
 

 

Supplemeental Fig.2 IHC evaluuation of anddrogen respponsiveness of TRIM599 in 

the LNCaP xxenograft TTMA.  

The LNCaP xxenograft TMMA (tissue mmicroarray) wwere prepareed from xenoografts 

generatedd by an androgen-dependdent human prostate canncer cell line LNCaP in nnude SCID 

(Severe CCombined Immmuno Deficiency) micee. The TMAA is a tumor sample arrayy 

comprisingg samples oof time pointts (from dayy 1 to day35)) of the xenoografts takenn before 

and after castrationn (CX) of thhe implantedd LNCaP tummors in nudee (SCID) micce.  

Summarry of results: In the nudde mice impllanted with xxenograft  innduced by 

anndrogendependennt human proostate cancerr cell line LNNCaP , TRIMM59 is significantly 

up-rregulated after 10 ddays castratioon. After 35 days after tthe castration resistance stage, 

TRIMM59 expressioon does up-reegulated butt not significcantly (shownn in graph 1, Fig. A). 

Simmilarly, in the SCIDD mice TRIMM59 shows sttrong immunnoreactivity but does nott 

change in tthe all time points of castration (sshown in graaph 1, Fig. BB).  

Conclusiion: TRIM59 is not andrrogen –respoonsive in casstration test iin TMA of 

hhuman  prostate ccancer  xenoograft in nude and SCID mice test.   

 



 
Supplemental Fig. 3   Test of the diluted TRIM59 antibody for moderate IHC staining  



Results: The following IHC staining showed results of the moderated TRIM59 IHC signals, when 

the first antibody TRIM59 diluted to 1:300, 1:600 and 1:1200.  We assessed these IHC results with 

the negative control (without TRIM59 antibodies added) in  five different tissues: ovary clear cell 

carcinoma, endometroid  adenocarcinoma, lung squamous cell carcinoma, hepatocellular carcinoma and 

follicular lymphoma.  

When comparing the first three columns with the negative control in Fig. s-3. 1:1200 

produced less background than concentrated TRIM59 antibodies.  However, the TRIM59 IHC 

staining still remain stronger than the normal non-tumor areas even at 1:300. In order to d detect 

weak TRIM59-IHC staining signals, we also tried 1:300 dilution and compared with negative 

controls (no antibody added).  

We also tested additional avidin/biotin blocking agent  (from Vector Lab) to decrease the 

background staining, and similar results were obtained.   

Legend of Figures:  

(A).Ovary, clear cell carcinoma, (20X), positive, moderate to strong cytoplasmic staining in 1:300 

dilution, weak to moderate cytoplasmic staining in 1:600 and 1:1200 dilution of first antibody, negative 

control, no staining. (B). Endometroid  adenocarcinoma, (20X), positive, moderate to strong cytoplasmic 

staining in 1/300 dilution, weak to moderate cytoplasmic staining in 1:600 and 1:1200 dilution of first 

antibody, negative control, no staining (C). Lung squamous cell carcinoma (20X), positive, strong 

cytoplasmic staining in 1/300  and 1:600 dilution, moderate to strong cytoplasmic staining in 1:1200 

dilution of first antibody, negative control, no staining. (D). Hepatocellular carcinoma, (40X), positive, 

strong cytoplasmic staining in 1/300  and 1:600 dilution,  moderate to strong cytoplasmic staining in 

1:1200 dilution of first antibody, negative control, no staining. (E).Follicular lymphoma, (20X),positive, 

weak cytoplasmic staining in 1:300, very weak cytoplasmic staining in 1:600 dilution , no staining with 

1:1200 dilution, negative control, no staining 

 

 

Supplemental Fig. 3 Titration of the diluted TRIM59 antibody in TMA (5 

tumors) for moderate IHC staining  

Dilutions of TRIM59 first antibody  

1/600 1/1200 
Negative control  

1/300  

A. Ovary, clear cell carcinoma  



 
B. Endomertroid adenocarcinoma  

 
C. Lung SCC  

 
D. Hepatocellular carcinoma  

 

E. Follicular lymphoma  

 

Supplemental Fig. 4  Comparison of TRIM59 protein levels in immunohistochemistry   



(IHC) staining in human  multiple tumor TMA  (tissue microarray) with negative controls  

Summary of results:  

 We performed IHC staining of 35 tumors TMA with both TRIM59 antibody   

(positive) and without any antibody  (negative) in serial consecutive  slides for each tissue and 

in all three cores for each patient.  The comparison was performed histologically by cell and 

tissue type, since there were some differences  even in serial slides in some area of TMA,  

tissues in each core, which  were not identical, and in some cores tissues were missing during 

IHC process.   

