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UC Davis, Agronomy and Range Science

Prof. Jorge Dubcovsky lab

Library is from vegetative shoot apexes from T. monococcum DV92 four to five weeks old Zap-Express. Cell XLOLR, These cells grow in LB with tetracyclin and the mass excision with kanamycin. Phagemid pBK-CMV (4518 bp) Primers t3, bk reverse or t7. NO M13!

We are sending 250μl mass excision (excised phagemids) with a titer of 20 phagemids/ μl of mass excision. Therefore there are about 5,000 clones. The mass excision is either in 10mM MgSO4 or in NZY broth.

I used this mass excision without any problem to transfect XLOLR cells. This is what we did: 

1 ) Mix 10ml XLOLR cells (at OD = 1.0, re-suspended in 10 mM MgSO4) with 2.5ml of the mass excision (50,000 phagemids) in a sterile 50 ml Falcon tube. 

2) Let them 15 min at 37°C incubator without agitation. 

3) Add 47.5 ml LB media (pH 7.0) in a 200ml sterile flask. Add in it the 12.5ml mix from the Falcon tube (from step 1). 

4) Shake for half an hour at 37°C. 

5) (Control step) Plate 20 μl on LB agar; plate 20ul on LB + Kanamycin (50 μg/ μl). 

6) Add Kanamycin (50 μg/ml) to the flask.

We continued the process to obtain plasmid to transform DH10B cells. The objective was to get a better cell strain that grow better than XLOLR. However, those are the plates we sent you and you indicated the persistence of the growing problems. To do the transformation we did the following additional steps:

7) Incubate for 5.5 hours with shaking. 

8) (Control step) Plate 20μl on LB + agar; plate 20μl on LB + agar +Kanamycin. 

9) Transfer from the flask to 2 sterile Oakridge tubes (30 ml /tube). 

10) Pellet the cells for 1-2 min at 10,000g

11 ) Proceed with Qiagen miniprep. Re-suspend DNA in 50μl TE (10:1, pH 7.5, pre-warmed at 67°C). 

12) Store at -20°C. 

13) Done transformation on DH10B cells.

If you need we have some plasmid DNA that was not used in the transformation

Please keep the mass excision at 4°C.

Please contact Boryana Stamova (bsstamova@ucdavis.edu) with cc to me (jdubcovsky@ucdavis.edu) if you have any questions.

