


SOUTHERN PROTOCOL(1-06)
1. RUN THE GEL

2. DENATURE DNA WITH 1.5M NaCl, 0.5M NaOH for 45 min at RT


3. NEUTRALIZE WITH 1M Tris  pH 7.4, 1.5M NaCl for 2x at RT for 15 min each

4. TRANSFER WITH 20X SSC pH 7.0 OVERNIGHT

5. NEXT MORNING, WASH MEMBRANE WITH 2X SSC AND CROSSLINK

6. USE QUICKHYB (BOTTOM SHELF OF COLD BOX) FOR PREHYBE AND HYBE

A. PREHYBE:  MIX SOLUTION, ADD 2ml for 50 ml conical tubes or 10 ml for roller bottles, prehybe @68’C FOR 20 MINUTES

B. HYBE:  PREPARE PROBE USING dCTP and PRIME IT II RANDOM PRIMING KIT, USE COLUMNS TO PURIFY PROBE(INSTRUCTIONS ON WALL IN HOT LAB)

C. ADD THE PROBE TO 100ul of SALMON SPERM DNA(10mg/ml), BOIL FOR 2 MIN 

D. ADD THE PROBE TO 1 ml OF QUIKHYB, ADD THIS TO THE PREHYB IN THE BOTTLE

E. HYBE @68’C FOR 1 HOUR.

7. WASHING THE MEMBRANE 

         A.  WASH TWICE FOR 15 MIN. AT RT WITH A 2XSSC, 0.1%SDS WASH BUFFER

B.  WASH ONCE FOR 30 MIN @60’C WITH 0.1XSSC, 0.1%SDS WASH BUFFER

8.
WRAP THE MEMBRANE IN PLASTIC AND EXPOSE ON PHOSPHOIMAGER SCREEN

