








Supplemental figure 3: Quantitative assessment of histopathological

features.

Quantitative analysis of affected area from synovial inflammation, pannus

formation, bone erosion and cartilage destruction is performed by manual

contouring of the regions of interest using an appropriate software system

linked to the digital camera system and the microscope. Drawings are

generally recommended to be performed in 100 x or 200 x magnification.

The total region of interest should cover either the whole tarsal area ranging

from the metatarsal-tarsal joints to the tarsal-calcaneal joint in the transverse

sections or the ankle/tarsal area ranging from the talocrural to the

tarsometatarsal joints in the sagittal sections. The investigator screens the

region of interest row by row (A) and manually draws a line around the area

of interest or marks individual cells (B). Quantitative data from all fields of

interest are automatically added and calculated by the software. Results are

given as area (in mm2) in case of for example synovial inflammation, bone

erosion, total cartilage and de-stained cartilage (in mm2) or as number of

positive cells, like TRAP+ multinucleated synovial osteoclasts (in numbers).

If the total regions areas are not consistent between the different specimens,

the results should be corrected for the investigated total tissue area (in mm2).

Original magnification is 25 x (A) and 200 x (B), here represented by hind

paw sections from 10 weeks old Tg197 mice. B = bone, C = cartilage
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Supplemental figure 4: Histopathological features of Pristane-induced

arthritis in rats. Representative images from the different severity grades of

joint inflammation (A, yellow labeling), bone erosion (B, blue labeling) and

cartilage damage (proteoglycan loss, green labeling; loss of total cartilage (purple

labeling) indicates cartilage erosion) in HE, TRAP and TB-stained sections from

hind paws of PIA in Dark Agouti (DA) rats (day 25 after pristane injection).

Original magnification is 25 x (multiple fused images, A) and 100 x (B, C).
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Supplemental table 1. Points to consider for data analysis and representation  

    

O Perform semi-quantitative or quantitative analysis of the distinct 

histopathological features 

O Average data from multiple sections per animal 

O Represent results in graphs (mean ± SEM or SD) or scatter plot of individual data 

points  

O Use appropiate statistical test to compare differences of histopathological 

features between groups, P values less than 0.05 are considered as significant 

  To compare two groups To compare three or more 

groups  

 For parametric data Student’s t-test  One-way ANOVA (Tukey, 

Bonferroni, or Dunett post hoc 

test) 

 For non-parametric data Mann Whitney test Kruskal-Wallis test (Dunns post 

hoc test) 

    

O Show representative images of histological features (choose appropiate 

magnification, show comparable regions of interest, use labels (asteriks, arrows) 

for precise indication of features of interest) 

O Report in figure legend on staining and magnification 
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Supplemental table 2: Points to consider when reporting on 

histological procedures and scoring system 

 

 

 

 

 

 

  REPORTING OF METHODS IN PUBLICATION EITHER IN THE 

MAIN MANUSCRIPT OR AS ONLINE SUPPLEMENTARY 

MATERIAL 
O Fixation (buffer, duration, temperature) 

O Decalcification (buffer, duration, temperature) 

O Orientation and thickness of sections 

O Staining procedures (description and/or reference) 

O Semi-quantitative or quantitative scoring of histopathological features 

(brief description and reference) 
O Assessment procedure (number of sections scored, distance between 

sections within specimen, calculation of final score per animal, 

blinding, number of observers) 
O Statistical analysis of data 
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Supplemental figure 5: Osteophyte formation. Representative

images from osteophyte formations (dotted lines areas) exemplified at

the calcaneal (A, B) and tibial bone (C, D) in H&E (A, C, D) or SafO

(B) stained tissue sections. Osteophyte formations can be detected in

CAIA (A, B, day 12 after induction), CIA (C, D; day 42 after

immunization), and PIA (not shown) but not in the Tg197 model.

Original magnification is 25x (C), 50x (A, B) and 100x (D).
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