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Figure S1: The alignment of ChREBP ortholog amino acid sequences shows an evolutionarily
conserved ChREBP protein sequence between vertebrates and invertebrates. Amino acid
sequences of ChREBP from (A) Homo sapiens (NP_116569), (B) the mouse Mus musculus
(NP_067430), (C) the fruit fly Drosophila melanogaster (NP724326), (D) the honeybee Apis mellifera
(XP_394429), (E) the basal termite Zootermopsis nevadensis (provided from [S1]), (F) the Termitidae
Macrotermes natalensis (provided from [S2]). The first sequence is the Homo sapiens reference; in the
other sequences, the residue identical to the first sequence residue at the same position is represented
by a dot. A residue that is highly conserved (consensus value = 90%) appears in red and as an
uppercase letter in the consensus line. A residue that is weakly conserved (consensus value = 50%)
appears in blue and as a lowercase letter in the consensus line. Other residues appear in black. A
position with no conserved residue is represented by a dot in the consensus line. Near the N terminus,
ChREBP alpha isoform contains the GSM domain, two nuclear export signals and a nuclear
localization signal. In the central part, several proline-rich domains are situated, implicated in protein-
protein interactions. In the C terminal region, a conserved nuclear receptor box (LxQLLT motif) and a
transcriptional activity region includes a basic helix-loop-helix/leucine zipper like DNA binding

domain (bHLH/LZ) [S3].

Figure S2: Bayesian inference analyses. Fifty percent majority rule consensus tree obtained
from the Bayesian inference analyses of ChREBP amino acid sequences (GSM region, 331 aa).
Bayesian posterior probabilities > 0.95 and ML bootstrap values > 80% are plotted on the nodes.

Social species are indicated in bold. Tree is rooted on vertebrate Mondo A and Mondo B sequences.



Very similar topologies were obtained with ChREBP entire sequence (data not shown). Upper left

corner: insect phylogeny adapted from [S4] and [S5].

Figure S3: The commercial antibody generated against the human ChREBP peptide specifically
recognizes the termite ChREBP protein. There is a 60% of amino acid sequence identity between
human and termite ChREBP in the C terminal region used to generate the ChREBP antibody. To
address the specificity of the ChREBP antibody to the termite ChREBP protein, we realized (a) in
vitro translated termite ChREBP protein in peptide competition immunoblotting experiments and (b)
in peptide competition immunohistochemistry experiment. (a): Upper panel is a picture of loaded
samples on a TGX Stain-Free™ FastCast™ 12% acrylamide gel (BIORAD) and lower panel is a
representative Western blot with 1- in vitro translated ChREBP termite plus ChREBP antibody, 2- in
vitro translated ChREBP termite plus ChREBP antibody plus with five times excess blocking peptide,
and 3- in vitro translated ChREBP termite plus ChREBP antibody plus with eight times excess
blocking peptide. (b): ChREBP immunostaining (in green) and nuclei were specifically stained using
DAPI (blue). Signal (in figure a, in lines 2 and 3 compared to 1, and in figure b) decrease with
ChREBP antibody plus an excess of blocking peptide. Non-specific signals are found in the external
cuticle, and in the parietal fat body below the cuticle (green autofluorescence) as dense material

(possibly urates) in dorsal and ventral clusters of cells localized. Scales= 200 um.

Table S1: Trail-following bioassays performed with P. canalifrons workers. The distance traveled
by workers on artificial trails made of worker sternal gland extracts (10" gland equivalent/cm) is

measured (Mean + SD; n=10).
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