27 May 2008

hmgR mutant : unmarked deletion

new

2723 GCCAAGcttAGGAACAGCATGA HindIII
2724 CTGGTCGTTGTCGTCGTAGA
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(2196481 to 2200770 bps)
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...fahA hmgA hmgR/probablehydroxymethylglutaryl probable...
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pUC18
1. PCR :  2696-2695 expected size=1923bp(digest with PstI, expected size=1565bp(clone into pUC18 at PstI(select for correct direction

2. PCR : 2694-2723 expected size=1589bp(digest with SphI-HindIII, expected size~1190bp(clone into pUC18 with the up fragment at SphI-HindIII

3. Cut open at SphI or SacII site (gapfill for cassette insertion

Gmr cassette(from pCM351, digest pCM351 with EcoICRI and EcoRI(gapfill

hmgA mutant
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(2196481 to 2200770 bps)
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...fahA hmgA hmgR/probablehydroxymethylglutaryl probable...


pUC18

1. PCR :  2724-1033 expected size=1504bp(digest with NcoI, expected size=1021(+186+296bp(gapfill(clone into pUC18 at SmaI(select for correct direction

2. PCR : 1188-2697 expected size=1085bp(clone into pUC18 with the up fragment at HincII

3. Cut open at BamHI or XbaI site (gapfill for cassette insertion

Gmr cassette(from pCM351, digest pCM351 with EcoICRI and EcoRI(gapfill

2694      1589bp            2723/HindIII





2696      1923bp            2695





1188   1085bp   2697





2724                  1504bp   1033








