Lab Plans and Actions for Week 8/11/08-8/17/08
	Scientist
	Report (8/10/08)
	Plans (8/11-8/17)

	N Spencer
	· Antibody project
· Imaged cyclophilin, otoferlin.
· Ran immuno for collagen II and decorin.

· Ordered and received cochlin and myelin.

· Received external hard drive


	“
· Antibody project
--Repeat cyclophilin (5 min Triton vs 5 min triton/control vs no triton vs no triton/control).  

--Test CD9.  (Live vs. fixed, vs live control and fixed control) because the papers used the CD9 antibody against live culture tissue but maybe that’s not necessary.
--Image Cyclophilin, CD-9, Decorin, Collagen II on Thursday

	
	· 
	· 
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1) Monoclonal Anti-Otoferlin… Relevance: Predicted trans-membrane protein that likely interacts with SNARE proteins in membrane fusion (Cell 127: 277, Image below).  Mutations cause profound deafness.  Nobody has published anything on chick otoferlin.
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-(A, B).  Anti-Otoferlin, (Triton-X detergent: +) .  

-C: Anti-Otoferlin (Triton-X detergent: -), 

-D, E and F are the secondary antibody control (Anti-Otoferlin: -, Triton-X: +).  

-G, H: Otof+, Triton- 80x.  I: Otof-, triton+, 80x.  

Reasoning: Triton-X is in the standard protocol but it can interfere with some membrane antigen structures.  

-This data show a negative result using the antibody with our normal procedure that has a Triton-X 100 detergent step, and a possible positive result (*) with the triton-X 100 detergent step removed.  I believe the labeling in G and H is in the hair cell cytoplasm.  However, it is fairly dim and diffuse.  

-Next: could compare Otoferlin (- Triton X step) vs negative control (- Triton X step), to verify the potential positive result.  This should be done with NGS in the primary antibody step (which I didn’t do), and a higher concentration of primary antibody—to try and get brighter labeling and less background.  
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-Alternatively, could just try polyclonal antibody.  Polyclonal antibodies can be easier because more potential binding sites on otoferlin. 

Cyclophilin B polyclonal antibody

Relevance: More and more new information suggests that secreted Cyclophilin B interacts with cell-cell and cell-matrix molecules such as b1 integrin and various proteoglycans to regulate cell behavior…  Exp Cell Res. 2008 Feb 1;314(3):616-28, J Biol Chem. 2007 Nov 23;282(47):34148-58. 

Results: 

-(Triton-X treated, secondary only negative control): Diffuse labeling observed in the hair cell region (A) and tectorial membrane (B).  

–(Triton-X treated, with cyclophilin antibody): Very little basement membrane (C) and hair cell (D) labeling was observed.  There was some reactivity with the cells beneath the basement membrane in this condition, however.  

-(Triton-X negative, with cyclophilin antibody): intense hair cell (F), beneath basement membrane (G) and basement membrane (H) labeling was observed.  The hair cell labeling is in the cytoplasm, but I am not sure exactly where in the cytoplasm (possibly vesicles).  

Analysis: I was very surprised to see the bright labeling in the triton-X negative samples.  \However, this data is promising because the labeling in F, G, and H shows bright labeling.  It is inconclusive, as I need to validate this with the proper control, though.
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