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Fig. S3. Transformer/feminizer orthologs. (A) ClustalW (19) alignment of transformer/feminizer orthologs from A. mellifera, B. terrestris, N. vitripennis and
S. invicta. GenBank accession numbers are provided when available after the second underscore. The A. mellifera SDP_N domain is indicated with a green line,
and the CSD domain with a yellow line. (B) RT-PCR of S. invicta Tra-B. RNA was extracted using the Invitrogen TRIzol reagent on three samples: a pool of 7 male
pupae, a pool of approximately 30 worker pupae, and a pool of 6 queen pupae. Total RNA was subsequently purified using the Qiagen RNeasy kit. Purified
RNA from each sample was subsequently used in parallel reverse transcriptase (RT+) and control (RT-) reactions. Invitrogen SuperScript Il reverse transcriptase
was used with 9N random primers. PCR amplification with an annealing temperature of 58 °C was subsequently conducted on the three RT+ and three RT—
samples with the following primers: 5-AAGTTTCAGGCTAAATTGATACGTG-3’ and 5-TGTTCTCTAGAACGCAATCGAATAG-3'. PCR products were resolved by
agarose gel electrophoresis. (C) A phylogenetic tree was constructed using the alignment from A with QuickTree (31) (1,000 bootstrap iterations).
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Fig. S4. CpG methylation in S. invicta genes is confirmed by the sequencing of bisulfite-converted amplicons. (A-F) Proportions of methylated Cs for each CpG

site are provided for each gene.
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Fig. S5. Strong hybridization of fluorescently labeled (TTAGG),, probes to chromosome ends in an S. invicta larval nucleus suggests that S. invicta telomeres
consist of (TTAGG),, repeats.

Table S1A.

Table S1B.

Table S1C.

Table S1D.

Table S1E.

Table S1F.

Summary of obtained sequence data

Mean CpGo/e according to MeDIP approximately unique read depth

Correlation between MeDIP approximately unique read depth and CpGo/e

Primers used for the amplification of bisulfite-converted DNA

Gene Ontology biological process enrichment among putatively methylated genes

Comparison of N50 sizes and numbers of contigs and scaffolds larger than N50

Table shows that the three following decisions improve the genome assembly: combining large-insert paired-end libraries, using separately assembled

Illumina data, and using stricter-than-default Roche 454 assembly parameters. The assembly used for analyses in the main text is highlighted in blue.

Table S1G.

Primers used for gRT-PCR of vitellogenins and control genes

Table S1 A-G (DOQ)

Dataset S1.

Counts of PFAM domains identified in S. invicta, N. vitripennis, D. melanogaster and A. mellifera highlight several expansions
specific to S. invicta

Dataset S1 (XLS)
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