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the elF4E-eIF4G interactions
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Protein = hypothetical protein, conserved [Leishmania major] [68125695|
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MS analysis Peptide Coverage

#1 MQFTVEQIRS
GTAQTTEEWVQRL
3.5%
#2 DAITISTAQHEFR 2%

Accession number in LeishDB — LmjF16.6060

score
63

17

96 (pep-miner)

Analysis of the 70 kDa protein eluted from m’GTP-Sepharose. A. Coomassie staining of

proteins that were eluted from a m’GTP-Sepharose column, following their concentration by TCA.

The ~70 kDa band that was excised and analyzed by Mass spectrometry is marked by an arrow. B.

The amino acid coverage of peptides identified in independent Mass Spectrometry analysis is given

in different colors (blue and red).



Supplementary Figure 2

Helix 1a Helix 1b Helix 2a

MIF4G XKQingT .....
Hs_eIF4G-1 KOWTQWA-- -~ -
Dm_eIF4G Eb K-
Sc_eIF4G SSI

. ]
Lmj_eIF4G-3 DKIMITKEL- - - - FARENT
MIF4G  (56) BNIER- - - - - SR IAR GV TLKVPX - - - - - nKPGN\ﬁV«T
Hs_eIF4G-1

( i Slah - - - - - gy U ANe | T8 MALKVPT - - - - - KP. VN
Dm_eIF4G (473) 1 RILC EVKVIDERMES]T
Sc_eIF4G (656) Homly- - - - 1) %KELN%TDET G GPKLVLH
( BKLEG (87

Lmj eIF4G-3  (105) LYEAKV!RDG-HKGERPQSS,

MIF4G (106) KADDDVFEAQK- - - -ELEAASA \

Hs_eIF4G-1 (856) KDDDEVFEREIQK- - - -EMDEAAT, \

Dm_eIF4G (528) VSQSTAK 1LQPIVDKIKKC D «A EAF)RIARE. é

Sc_eIF4G (711) WTDKLPTN---------- MMSEF"YY R FIC ELYR ﬁ

Lmj_eIF4G-3  (159) S-------------=oon KEL (S--EJ_EHYERSN RRIGENMRF 1CELYTSV
Hellx 4a Helix 4b Helix 5a

MIF4G (162) [BE- - - - - AlXHD@ VI IRRQHD- - - - - - - - - I R KD FEKNADE - -

Hs_eIF4G-1 (912) IWE- - - - - ANBHD@ VI ARBHD- - - - - - - - LEQLSRT.LATIGANED ﬂpﬁ"

Dm_eIF4G (588) IWKG----- D p --------- ey W €A T FKTPYNS 4DP

Sc_eIF4G (759) IWG----- FE FREWEDLTDS - - - - - PS ;uwv EQH.TDSEW"TGQA

Lmj_eIF4G-3  (200) I

MIF4G (206)

Hs_eIF4G-1  (956)

Dm_eIF4G (639)

Sc_eIF4G (809)

Lmj_eIF4G-3 (250)

MIF4G (253)
Hs_eIF4G-1 (1003)
Dm_eIF4G (690) I
Sc_elF4G (864)

Lmj_eIF4G-3  (298)

Sequence alignment of MIF4G domains. The amino acid sequences of MIF4G domains from
different elF4G proteins were subjected to multiple alignment using the Muscle algorithm. The
predicted a-helical secondary structure elements (1-5, a and b) are indicated above the sequences.
Accession numbers are: MIF4G, gi:13399859; elF4G-1 of Human (Hs), Q04637; Drosophila
melanogaster (Dm), NP_524640; Saccharomyces cerevisiae (Sc), Tif4631, NP_011678; and
Leishmania major (Lmj) LeishIF4G-3, LmjF16.1600. Identical and similar residues are highlighted

in black and gray, respectively.
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Genes encoding for Leishmania proteins are present in the transgenic yeast cells. The presence

of the LeishIF4E-4 and LeishIF4G-3 was detected by Western analysis (A) or PCR (B), respectively.



Supplementary Table 1

Primers used for the cloning and site-directed mutagenesis. Small letters represent addition of

restriction sites.

