











REPORT TO SCHOOL OF CRYSTALLOGRAPHY, BIRKBECK COLLEGE


Wuchao Yuan


January 3, 2003


=======================================


Nov 7, 2002


Arrived London, and came the lab straightly.





Nov 10, 2002


Made LB-agar plates, either with ampicillin or with other antibiotics or without antibiotics.





Nov 11, 2002


Stripped the bacteria with different clones from the stocks onto proper LB-agar plates





Nov 12, 2002


All bacteria grew successfully and formed single colonies.





Nov 13, 2002


Made 1 litre LB and distributed it into four 250-ml bottles.  The autoclaved LB bottles were stored in Room B072.





Nov 13-20, 2002


LB in Bottle A was used to culture the bacteria containing VirE1/VirE2 clone and p300 clones using proper antibiotics respectively.  The bacterial inoculum was fresh colonies on LB-agar plates.  These cultures grew well with no problems.





Nov 21, 2002


LB in Bottle A was found contaminated with bacteria.  LB in Bottle B was used to culture the bacterium with VirE1/VirE2 clone using ampicillin.  The culture had no problem.





Nov 26, 2002


LB in Bottle B was used again to culture the bacterium containing VirE1/VirE2 clone using the ampicillin.  Colonies on the same LB-agar plate was used as the inoculum.





Nov 27, 2002


It was found that no bacterium grew in the culture at all.


LB in Bottle B was also used to culture the bacterium with a p300 clone using the proper antibiotics.  The less than one-week-old colonies on a LB-agar plate were used as the inoculum.





Nov 28, 2002


No bacterial growth was observed in this culture, either.





Nov 29 ñ Dec 6


The remaining LB medium in Bottle B and the LB in Bottle C and Bottle D were tested using precise amounts of antibiotics, newly ordered antibiotics, freshly cultured colonies as the inoculum, and different bacterial inoculum with or without the plasmids.  In these experiments, the culture in newly made LB medium was used as a control.  


All bacterial cultures in the control grew well.  The culture in all the conditions with the LB from Bottle B and Bottle C failed to grow completely, and the culture in all the conditions with the LB from Bottle D was inhibited strongly.








Conclusion:


The 1-litre LB medium made on Nov 13, 2002 changed from supporting bacterial growth to inhibiting bacterial growth.  Especially, the LB in the single Bottle B had this change.











Nov 20, 2002


The SFM-adapted Sf9 cells (3 ml) ordered from Life Technology arrived.  Dry ice in the shipping package was still plenty.  It was stored in ñ80_C freezer in Room B070.





Dec 13, 2002


The cells were thawed in a 37_C water bath and cultured in Sf900 II-SFM medium (35 ml) at 28_C with 135 rpm shaking in room B072.





Dec 14, 2002


The cells were counted.  The result was 4.2x105 cells/ml with 29% dead cells.


The culture continued in the same condition.





Dec 16, 2002


The cells were counted.  The result was 5.1x105 cells/ml with 100% dead cells.





Dec 17, 2002


The technical services of the manufacturer said they had not known that the lot of the cells I received was bad.


The cells in the culture were spinned down and the cell pellet was resuspended in 35 ml of the same fresh medium.  It was incubated at the same condition.





Dec 21, 2002


It was observed that the culture became clear with small visible particles (cell debris).


The cells were counted.  The result was 2.5x104 cells/ml with 100% dead cells.