The following results in most  (25 panels marked as #) of 35 tumor TMA confirmed 

results of Table 2 of the text on TRIM59-TMA.     Strong cytoplasmic /nuclear staining by 

TRIM59 antibody in tumor area:  

#3 Skin (squamous cell carcinoma), #4 Skin  (basal cell carcinoma), #10 Breast ductal 

adenocarcinoma; #12 Thyroid medullary carcinoma;#13 Lung squamous cell carcinoma; #14. 

Lung bronchoalveolar carcinoma; #15 Lymph node with metastatic carcinoid; #16 Lung 

mesothelioma; #17 Hepatocellular carcinoma, #18 Metastatic carcinoid liver; #19 Endometrial 

carcinoma.  Moderate cytoplasmic /nuclear staining by TRIM59 antibody in tumor area:  

#1 Kidney (Clear cell carcinoma), #2  Adrenal gland  (cortical carcinoma), #7 

Omentum  (serous adenocarcinoma), #9 Cervix adenocarcinoma; Weak cytoplasmic /nuclear 

staining by TRIM59 antibody in tumor area  featured less different with controls:  

#5 Skin (melanoma), #6  Uterus (leiomyosarcoma), #8 Ovary, serous adenocarcinoma, 

#11 Bladder  (urothelial carcinoma);  #20 Small bowel, marginal zone lymphoma; #21 Spleen, 

Hodgkin’s lymphoma; #22  Stomach, malt cell lymphoma; #23 Thymoma;, and # 25. Lymph 

node follicular lymphoma. Negative cytoplasmic /nuclear staining by TRIM59 antibody in 

tumor area: #24 Appendix (goblet cell carcinoid) 

 

Legend of panels:  
1. 1. Kidney (Clear cell carcinoma), positive IHC for TRIM59 expression  moderate 

cytoplasmic staining and no nuclear staining;  negative control  no staining (20X, 40X).  

2. 2. Adrenal gland (cortical carcinoma), positive IHC for TRIM59 expression  moderate 

cytoplasmic staining with no nuclear staining; negative control  in negative control, weak 

background staining in cytoplasmic of few cells  (20X, 40X).  

3. 3. Skin (squamous cell carcinoma), positive IHC for TRIM59 expression strong 

cytoplasmic staining and no nuclear staining;  negative control no staining (20X, 40X).  

4. 4. Skin (basal cell carcinoma), positive IHC for TRIM59 expression  strong cytoplasmic 



staining with no nuclear staining;  negative control no staining (20X, 40X).  

5. 5. Skin (melanoma), positive IHC for TRIM59 expression  very weak cytoplasmic 

staining and nuclear staining; negative control no staining  (20X, 40X).  

6. 6. Uterus (leiomyosarcoma), positive IHC for TRIM59 expression  weak cytoplasmic 

staining and no nuclear staining; negative control  no staining (20X, 40X).  

7. 7. Omentum  (serous adenocarcinoma), positive IHC for TRIM59 expression  moderate 

cytoplasmic staining and no nuclear staining;  negative control no staining  (20X, 40X).  

8. 8. Ovary (serous adenocarcinoma), positive IHC for TRIM59 expression weak to 

moderate cytoplasmic staining and no nuclear staining, negative control  no staining (20X, 

40X).  

9. 9. Cervix adenocarcinoma, positive IHC for TRIM59 expression  moderate to strong 

cytoplasmic staining; negative control  no staining (20X, 40X).  

10. 10. Breast ductal adenocarcinoma, positive IHC for TRIM59 expression  strong 

cytoplasmic staining and no nuclear staining; negative control no staining (20X, 40X).  

11. 11. Bladder (Urothelial carcinoma),  positive IHC for TRIM59 expression weak 

cytoplasmic staining and no nuclear staining; negative control no staining (20X, 40X).  

12. 12. Thyroid medullary carcinoma, positive IHC for TRIM59 expression strong 

cytoplasmic staining and no nuclear staining;  negative control no staining (20X, 40X).  

