Lab Plans and Actions for Week 9/2/08-9/8/08
	Scientist
	Report (9/1/08)
	Plans (9/2/08-9/8/08)

	N Spencer
	· Antibody project
-- Processed and imaged cyclophilin B and CD-9.  Was expecting cyclophilin B in hair cells and secreted to tectorial membrane and basement membrane.  CD-9 worked both live and fixed but w.o triton-x.  cyclophilin worked only w.o triton-x.

· Admin 
-- Put together CIMIT abstract for Doug.  Have not heard back.  Abstract deadline is Friday. 

--It does not look like we have a confocal arrangement established over here.  I’m emailing Doug today re: confocal arrangement.  

--Exchanged emails regarding animal care forms.  Gina, the new Sue Brown is on vacation but mentioned that she would review my completed form before I got the appropriate signatures on it. 
--Have used 17 of the 20 confocal hours that I last requested.  

	“I w
-Basement membrane is positive for: cochlin, collagen II, decorin, cyclophilin B, B-1 integrin (previously known), and CD-9 (kind of).  
· Antibody project
--Run alpha-tectorin and filamin B.
--Call and try to get a hold of dermatan sulfate proteoglycan.  Have not heard back via email.  
--Confirm cochlin, decorin and collagen II 

Starting next week… 

--Start analyzing the basement membrane distributions 72h post-gentamicin.  Goal: have a good idea of 72h post-gentamicin distributions by 10/1; finish with 72h post-gent and 144h post-gentamicin 
· Regen project
--Finish Imaging Myosin 7a/To-Pro controls (72h, 144h).

· Upcoming Deadline:  
--Association for Research in Otolaryngology (ARO) Midwinter Meeting abstract.  


	
	· 
	· 


CD-9 ROCA-2 monoclonal antibody

Relevance: CD-9 is a cell surface glycoprotein and has been shown to interact with B-1 integrin.  It has been implicated in cellular signaling growth and differentiation in the hematopoietic and nervous systems (J Neurosci 1997; 17(8): 2756-65).  It was found in the basement membrane compartment of our tissue, as was B-1 integrin.
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Results: 

A, B: CD-9 was localized to some of the cells inside of the basement membrane.  I do not know what type of cells these are.  

C: I believe this is blood vessel labeling.  

D: weak labeling present at the apical surfaces of hair cells. 

E: weak labeling in the tectorial membrane overlying hair cells.   

Procedures: Acetone fix (-20C, 10 minutes), No permeabilization.  Note: similar results were attained by incubating the antibody with the tissue live, then fixing the tissue.  

​

Cyclophilin B polyclonal antibody
Relevance: Suggested to be secreted and function as chaperone for secreted proteins PNAS 1994 (91): 9.  
Interaction with GAGs is req’d for cycloph. B to trigger integrin mediated adhesion of blood lymphocytes to the ecm.

Involved in calcium signaling/oxidative stress protection.
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Results: 
A: 40x Cyclophilin B found in diffuse pattern in the extracellular space, including the basement membrane (*: 40x; ** 40x3xzoom).  

B: Cyclophilin B brightly labels the intracellularly and at the cell membrane in the cells beneath the basement membrane.

C: Cyclophilin B brightly labels some hair cells as well as the tectorial membrane overlying hair cells.  

D: Weak, diffuse cyclophilin B labeling in the negative controls at the hair cells (left) and basement membrane (right).  

Procedures: 4% Paraformaldehyde fix, no triton-x
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