
Supplementary Figure Legends 

Supplementary Figure 1: The 468642 antibody recognizes endogenous collagen XXIII, but 

not collagen XXV via Western blot.  

A)  Whole-cell lysate from atcc H460 parental (par), control (pRS), or collagen XXIII knockdown 

(shc23) cells was resolved on a 7.5% Tris gel.  Collagen XXIII, XXV, and actin were visualized 

by immunoblotting with the 468642 antibody, the R&D collagen XXV antibody and actin 

antibody, respectively.  Cell associated collagen XXIII is 75 kilodaltons (kDa) as observed by 

Western blotting under reducing conditions, while the cleaved form is 60 kDa.  Either form of 

collagen XXIII is only expressed in cells lacking shRNA against collagen XXIII.  Collagen XXV 

runs above 80kDa and is not detected using the 468642 antibody.  B) Western blot showing the 

range of reactivity for the 468642 antibody.   

Supplementary Figure 2: Specificity of the Collagen 23 6.1B Antibody.   

GST-fused collagen XXIII recombinant protein successfully competed out 6.1B antibody binding 

to collagen XXIII in A) cell lysate and in B) human lung cancer tissue. C) Subsequent analysis of 

antibody specificity revealed slight cross-reactivity when collagen XXV is over-expressed in cell 

lysates.  Arrow indicates over-expressed collagen XXV. 

Supplementary Figure 3: Scoring collagen XXIII staining intensity.   

Representative examples of collagen XXIII immunohistochemical staining of normal lung with A) 

absent 0 or B) mild 1+ staining, and NSCLC tissues with C) absent 0, D) mild 1+, E) moderate 

2+, F) or intense 3+ staining.  Representative tissues pictured here were stained with the 

468642 antibody.  Images were acquired using a 20X objective lens. 

 

 

 

 

 



Supplementary Figure 4: Analysis of collagen XXIII protein expression using a 

multicancer TMA. 

Immunohistochemical analysis of collagen XXIII protein expression in multiple cancer tissues 

using the 468642 antibody.  Micrograph of collagen XXIII staining in multiple cancer tissue cores 

included in a multi-cancer TMA.  Average collagen XXIII intensity values less than 0.5 (–) or 

greater than 0.5 (+) on a 0 to 3 point staining intensity scoring scale are reported for each 

cancer type in Table 1.    

Supplementary Figure 5: Collagen XXIII protein expression in multiple cancer tissues. 

Representative images of collagen XXIII protein expression in A) Transitional cell carcinoma 

(Bladder), B) Nonspecific Infiltrating Ductal Carincoma (Breast), C) Fibrosarcoma (Fibrous 

Tissue), D) Granular cell carcinoma (Kidney), E) Hepatocellular cancer (Liver), F) Hodgkin’s 

disease (Lymph node), G) Adenocarcinoma (Prostate), H) Malignant melanoma (Skin), I) 

Adenocarcinoma (Stomach), J) Seminoma (Testis), K) Follicular Carcinoma (Thyroid) and L) 

Adenocarcinoma (Uterus) tissues included in the multicancer TMA.  Representative tissues 

pictured here were stained with the 468642 antibody.  Images were acquired using a 20X 

objective lens. 

Supplementary Figure 6: Detection of urinary collagen XXIII in human urine samples.  

Uncropped image of the representative Western blot in Figure 3 after audoradiography film was 

exposed to the ECL-treated blot for A) 2 minutes or B) 15 seconds.  A 15 second exposure was 

necessary to visualize recombinant collagen XXIII protein present in lanes 1 and 2 of the gel, 

and to eliminate background signal derived from the molecular weight ladder present in these 

lanes. 


