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                        Manufacturer                    	
                                                Cytoskeleton
                    
	
                            Category                        	

                            	Metabolism
	Diabetes
	Cholesterol & Lipid Metabolism
	Regulation of Appetite
	Cell Biology
	Cytoskeleton
	Other Assays & Kits
	Other Kits
	Mikrotubules


                        
	
                            Type                        	
                            Assay                        
	
                            Specific against                        	
                            other                        
	
                            Amount                        	
                            KIT 30-100 assays                        
	
                        Item no.                    	
                        BK038                    
	
                            eClass 6.1                        	
                            32161000                        
	
                            eClass 9.0                        	
                            32161000                        
	
                        Available                    	
                                            
	Additional info	
                                    Product Uses Include
 	To study the effects of pharmaceutical compounds on the ratio of Tubulin to Microtubules in cells.
	To study the effects of mutated cell lines versus their parent cell line for the change in ratio of Tubulin to Microtubules.
	To study the effects of physical alterations of environment on the ratio of Tubulin to Microtubules in cells.



 Introduction
The most reproducible and accurate method of determining the amount of microtubule content versus free-tubulin content in a cell population is to use western blot quantitation of microtubule and free-tubulin cellular fractions.  The general approach is to homogenize cells in microtubule stabilization buffer,  followed by centrifugation to separate the microtubules from free-tubulin pool. Then the fractions are separated by PAGE and tubulin is quantitated by western blot. The final result gives the most accurate method of determining the ratio of tubulin incorporated into the cytoskeleton versus the free-tubulin found in the cytosol. This kit contains all the reagents to perform this assay.


 Kit contents
The kit contains sufficient materials for 30-100 assays depending assay setup and includes reagents for positive and negative controls. The following components are included:
 	Lysis and Microtubule stabilization buffer
	GTP (Cat. # BST06)
	ATP (Cat. # BSA04)
	Protease inhibitor cocktail (Cat. # PIC02)
	Microtubule enhancing control solution
	Microtubule depolymerization control solution
	Control Tubulin Standard (Cat. # TL238)
	Tubulin monoclonal antibody
	SDS sample buffer (5 x)
	DMSO
	Manual with detailed protocols and extensive troubleshooting guide



 Equipment needed
 	Centrifuge capable of temperature controlled operation at 100, 000 x g with volumes of 100 ul to 2 ml depending on the cell lysis volume
	SDS-PAGE minigel system and western blotting transfer apparatus

                                

	Delivery Time	
                                    1-2 Weeks                                

	Shipping Temp.	
                                    AT                                

	Storage on Arrival	
                                    4C                                

	faqs	
                                      

 Question 1:   When lysing the cells,  how do I prevent existing tubulin monomers from polymerizing onto existing microtubules?

 Answer 1:   The microtubules/tubulin in vivo assay requires a constant cells-to-buffer volume ratio.   Essentially the lysis step has to dilute the cellular extract so that the free tubulin does not  polymerize onto existing microtubules (MTs). This ratio is roµ, ghly 10 volumes of buffer  to 1 volume of cell pellet.   Larger volumes of buffer are fine and in this kit the ratio is  targeted at 50 volumes of buffer per volume of cells.   Additionally,  the average cell size is important in designing the experiment,  so be sure to estimate the average cell size of your culture so that you can use it to calculate a good estimate for the volume of lysis buffer required.

   

 Question 2:   Is it possible to quantify the absolute amount of total tubulin in each of the experimental samples?

 Answer 2:   Absolute quantitation of cellular tubulin can be performed using the tubulin standard as a positive control at 50,  20,  10,  5 and 2 ng per lane.

   

   

 If you have any questions concerning this product,  please contact our Technical Service department at infohoelzel.de
                                




            
                                                

                                                                        


Note: The presented information and documents (Manual, Product Datasheet, Safety Datasheet and Certificate of Analysis)  correspond to our latest update and should serve for orientational purpose only. We do not guarantee the topicality. We would kindly ask you to make a request for specific requirements, if necessary.

All products are intended for research use only (RUO). Not for human, veterinary or therapeutic use.
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			Hölzel Diagnostika Handels GmbH
Weinsbergstr 118a
50823 Cologne
Germany

			T +49 221 126 02 66
F +49 221 126 02 67
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