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Supplementary Table S1: Cortical PinPoint Impactor parameters corresponding to different degrees 
of SCI. 

 TIPS DWELL TIME VELOCITY DEPTH 
MILD Round 1-2 300/500 ms 3 m/sec 2,5-3 mm 
MODERATE Round 3 500/600 ms 3 m/sec 3,5-5 mm 
SEVERE Round 4 600/1000 ms 3 m/sec 5 mm 

 

 

 

 

 

Supplementary Figure S1: (A) BMS scores and (B) thermal threshold measured in Tail-Flick test in female 
and male SCI mice (F and M respectively, n=8/each group) before (BL) and after a severe spinal trauma. 
Differently from females male mice gradually recovered after SCI. 
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Supplementary Figure S2: Behavioural and immunohistochemical analyses in sham female animals treated 
with saline- (SAL) or DHA and compared with naïve mice. (A) BMS scores and (B) thermal threshold 
measured in Tail-Flick test in naïve (BL), SAL- and DHA-treated sham mice (C) Representative examples of 
high magnification (63x, zoom 2x) confocal images of astrocytes (GFAP, green) and microglia (IBA1, red). 
In graphs the dimension of astrocytes and the distribution of the different phenotypes of microglia are 
represented. In both saline- and DHA-treated sham mice no differences are observed in comparison with 
naïve animals. (D) Representative examples of high magnification (63x, zoom 2x) confocal images of 
oligodendrocytes (OLIG1, green) and caspase-3 (red). In graphs are reported brightness values of OLIG1 
and Caspase-3 expression in ventral horns of spinal cord from naïve, SAL- and DHA-treated mice. In both 
saline- and DHA-treated sham mice no differences are observed in comparison with naïve animals. DAPI 
was used	to	stain	nuclei.		
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



Supplementary Table S2. SHOTGUN PROTEOMICS: Differential Expression Analysis - DHA vs SALINE  

(First part) 

 

 



(Table S2 second part) 

 

1. * Unique protein sequence identifier according to UniProtKB/Swiss-Prot Protein 
Knowledgebase, release 2016_09, October-05,2016 restricted to Mouse Taxonomy               

2. † ProteinLynx Global Server  score.   
3. ‡ Protein found highly represented in the indicated group.    



4. § Ratio of expression between two experimental groups. 

Supplementary Figure	 S3: Bioinformatic analysis. Graphical representation predicted by Ingenuity 
Pathways Analysis (IPA,  QIAGEN Inc., https://www.qiagenbioinformatics.com/products/ingenuitypathway-
analysis) of the in out dataset (DHA vs SALINE). The relationships between molecules revealed by 
proteomics (described in Table 2) and other proteins are generated by the information contained onto a 
global molecular network enclosed in the Ingenuity Knowledge Base database. 

 

 

Supplementary Figure S4: WB analyses of A) p75 and B) pJNK and JNK, proteins involved in apoptotic 
pathway, in spinal tissues from naïve (N), saline- (S) and DHA-treated mice, analysed at the epicenter (E), 
peri-lesioned (P) and distal (D) areas. Both p75NTR and phosphorylated (p)-JNK were increased after SCI in 
the three spinal levels examined and were down-regulated by DHA °° p<0.001 °°°p<0.0001 vs naïve; ** 
p<0.001 vs SAL. 
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Methods. Western blot analysis was performed on tissue samples from different experimental groups. Tissue 
samples were homogenized in RIPA buffer, centrifuged at 4° C for 20 min at 13000 rpm, and then 
supernatants were stored at -20°C. 30µg of total protein spinal cord samples corresponding to T9-T11 
(epicenter, E), T6-T8 (peri-lesioned, P) and L1-L3 (distal, D) were separated by 8% or 12% SDS-PAGE, and 
electrophoretically transferred to PVDF membrane overnight. Membranes were incubated overnight at 4°C 
with the following primary antibodies anti-p75NTR (Santa Cruz Biotechnology Cat# sc-53631, 
RRID:AB_784824); anti-GAPDH (Santa Cruz Biotechnology Cat# sc-25778, RRID:AB_10167668); anti-
phospho-JNK (Cell Signaling Technology Cat# 9255, RRID:AB_2307321) and anti-JNK (Cell Signaling 
Technology Cat# 3708, RRID:AB_1904132). Horseradish peroxidase (HRP)-conjugated anti-rabbit or HRP-
conjugated anti-mouse IgG was used as secondary antibody (Cell Signaling Technology). The blots were 
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developed with the enhanced chemiluminescence (ECL) detection system (WBKLS0500, Millipore). The 
GAPDH bands were used as a control for equal protein loading.  

 

 

Supplementary Table S3: Number of mice used in the SCI model.	In brackets is reported the number of 
dead mice. The severity of spinal cord injury drastically influenced the survival of mice after surgey: mild 
and moderate (Mod) contusion did not cause death, while severe (Sev) contusion induced death within 24h in 
about 44% of mice.	

	

 

Supplementary Table S4: List of antibodies  

 ANTIBODIES 

PRIMARY SPECIES  PRODUCT MARKER 

NeuN Mouse monoclonal 1:100 Millipore Neurons 

CD11b Rat monoclonal 1:100 AbDSerotec Microglia/macrophages 

GFAP Mouse monoclonal 1:100 Sigma-Aldrich Astrocytes 

OLIG1 Mouse monoclonal 1:100 Santa Cruz Oligodendrocyte 

Caspase-3 Rabbit polyclonal 1:100 Cell signaling apoptosis  

proNGF Rabbit polyclonal 1:100 Chemicon Pro-regeneration/apoptosis 

SECONDARY SPECIES  PRODUCT FLUORESCENCE 

Alexa Fluor 488 Donkey anti- mouse 1:100 Jackson ImmunoResearch Green 

Cy2 Donkey anti-rat 1:100 Jackson ImmunoResearch Green 

Rhodamine Goat anti-rabbit 1:100 Jackson ImmunoResearch Red 

 