Leish4G-3 FwBamHI
Leish4G-3 RvStul

Leish4G-3 RvHindIII_NoStop
Leish4G-3 RvXbaFLAG
Leish4G-3 147-129 StopRvEcoRI
Leish4G-3 148-166 FwBamHI
Leish4G-3 915- 898 StopRvEcoRI
Leish4G-3 916-934 FwBamHI
Leish4G-3 A23-29 Fw
Leish4G-3 A23-29 Rv
Leish4G-3 A20-25 Fw
Leish4G-3 A20-25 Rv
Leish4G-3 Y20A Fw
Leish4G-3 Y20A Rv
Leish4G-3 Y20F Fw
Leish4G-3 Y20F Rv
Leish4G-3 P21A Fw
Leish4G-3 P21A Rv
Leish4G-3 G22A Fw
Leish4G-3 G22A Rv
Leish4G-3 F23A Fw
Leish4G-3 F23A Rv
Leish4G-3 S24A Fw
Leish4G-3 S24A Rv
Leish4G-3 L25A Fw
Leish4G-3 L25A Rv
Leish4G-3 D26A Fw
Leish4G-3 D26A Rv
Leish4G-3 E27A Fw
Leish4G-3 E27A Rv
Leish4G-3 V29F Fw
Leish4G-3 V29F Rv
Leish4E-1 FwBamHI
Leish4E-1 RvXba No STOP
Leish4E-4 FwBamHI
Leish4E-4 RvXba No STOP
Leish4E-4 FwEcoRI
Leish4E-4 RvSall

pAD 5

pAD 3'

cgggatccATGCAGTTCACCGTGGAGCA
aaggcct T TACTTGGGGAAGCGCTCCT
cccaagcttCTTGGGGAAGCGCTCCT

ctagtctagaCTATTTATCGTCATCGTCCTTGTAGTCCTTGGGGAAGCGCTCCT

ccggaattc TTACTTCGCAACCCAAGCATTC
cgggatccGGCACCGCTCAGACGAC

ccggaattc TTATTTATCCTTGCCGTGGCT
cgggatccAAGTACGCCACTGCCC
GAGCCGCCGTACCCGGGCCGACGCCGTCGCTTGAC
GTCAAGCGACGGCGTCGGCCCGGGTACGGCGGCTC
TACCTTGAGCCGCCGGAAGTGGTGCGACGC
GCGTCGCACCACTTCCGGCGGCTCAAGGTA
ACCTTGAGCCGCCGGCCCCGGGCTTTTCTCT
AGAGAAAAGCCCGGGGCCGGCGGCTCAAGGT
ACCTTGAGCCGCCGTTCCCGGGCTTTTCTCT
AGAGAAAAGCCCGGGAACGGCGGCTCAAGGT
TTGAGCCGCCGTACGCGGGCTTTTCTCTGGA
TCCAGAGAAAAGCCCGCGTACGGCGGCTCAA
AGCCGCCGTACCCGGCCTTTTCTCTGGATGA
TCATCCAGAGAAAAGGCCGGGTACGGCGGCT
CCGTACCCGGGCGCTTCTCTGGATGAAGTGG
CCACTTCATCCAGAGAAGCGCCCGGGTACGG
CGTACCCGGGCTTTGCTCTGGATGAAGTGGT
ACCACTTCATCCAGAGCAAAGCCCGGGTACG
ACCCGGGCTTTTCTGCGGATGAAGTGGTGCG
CGCACCACTTCATCCGCAGAAAAGCCCGGGT
CGGGCTTTTCTCTGGCTGAAGTGGTGCGACG
CGTCGCACCACTTCAGCCAGAGAAAAGCCCG
GCTTTTCTCTGGATGCAGTGGTGCGACGCCG
CGGCGTCGCACCACTGCATCCAGAGAAAAGC
CTCTGGATGAAGTGTTTCGACGCCGTCGCTT
AAGCGACGGCGTCGAAACACTTCATCCAGAG
cgcggatccATGTCAGCCCCGTCTTCAGTT
gctctagaAGACGCCTCGCCGTGCTT
cgeggatccATGAACCCCAACGCCACGGA
gctctagaGTAGCGCCGACGGTTCTT

ggaattc ATGAACCCCAACGCCACGGA
acgegtcgacTTAGTAGCGCCGACGGTTCTT
Agggatgtttaataccactac

Gceacagttgaagtgaacttge




