intact genes as long as they display an entire seven transmembrane helices domain, other partial genes 
were counted as truncated genes.  

  V2R† T1R† V1R T2R TAAR 

Crocodile 0 (0/0) 3 (0/0) 1 (0/1) 5 (0/0) 8 (0/1) 
Gharial 0 (0/0) 3 (0/0) 1 (0/1) 7 (0/2) 9 (0/2) 
American alligator 0 (0/1) 2 (1/0) 1 (0/1) 6 (1/1) 7 (0/2) 
Chicken 0 (0/0) 2 (0/1) 0 (0/0) 3 (0/0) 3 (0/0) 
Zebra finch 0 (0/0) 1 (0/1) 0 (0/0) 5 (0/3) 1 (0/0) 
Soft shell turtle 2 (0/0) 3 (0/0) 1 (0/0) 10 (0/3) 8 (0/3) 
Green sea turtle 0 (0/0) 3 (0/0) 1 (0/1) 1 (1/9) 11 (0/2) 
Carolina anole 62 (4/2) 3 (0/2) 1 (0/0) 41 (8/9) 3 (0/0) 
Python 203 (115/97) 2 (0/0) 1 (0/1) 1 (0/1) 3 (0/1) 
Monodelphis� 86 (-/79) 3 (-/0) 98 (-/30) 29 (-/5) 22 (-/0) 
Human� 0 (-/7) 3 (-/0) 5 (-/115) 25 (-/11) 6 (-/3) 
Platypus� 15 (-/112) 0 (1/0) 270 (-/579) 5 (0/3) 4 (-/1) 
Western clawed frog� 249 (-/448) 0 (-/0) 21 (-/2) 52 (-/12) 6 (-/1) 

� Data from Nei et al. (192), except for T1Rs and T2Rs in platypus. 
†The number of multiexon genes, V2R and T1R, was estimated based on the presence of the complete highly 
conserved seven transmembrane helices domain coded in the last exon. 
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Table S23. Reproductive characteristics and population sizes (captive, wild, and skin exports) of the three species of interest. 

Species Sex 
Size at Sexual 

Maturity 

Age of 
Sexual 

Maturity 

Average 
Clutch Size 

(Range) 

Expected 
Reproductive 

Lifetime 

Estimated 
Generation 

Time 

Wild 
Population Size 

Captive 
Population 

Size 

Number of 
skins 

exported 

A. 
mississippiensis 

M 1.8m(193, 194)  10-15(194, 195) N/A     

≈2-3 million(42) >650,000(42) >360,000(196) 
F 

1.5-1.8m(193, 197, 

198) 
10-18(194, 197, 

199) 
39 (2-58)(193, 198) 12 (6-18)(199) ≈18(199) 

C. porosus 
M 3.2m(194, 200) 15-16(194, 200) N/A     ≈400,000 non-

hatchlings 
worldwide(201) 

>100,000 >53,000(196) 
F 2.2m(200, 202) 10-12(200, 203) 50 (40-62)(202) ≈20 ≈20 

G. gangeticus 

M 3.5-3.7(204, 205) 12-13(204, 205) N/A     
<200 breeding 

adults(41) 
≈500 N/A 

F >2.7m(194, 204, 206) 10-13(204, 206) 
40 (16-60)(194, 

207) 
20 ≈20(41) 
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Table S24 – Substitution spectra in crocodile sequence data. The number of observations for the reference 
(columns) and alternate (rows) bases are shown in each substitution class. Transversions are in blue, transitions in 
red. 
 

13 alternate alleles 

  A C G T 

A 0 4 12 4 

C 5 0 3 25 

G 11 3 0 3 

T 2 9 4 0 

12 alternate alleles 

  A C G T 

A 0 5 31 4 

C 4 0 9 35 

G 22 7 0 4 

T 4 27 9 0 

7 alternate alleles 

  A C G T 

A 0 478 2,278 404 

C 335 0 505 2,238 

G 1,931 430 0 482 

T 340 1,950 382 0 

2 alternate alleles 

  A C G T 

A 0 123 407 79 

C 215 0 89 433 

G 406 102 0 252 

T 83 382 100 0 

1 alternate allele 

  A C G T 

A 0 39,740 36,889 12,981 

C 72,375 0 12,596 22,183 

G 22,189 12,563 0 76,004 

T 12,895 36,499 39,772 0 
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