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Figure 1 – 4T1 and 67NR-conditioned media effects on macrophage polarization. Phenotype for 

distinct macrophages were determined by mRNA expression of (A) Arg1 and (B) PPARγ after 

treatment with IL4 (20 ng ml-1), LPS (10 ng ml-1) or LPS (10 ng ml-1) + IFNγ (10 ng ml-1). Data 

represents relative gene expression after normalization with GAPDH by RT-qPCR (ΔΔCt method). (C) 

Protein expression of Arg1, PPARγ and iINOS were determined after treatment with 4T1 and 67NR-

conditioned media, LPS (10 ng ml-1) or IL4 (20 ng ml-1) for 48h. Immunoblots are representatives of 

3 experiments. Data shown are mean ±SD (n=4). **P≤0.01, ****P≤0.001, ANOVA. 
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Figure 2 – ANX1 plays a role on macrophage polarization. RAW 264.7 macrophages were treated 

with ANXA1 peptide ac2-26 (1 μg mL-1) and phenotype for distinct macrophages were determined by 

mRNA expression of the primary classically M1 (IL12) and activated M2 (Arg1) markers. Results are 

expressed in mRNA levels after normalization with GAPDH by RT-qPCR (ΔΔCt method).  Data shown 

are mean ± SD (n=4). ***P≤0.01, ANOVA. 



Figure 3 – Cytokine protein array derived from 4T1-breast carcinoma cells. 4T1 cells were 

cultured in RPMI for 48h and culture supernatants were collected and cytokine was measured by optical 

density transmission (OD).  
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Figure 4 – Characterization of ANXA1-deficient macrophages. BMDM were isolated from WT and 

ANXA1-/- mice and chemokine CCL5 expression was quantified by RT-qPCR. Results are expressed 

in mRNA levels after normalization with GAPDH (A). Data shown are mean ±SD (n=3). NS (no 

significant, t-test. 
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