13. 13. Lung squamous cell carcinoma, positive IHC for TRIM59 expression strong 

cytoplasmic staining and no nuclear staining;  negative control no staining (20X, 40X).  

14. 14. Lung bronchoalveolar carcinoma, positive IHC for TRIM59 expression  strong 

cytoplasmic and nuclear staining;  negative control no staining (20X, 40X).  

15. 15. Lymph node metastatic carcinoid, positive IHC for TRIM59 expression strong 

cytoplasmic staining and no nuclear staining;  negative control  no staining (20X, 40X).  

16. 16. Lung mesothelioma, positive IHC for TRIM59 expression   strong cytoplasmic and 

nuclear staining; negative control  no staining (20X, 40X).  

17. 17. Hepatocellular carcinoma, positive IHC for TRIM59 expression  strong cytoplasmic 

staining and no nuclear staining; negative control  no staining (20X, 40X).  

18. 18. Liver metastatic carcinoid, positive IHC for TRIM59 expression  strong cytoplasmic 

staining and no nuclear staining; negative control  no staining (20X, 40X).  

19. 19. Endometrial carcinoma, positive IHC for TRIM59 expression  strong cytoplasmic 

staining and no nuclear staining; negative control  no staining (20X, 40X).  

20. 20. Small bowel, marginal zone lymphoma, positive IHC for TRIM59 expression  weak 

cytoplasmic staining and no nuclear staining;  negative control  no staining (20X, 40X).  

21. 21. Spleen, Hodgkin lymphoma, positive IHC for TRIM59 expression  weak 

cytoplasmic staining and no nuclear staining;  negative control  no staining (20X, 40X).  

22. 22. Stomach, malt lymphoma, positive IHC for TRIM59 expression  weak cytoplasmic 

staining and no nuclear staining; negative control no staining.  

 

23.Thymoma, positive IHC for TRIM59 expression  weak cytoplasmic staining and no nuclear 

staining; negative control no staining (20X, 40X).  

1. 24. Appendix (Goblet cell carcinoid), IHC for TRIM59 expression no staining, negative 

control no staining (20X, 40X).  

2. 25. Follicular lymphoma, positive IHC for TRIM59 expression   weak cytoplasmic 

staining, negative control no staining (20X, 40X).  



 

 

Suppl.Fig. 4 Positive and negative controls of immunohistochemistry 

(IHC) staining by TRIM59 antibody in 25 tumors listed from 

multiple-cancers TMA  

1-Kidney, clear cell carcinoma, positive (moderate) Negative  

 

,2-Adrenal gland, cortical carcinoma, positive (moderate) 
Negative 

 

 

3-
Skin, SCC, positive (strong) Negative  

 
4-Skin, BCC, positive(strong) Negative  



 

5-Skin, melanoma, positive (weak) Negative  

 

x20 x40 x20 x40  



 



 



 



 



 

Confocal microscope imaging of 

immunohistochemistry 
Supplemental 

of TRIM59 protein in 

mouse embryo (14.5d.p.c) 

Fig. 5  

 



 

Supplemental Table 1  Correlation of TRIM59 up-regulation with B-Raf 

hyper-phosphorylation  



Antibody used  RCC types  Patient 

number  

Intensity score  Nuclear 

staining  

B-Raf (total B-raf)  Clear cell Carcinoma  6  0-1  No  

 Chromophobe  3  2-3  No  

 papillary  3  2-3  No  

Raf-1 (total B-raf)  Clear cell Carcinoma  3  0  No  

 Chromophobe  2  2-3  No  

 papillary  1   No  

B-Raf p-Ser 259  Clear cell Carcinoma  3  0-1  No  

(phosphorylated 

B-Raf)  

Chromophobe  1  2-3  20%  

papillary  2  2-3  50%  

 

Since BRAF is the most important early effector in the Ras signal pathway, and Raf 

mediate phosphorylation is the main effector recruited by GTP-bound Ras to activate the 

MEKMAP kinase pathway, we performed IHC studies in these RCC sections by probing Raf 

activation /up-regulation and hyper-phosphorylation. Three antibodies were used: B-Raf 

Antibody (mAb) and Raf-l Antibody (Ab-259) testing for total Raf protein and Raf-l Antibody 

(Phospho-Ser
259

 pAb) testing activated phosphorylated B-Raf.  Some of serial slides were stained 

parallelly on each patient by different antibodies. 

 

 


