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              Victor Lin
1. Inoculate 4x7 ml TB with bacteria containing the BAC. Incubate in a rollerdrum at 32C  overnight.

2. Make 16 minipreps next morning (BACPAC miniprep protocol) and dissolve each miniprep in 20ul TE buffer.  Incubate at RT for 30 minutes for the BAC to dissolve. Combine all 16 minipreps.

3. spin through Amicon Ultracel-100K filter (cat# UFC510024) at 5,000 rcf for 5 minutes to remove small RNA. Add 400ul TE  and repeat the spin for 5 minutes. Retrieve the retained BAC (about 40-60ul).

4. Digest BAC in 400ul final volume with PI-SceI or other enzyme for two hours or overnight. Mix well before placing into the water bath!!
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5. extract with 150ul Phenol/Chloroform (Sigma)  by mixing with hands (don’t vertex!!). 

6. extract with 150ul chloroform by handing mixing (Don’t vertex!!).  Use blue pipet tips to recover BAC.  BAC will co-precipitate with protein if protein is not removed by phenol/chloroform extraction prior to ethanol precipitation.   BAC will become insoluble when co-precipitated with RNA or protein.

7. precipitate with 40ul 5M NaCl and 1000ul 100% ethanol. Incubate at RT for 10 minutes or at 4C overnight. 

8. Spin at full speed for 10 minutes.

9. three washes with 75% ethanol. BAC can be stored in 70% ethanol at 4C for long-term storage.
10. Air-dry and dissolve BAC pellet in 30ul TE at 50C for 30 minutes. Run this 30ul BAC digest in a 1% Low Melt Agarose gel (SeaPlaque, Cambrex cat # 50101, 50ml TAE buffer + 0.5g LMA, add 2.5ul EtBr after the LMA dissolved by microwaving) cast on VWR mini-gel tray with 1cm wide comb). Gel needs to be completely solidified before removing the comb.  I run the LMA gel in 1xTAE buffer at 50V for 30 minutes or 100V 20 minutes.. 

11. Cut out largest band which runs into the gel (not  the one stuck in the well).
12. Melt the gel at 70(C for 15 min.  Transfer 180ul melted LMA to a new tube.

13. Add 20ul 10X b-Agarase Buffer to a 1X final conc.

14. Cool to 42(C in water bath (this will take about 10 minutes for the temperature to go down to 42oC in a PP tube).

15. Add 4ul (4 units) (-AgaraseI (NEB #M0392S, 2005 enzyme still works in 2008!!)) for every 100 mg of gel (~ 100(l of molten gel). Tap the tube quickly to mix and return to 42C water bath immediately.

16. Digest agarose for 2 hr or overnight.

17. Pipet 50ul onto dialysis discs floating “shiny” side up in regular Injection Buffer.

· Usually no  more than 80-100 (l fits on one disc safely

· Can be done in a Petri dish

18. Dialyze on disc for > 1 hr with 50 ml Injection Buffer (without NaCl) in a bacterial dish.

19. Or, mix this 100ul LMA digest with 300ul injection buffer and spin it through Amicon column for 5 minutes at 5,000rcf.  Repeat the spin two-three more times with 400ul injection buffer each. Recover the concentrated BAC. Check the OD260/280 and 260/230  ratio and make sure both values are greater than 1.8.   Dilute to 1ng/ul in BAC injection buffer for injection.  
20. Quantify the dialyzed DNA on a gel with High Mass Ladder (Invitrogen)

21. Dilute DNA in BAC Injection Buffer to 1 ng/(l for injection.

BAC Injection Buffer 
5 mM Tris pH 7.5

0.2 mM EDTA

100 mM NaCl

Dialysis discs: Millipore Cat# VSWP02500.

NEB (-Agarase (cat# M0392S).

Low Melt Agarose gel : SeaPlaque, Lonza cat # 50101 or 50100.
