  
    
        
      
        
          
            
   
            
  FusionPDF

          

          

          
          
          
        

      
      
       
      
        
            
        

          Menu

          	Home
	DMCA
	Privacy Policy
	Contacto


      
 
      
         Menu

      

    

    

    
    
      
                 
          
            
              Protocols Related To The Yeast Strain Erg2 (V

			    

            

          

        

      

    

     

      
    
      
                  
          
            
         
               

         
              protocols related to the yeast strain erg2 ========================================== (v. orgogozo, 2006) yeast strain order ======

             
                Protocols related to the yeast strain erg2
   ==========================================
   (V. Orgogozo, 2006)
   Yeast strain order
   ==================
   Order the two yeast strains (WT control and erg2-delta mutant) to
   Euroscarf:
   http://web.uni-frankfurt.de/fb15/mikro/euroscarf/order.html
   http://web.uni-frankfurt.de/fb15/mikro/euroscarf/ord_form.html
   accession number gene / ORF name strain / plasmid name
   Y10000 - BY4742 wild type strain
   Y10788 erg2 BY4742; Mat a; his3D1; leu2D0; lys2D0; ura3D0;
   YMR202w::kanMX4
   The erg2 mutant strain is resistant to geneticin but not the WT
   strain.
   Yeast storage
   =============
   Yeast can be transferred to new YEPD plates using a toothpick and
   stored at 4C for about a month on a plate.
   For long term storage, scrap up yeast grown on a YEDP plate and
   suspend in a sterile 15% glycerol solution (glycerol diluted in YEPD
   or in water). Shake the vial and freeze at –70C. (Yeast tend to die
   after several years if stored at temperatures above –55C.)
   The yeasts can be revived by transferring a small portion of the
   frozen sample to a YEPD plate.
   15% glycerol solution: 1uL of 80% glycerol + 4.32uL of YEPD
   YEPD=YPD (500mL total):
   yeast extract 5g
   peptone=tryptone=bacto-peptone 10g
   dextrose=D-glucose 10g
   agar (for plates only) 7.5g
   stir well in about 400mL water, adjust volume to 500mL and autoclave
   at 121C for 15min in a bottle that is at least twice bigger than the
   volume of YEPD solution.
   If necessary, add antibiotic such as geneticin=G418 when cooled down
   (1/1000 dilution of a 200mg/mL geneticin stock solution – 1.5g diluted
   in 7.5mL water, filter sterilized (0.22um filter)).
   For plates: let it cool down for about 15min and pour on 100cmx15cm
   Petri dishes. About 10 plates can be made from 500mL. Dry at RT for 2
   days before use. Then store at RT in a sealed plastic for about 4
   months.
   Isolation of single yeast colonies
   ==================================
     1. 
       Prepare culture tubes with 2.5mL YEPD medium (with/without
       geneticin).
     2. 
       Touch the liquid with a toothpick that has previously touched
       yeasts and culture at 30C for 6 hours.
     3. 
       Plate 100uL water +10uL of the culture on a YEPD plate.
     4. 
       Incubate at 30C for 2 days.
   Yeast genomic DNA prep
   ======================
   (from Harju et al., 2004)
     1. 
       scrap up yeast grown on a YEDP plate for 2 days with a P1000 tip
       and suspend in 200ul of lysis buffer (2% Triton X-100, 1% SDS, 100
       mM NaCl, 10 mM Tris-HCl, pH 8.0, 1 mM EDTA, pH 8.0).
     2. 
       Immerse tubes in a dry ice-ethanol bath for 2 minutes, transfer to
       in a 95°C water bath for 1 minute. Repeat, vortex 30 seconds.
     3. 
       Add 200ul of chloroform, vortex 2 minutes.
     4. 
       Centrifuge 3 minutes, room temperature, 20,000 g.
     5. 
       Transfer the upper aqueous phase to a microcentrifuge tube
       containing 400ul ice-cold 100% ethanol. Mix by inversion or gentle
       vortexing.
     6. 
       Precipitate at -20°C for 20min.
     7. 
       Centrifuge 5 minutes, 4C, 20,000 g. Remove supernatant with a
       pulled Pasteur pipette by vacuum aspiration.
     8. 
       Wash the pellet with 0.5 ml 70% ethanol, then centrifuge 5
       minutes, 4C, 20,000 g.
     9. 
       Remove supernatant. Air-dry the pellets at room temperature.
     10. 
       Resuspend in 10uL of water.
     11. 
       add 0.5uL of RNAse (10mg/mL solution) and incubate for 30min at
       37C.
   Use 0.5uL for a 12.5uL-PCR reaction.
   PCR to make sure that the mutant strain is erg2 and that the other
   strain is WT:
   ==================================================================
   (The erg2 gene is disrupted by the kanr gene, which provides
   resistance to the drug G418/geneticin. A deletion module was created
   by a 2-step PCR process resulting in the kanr gene being flanked by
   DNA homologous to the 5' and 3' regions outside of the erg2 gene to be
   deleted. This PCR product was integrated by homologous recombination
   replacing the wild-type gene with the kanr marker.
   For further details click on the following link.
   http://sequence-www.stanford.edu/group/yeast_deletion_project/new_deletion_strategy.html.)
   Primer name
   Annealing temperature for 2mM MgCl2 concentration
   yeastA
   TATGGAAGAATTTGGATAGATCTGC
   53C
   yeastB
   TGTTTGCTAATCACCGAGTTACATA
   53C
   yeastC
   CGAAGTTTACACTCCTGGTATGACT
   56 (I use 53C)
   yeastD
   ATATATCCGTCGTCGTAGGTGATAA
   56C (I use 53C)
   kanB
   CTGCAGCGAGGAGCCGTAAT
   kanC
   TGATTTTGATGACGAGCGTAAT
   49C
   expected PCR fragment size:
   WT
   erg2
   A+B
   267bp
   no fragment
   A+kanB
   no fragment
   428bp
   C+D
   381bp
   no fragment
   kanC+D
   no fragment
   774bp
   Preparation of apple plates with yeast for Drosophila
   =====================================================
     1. 
       Culture 250mL of YEPD+geneticin+erg2 yeast and 25mL of YEPD+WT
       yeast at 30C for 24h (in a - at least - 500mL vial).
     2. 
       Centrifuge at 2000g for 15min.
     3. 
       Remove supernatant.
     4. 
       Using a tip whose extremity has been cut, pipet the yeast paste
       and put it on the apple plate.
     5. 
       Leave 10min at RT until it dries.
     6. 
       Let about 20 pairs of flies lay eggs on the plate for about 2-4
       hours.
   3
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