1.4: Agarose gel electrophoresis of PCR amplified nitroreductase genes

-place clean glass plate in each half of the gel caster

-pour ~25ml of agarose into that side of the caster until the agarose almost spills out

-immediately insert a comb into the notches at the end

-while gel sets, transfer 8(l of each PCR rxn to separate sterile eppis

-add 2(l loading buffer to each sample

-prepare one tube with 2(l 1kb ladder and 5(l loading buffer

-after gel is set, remove comb

-remove gel and glass plate by pushing upwards through hole in bottom of caster

-rinse caster and hang to dry

-place gel in gel tank and cover with 1x TAE buffer

-load samples into wells using P20


-1st lane(E. coli PCR


-2nd lane(1 kb ladder


-3rd lane( B. sub


-other Bacillus products, alphabetically


-negative control

-lower gel lid and connect wires


-DNA travels towards anode (red)

-run gel at 80V until dark blue dye is 2-3cm from end of gel

-transfer gel to EtBr staining solution for 5-10min

-destain in distilled water for 5-10min

-take a picture of gel

-extract the PCR band generated from B. subtilis genomic DNA by Gene Clean as outlined in 1.5…

1.5: Extracting a DNA fragment from an agarose gel using Gene Clean

-slice out fragment corresponding to 0.3kb fragment generated from B. subtilus using a clean razor blade

-transfer slice to pre-weighed microfuge tube

-determine weight of agarose slice

-add 2.5-3 volumes of NaI solution (100mg of gel add 250-300(l NaI)

-vortex glass milk until resuspended

-add 5(l of glass milk to the NaI-DNA solution

-flick tube to mix

-put on ice for 5min

-spin tube 5min to pellet glass milk

-wash pellet with 400(l New Wash solution (kept in freezer) 


-resuspend


-spin 


-discard supernatant


-repeat 3x

-spin 5sec, remove supernatant

-spin additional few sec and remove all remaining liquid with P20

-add 10(l dH20 to elute DNA from glass milk

-incubate 50(C for 3-5min

-spin tube 30sex and transfer supernatant to clean microfuge tube

-label GC BS PCR

-this will be used as the probe DNA in 1.6…

1.6: Labelling the DNA probe by random hexanucleotide primer

THURSDAY

-denature gene-cleaned PCR fragment from 1.5 by incubating in boiling bath for 10 min

-spin few seconds and place tube in ice slurry to prevent reannealing

-add the following to a chilled microfuge tube:


-5(l denatured DNA


-1(l hexanucleotide primer mixture


-1(l dNTP labeling mixture


-2(l dH20


-1(l Klenow enzyme

-spin briefly and incubate at 37(C overnight

FRIDAY

-add 45(l dH20 to probe

-vortex glass milk until resuspended

-add 5(l of glass milk to the probe solution

-flick tube to mix

-put on ice for 5min

-spin tube 5min to pellet glass milk

-wash pellet with 400(l New Wash solution (kept in freezer) 


-resuspend


-spin 


-discard supernatant


-repeat 3x

-spin 5sec, remove supernatant

-spin additional few sec and remove all remaining liquid with P20

-add 25(l TE to elute DNA from glass milk

-incubate 50(C for 3-5min

-spin tube 30sex and transfer supernatant to clean microfuge tube

-label tube with PCR Probe

-prepare following dilutions and give them to demonstrator, freezing remainder:


-Tube A: 1(l of probe in 24(l of TE


-Tube B: 5(l of dilution A in 45(l TE


-Tube C: 5(l of dilution B in 45(l TE

1.7: Restriction digestion of DNA

-you should have DNA from 8 different organisms one of which should be B. subtilis and E. coli

-borrow the same strains as you did for the PCR


-Ec, Bc, BAt, BG, BN, BF, BPm


-use genomic DNA undiluted
-dilute genomic DNA to ~0.5-1(g/(l with dH20

-label one microfuge tube for each DNA sample and add the following (in order):


-3(l H20


-1(l 10x #2 buffer


-5(l DNA


-1(l HindIII restriction enzyme

-mix contents of tube by flicking the bottom with your finger

-quick spin

-incubate digests at 37(C for at least 1 hour

-label your floater with the time you started the incubation and someone will remove it for you later

-store restricted DNA at -20(C until the electrophoresis experiment (1.8)

