Mira-Martinez et al.

HB3 3D7

RAJ
B

Line CLAGS3 (HVR)

A\ P12 clag3.2 FLPITTYFLVMRISWIHAFTTGSHL ITYFIP-PNTNPSTLENCAS----=—--===---==--- GRNESPESFFETHALAARASKYLFFYFFTNLYLX
A A 0...Ch....RGCTADCRNSRAEC . 1 eunerernennnnns e S
HB3 Clag3.2  «eeeeeeeerrnnnnaecennn ... BL.NL..TSTTNGESSEENG . v erernnennnnns e S
RAJI16_Clag3.2  «evvnrernnsennnaennnns [oJT: SN | 15 S .5 S - F Y.......00. M M.
|GH-CR14ic|a93_2 MaaaaasaasasasasasaEsEEsEEsEE e = eenebeYen... .. OO . EOEOS

— | 3D7_clag3.1 . ...93.GS. .95TANGES.ASG. Ga

o | 768_clag3.1 ...LA...F28.CTNSQC.CEN. G.

Q| Dpd2_clag3.2 .. .G...BA.N...TSTTOGRCSEE. .... G

S| Fvoclagda2 e SB....——-—- (et ) G
IT_CIAg3.2  eeeeeeneenaenaennennannns Sh....————- BNGBEED . e e e aaaas G
RAJ116_Clag3.1  «evuneevnneeennnnn ¥...0...80.8-.————TNSSGSGN. . eenneneannnnns G
7G8_clag3.2  eaae-n- Tereennnns FY¥Ievvnrenns LTI 105 . G
IGH-CR14_Clag3.1 ««vuneeenneeennnnn T...Q...BQLTD. .EYGQTPEG.G..3GT....... CESAGLERCTNYRA.G...... G

V Dd2_clag3.1 T...Q...BQLTD. .EYGQTPEGED. ..GT....... CESAGLERCTNYRAE.G...... G

/N P12 clagdl Yovrrnns BR....De. B 8VTRST e eeiernennnas SDE..--¥......YGHERSS.

o | Po4_clags2 ...BA....Q.3GSNAT.RAEGT(DECANTERSSGISNNGEICY. .. (. . . YGWEDAS.

< | 3D7_clag3.2 e oCBu . ERCT.OCRNSTS et rnesennnnannnnns --¥...Q...YGWER3A.

8| Fvo_clags.l . SO S £-:1,, 3 £ 1 - L --¥...Q...YCHERE.

O] HB3 clagd3l  .iiiiiiiiiiiiiiiiYaiia... BR....D...5.8VIRST-.....ceernnn.. SOE..--Y...(...YGWEESE.
IT_clag3.1 oG iBa. . ESSTT.AESSTE et ereernnnnnannns --¥...Q...YGWER3A.

Supplemental Fig. S2. CLAG3 sequence analysis. (A) Split network of full CLAG3
sequences (publicly available sequences and new sequences from the P04 and P12 isolates).
Connections between branches (parallel edges) represent recombination events. The
distribution of these branches indicates that recombination events between the two paralog
genes have likely occurred. CLAG3.1 and CLAG3.2 sequences are represented as black and
red branches, respectively. (B) Alignment of a subset of CLAG3 hypervariable region (HVR)
sequences (from the same parasite lines as in panel A) ordered according to the two separate
clades observed in Fig. 3C. Dots indicate identity with the first sequence. This subset of
sequences is representative of the full set of sequences analyzed (22 additional new
sequences for each gene). Conserved sequence features specific for clades 1 or 2 are
highlighted. These features are also conserved in all other clade 1 and clade 2 sequences
analyzed. Each isolate had at least one clag3 gene belonging to clade 1, which is suggestive
of a non-random distribution of HVR sequences.



