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SUPPLEMENTAL FIGURE 1. Coiled-coil segments are predicted in the juxtamembrane regions of all
BTN3 proteins by programs using hidden Markov model and position specific score matrices approaches.
The full length or juxtamembrane sequences of BTN3 proteins were used with various coiled-coil predic-
tion programs using default settings. (A) Location of predicted coiled-coil segments in the juxtamembrane
regions of BTN3 proteins. Residues predicted to comprise a coiled-coil segment are show as "H" below the
BTN3 sequence. CCHMM, CCHMM_PROF, Multicoil2, MARCOIL, and COILS 2.1 programs were used.
Note that whereas Multicoil2 and MARCOIL give identical predictions for full length and juxtamembrane
sequences, CCHMM and CCHMM_PROF predict longer BTN3 coiled coil segments for full length
sequences that in many cases extend into the transmembrane domain. For Multicoil2, MARCOIL, and
COILS, probabilities ≥20% were considered positive. Numbering is for the full-length protein including
the signal peptide. (B) Probability of coiled coil and transmembrane regions in BTN3 proteins. The coiled-
coil region probability is plotted (black lines) for the register with the highest probability of forming a
coiled-coil region as predicted by the Multicoil2 program. The transmembrane region probability is plotted
(red lines) as predicted by the TMHMM v2.0 program. Numbering is for the full-length protein including
the signal peptide.
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SUPPLEMENTAL FIGURE 2. Characteristics of BTN3A1, BTN3A2, and BTN3A3 family members. (A)
Schematic of the domain organization of BTN3 family members for humans (h), alpacas (a), and dolphins (d).
The domain lengths in the schematic are proportional to those in the proteins. (B) Amino acid alignments for
BTN3 family members. Amino acid identity is shown as a “.” Alignment was done by the Clustal W method.
(C) Similarity between the BTN3 family members. Identity and divergence table is shown.
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SUPPLEMENTAL FIGURE 3. Characteristics of IgV, IgC, and B30.2 domains of BTN3A1, BTN3A2, and
BTN3A3 family members. Amino acid alignments for IgV (A), IgC (C), and B30.2 (E) domains of BTN3 fami-
ly members for humans (h), alpacas (a), and dolphins (d). Amino acid identity is shown as a “.” Alignment was
done by the Clustal W method. Similarity between the IgV (B), IgC (D), and B30.2 (F) domains of BTN3 fami-
ly members. Identity and divergence tables are shown.
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SUPPLEMENTAL FIGURE 4. Characteristics of juxtamembrane domains of BTN3A1, BTN3A2, and
BTN3A3 family members. Amino acid alignments for exon 4 (A), exon 4 extracellular and transmembrane seg-
ment (ECD TM) (C), exon 4 coiled-coil segment (CC) (E), exon 5-8 (G), and coiled-coil (CC) domain (I) of
BTN3 family members for humans (h), alpacas (a), and dolphins (d). Amino acid identity is shown as a “.”
Alignment was done by the Clustal W method. Similarity between the exon 4 (B), exon 4 ECD TM (D), exon 4
CC (F), exon 5-8 (H), and coiled-coil domain (J) of BTN3 family members. Identity and divergence tables are
shown.
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