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Figure S1. Hydrophobicity/hydrophilicity profile in the vicinity of the mutation sites. The
mutation of M3 residues E70 to A70 and T272 to G272 resulted in changes to the predicted
hydrophobicity (A) and hydrophilicity (B) of the protein in the area surrounding the mutations. A
reduction in hydrophilicity was associated with the E70 mutation (indicated by blue).




uninduced cells
IPTG-induced cells
insoluble proteins
soluble proteins
unbound proteins
nonspecifically bound
proteins

ladder
E2
E3
E4
ES
E6
E7

kDa
70
55 |

40

<f m

E6

I\ oo

C
kDa 8

_ 70 - -
Figure S2. SDS-PAGE (12.5%) analysis of the expression in E. coli Rosetta-gami 2 (DE3) cells

and purification by IMAC of wtM3 and its mutants. (A) wtM3; (B) M3-E70A,; (C) M3-T272G.
E indicates fractions eluted from the affinity column, the arrow indicates wtM3 size (44 kDa).
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Figure S3. Superposition of Ca traces of chemokines CCL5 (blue), CCL2 (green), CXCLS8 (red)
and XCL1 (orange). The greatest differences are seen at the N-terminus and in the loop containing
residues 30-36 (CCL5 numbering). Details of the superposition are given in Table 1. Cysteines
forming disulfide bonds are indicated as balls and sticks and numbered; Sy atoms are coloured in
yellow, Ca and Cp are colored according to the chemokine.




Table S1. Forward and reverse primers used to prepare the M3 mutant constructs.

Forward primer (5°-3°) Reverse primer (3°-5")

E70A GAAACTGAAGTGACTGCGTGTGCTGGCATTCTG | CAGAATGCCAGCACACGCAGTCACTTCAGTTTC

T272G GATGTCTCTGCTCGGTCCATTTGGAGGCCC GGGCCTCCAAATGGACCGAGCAGAGACATC

Table S2. Predicted properties of each M3 protein.

Wl\edi‘;lftc‘(‘]l;:)* 44917.17 44 859.13 44 873.12
Theoretical pI* 4.93 4.97 4.93
Instability index* 54.33 53.86 5433
Solubility index® 86% 93.9% 95.8%
Location of
mutation in :
Secondary - a-helix loop
structure

Note:
* Parameters were calculated by ProtParam algorithm (Gasteiger et al., 2005).
$ parameters were calculated according Diaz et al. (2009).
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