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Additional file 3

Additional file Figures legend

Additional file 1: Figure S1. Immunohisotchemistry to localize Galectin-3 in
primary tumor and in peri-tumoral area Lgals-3+/+ and Lgals-3-/- female mice.

(A and C) Tumor of Lgals-3+/+ of after 21 and 28 days p.o.i. (B and D)
Tumor of Lgals-3-/- of after 21 and 28 days p.o.i. (E) quantification of
galectin-3 positive cells in primary tumor and in peri-tumoral tissue (*). Data
are the mean = S.D., n=4, three animals per group; *** p<0.001.

Additional file 2: Figure S2. 4T1 cells express galectin-3, CK-19 and CXCR4
proteins. Representative immunocytochemical staining of (a) galectin-3 (b)
CK-19 and (c) CXCR4. The negative control of each reaction is represented

in the figures (*).

Supplemental methods

Supplemental methods 1

Immunohistochemistry in the primary tumors.

Primary tumors were fixed in 4% paraformaldehyde and stained with anti-
galectin-3 (M3/38 monoclonal antibody, ATCC, USA) followed by a secondary
anti-rat biotinylated antibodies. Next, avidin-peroxidase (Sigma-Aldrich, USA)
was added and color development was done with diaminobendizine. The
positive cells were quantified in three random fields inside and in peri-tumoral

area by TMarker software.



Supplemental methods 2

Immunocytochemistry of 4T1 cells

4T1 cells were fixed in 4% paraformaldehyde and stained with anti-CK-19
(purified polyclonal antibody — Abcam), anti-galectin-3 (M3/M8 polyclonal
antibody, ATCC, USA) and anti-CXCR4 (purified polyclonal antibody -
Abcam) followed by a secondary anti-rabbit or anti-rat biotinylated antibodies.
Next, avidin-peroxidase (Sigma-Aldrich, USA) was added and color
development was done with diaminobendizine. As a negative control, the

same procedure was used without the primary antibody.



