
Figure S1. N-terminal  450 characters of  a multiple sequence alignment  of  a data set  of 

eukaryotic RPA2 proteins. A multiple sequence alignment was generated from a data set of 

16 eukaryotic RPA2 proteins. The trypanosomatid sequences contain more than 200 amino 

acids more in their N-termini than other  RPA2  sequences. Residues are displayed with a 

blue  or  cyan  background  colour  to  indicate either  identity or  similarity to  the  majority 

consensus. Yellow flags on the T.  brucei sequence indicate the amino acids tagged in this 

study. Blue bars mark stretches rich in basic amino acids in the trypanosome proteins. The 

red bar marks a region of limited similarity, the green bar marks RPA2 domain A.  Species 

abbreviations:  AraTh:  Arabidopsis  thaliana,  PhyPa:  Physcomitrella  patens,  CaeEl: 

Caenorhabditis elegans, DicDi:  Dictyostelium discoideum, HomSa:  Homo sapiens, SacCe: 

Saccharomyces cerevisiae,  SchPo:  Schizosaccharomyces pombe,  PhaTr:  Phaeodactylum 

tricornutum,  PhySo:  Phytophthora  sojae,  ParTe:  Paramecium  tetraurelia,  TetTh: 

Tetrahymena thermophila, DroMe:  Drosophila melanogaster, EntHi:  Entamoeba histolytica, 

TriVa:  Trichomonas vaginalis, CryPa: Cryptosporidium parvum, ToxGo: Toxoplasma gondii, 

TheAn: Theileria annulata, CyaMe: Cyanidioschyzon merolae, GiaLa: Giardia lamblia, PlaFa: 

Plasmodium falciparum, LeiMa: Leishmania major, TryBr: Trypanosoma brucei.

Figure S2. Multiple sequence alignment of trypanosomatid RPA2 N-termini. RPA2 N-termini 

from available  trypanosome genomes.  Note that  most  of  the basic  residues in  the basic 

stretches in the T. brucei sequence are not conserved. Residues were given a blue or cyan 

background colour to indicate either identity or similarity to the majority consensus. Blue bars 

mark stretches rich in basic amino acids in T. brucei. The green bar marks RPA2 domain A. 

Figure  S3. Genomic  PCR  products  confirming  the  correct  integration  of  the  tagging 

constructs  in bloodstream-form (A) and procyclic (B) cells. Expected PCR product size for 

control PCR (primers c) was 428 bp, for PCR from YFP to RPA2 (y) was 956 bp for RPA2, 

610 bp for RPA2∆1-113 and 443 bp for RPA2∆1-172. DNA ladders are NEB 100 bp and 1 kb 

ladders.
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Figure S4. Cellular  localization of N-terminal RPA2 truncations in procyclic cells. While TY-

YFP-RPA2 localizes to the nucleus, TY-YFP-rpa2Δ1-113 and -rpa2Δ1-172 are excluded. NLS-TY-

YFP-RPA2  has  a  different  sub-nuclear  localization  to  NLS-TY-YFP-rpa2Δ1-172.  YFP 

fluorescence is pseudo-coloured in green, DAPI in blue. Bars: 1 µm.

Figure  S5. Cellular  localisation  of  NLS-TY-YFP-RPA2  and  NLS-TY-YFP-rpa2∆1-172 in 

bloodstream-form  cells.  A  strong,  punctate  extra-nucleolar  YFP  signal  was  observed 

(arrowheads) in many cells indicating that NLS-TY-YFP-RPA2 is found in the ESB, as for TY-

YFP-RPA2.  This  region  also  corresponds  to  a  region  of  low  DAPI  strain  intensity.  YFP 

fluorescence was pseudocolored in green, DAPI in blue. Bar: 1 µm.
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