
12/07/22
● Calibrated the 96-well plate using the protocol given by igem.org

https://old.igem.org/wiki/images/a/a4/InterLab_2022_-_Calibration_Protocol_v2.pdf

15/07/22
● Non-competent DH5alpha strain was streaked on plates containing only LB media.

16/07/22
● Colonies were obtained in the plate, and the primary culture of 100ml  was inoculated

and kept in 37°C shaking incubator for 3 hours.
● Competency was carried out for the DH5alpha strain using the primary culture.
● Around 80 aliquots of 100ul each were obtained, out of which five were used for

transformation, and the rest were stored in a -80°C fridge for future use.
● Resuspension of one plasmid from the distribution kit was done.
● The transformation was done using one plasmid from the iGEM distribution kit and

distributed among 4 plates containing chloramphenicol, with different dilutions, and
another plate kept as a negative control.

There was growth in two of the transformant plates but no growth in the rest, including
the negative control.
The problem might have been with the plates.

https://old.igem.org/wiki/images/a/a4/InterLab_2022_-_Calibration_Protocol_v2.pdf


17/07/22
● The transformation was carried out keeping everything the same as before but the

following changes:
○ New plates
○ Tried one more plasmid
○ Tried with another competent cell from Viji ma’am’s lab

● In total, there were 14 plates:
○ 4 with transformants using the positive control plasmid for Interlab and the

competent cells that we made.
○ 4 with transformants using the negative control plasmid for Interlab and the

competent cells that we made.
○ 4 with transformants using the positive control plasmid for Interlab and the

competent cells from Viji ma’am’s lab.
○ 2 plates as a negative control, one having only our competent cells and the other

with only Arya’s competent cells.
There was no growth in any of the plates.
Transformation protocol can be wrong.

19/07/22
● Afraid of losing our plasmid, we started to optimize the transformation protocol with

Arya’s plasmid.
● The transformation was carried out with Arya’s plasmid and our competent cells with the

plates obtained from Arya.
Growth on both plates.
The plates were two months old. So ampicillin might have degraded.

20/07/22
● Tried the same conditions with new plates

No growth on both plates.
Inferred there might be something wrong with the competent cells.

22/07/22
● Prepared MgCl2 and 80% glycerol to perform competency again.
● Put the things for the autoclave.
● DH5alpha was again streaked on a plate.

23/07/22
● Ampicillin plates were prepared.
● The colonies obtained from the previous day were inoculated into a 15ml LB broth

(meant for bacterial stock-12 hours) and 25ml LB broth(meant for competency-3 hours).
● The 25 ml culture was used after 3 hours for competency, and aliquots of 100ul were

made and stored.
● The transformation was done using new competent cells.



Growth in both plates.
The broth was contaminated so that it might have grown in the plates.

24/07/22
● Checked the efficiency of our plates by plating non-transformed DH5alpha on LB plates

and LB plates containing ampicillin.
● Thinking that the concentration of the plasmid could have been the problem, we checked

the concentration using Nanodrop and found out the concentration was 427ng/ul.
● The transformation was again carried out with only about 100ng of plasmid, and the

remaining conditions stayed the same.
There was growth in LB-only plates but no growth in plates containing ampicillin.
The plates were fine,
No growth on either plate.



25/07/22
● Carried out competency again, but this time made sure that the OD of the culture was

within the required limit. OD was 0.35.

26/07/22
● New plates and LB broth were made.

27/07/22
● Again, new ampicillin plates were made.
● The transformation was done using the newly made competent cells.

Green growth in both plates.
Contamination of plates.



30/07/22
● Akshay guided us with the transformation.
● Did every step under him, including the centrifugation after incubation.

Still no growth on both plates.

02/07/22
● Did the transformation under Debosmita using their resources only.
● Tried different concentrations of plasmid and whether the centrifugation step really

mattered or not.
● Streaked DH5alpha on LB plate.

Positive results in all plates except the negative control.
The protocol followed was fine, and centrifugation was not a limiting factor. Competent
cells still might be the problem.

03/07/22



● Did competency under Ashwin Pillai’s guidance. We have been making the mistake of
not putting the culture constantly on ice. If not maintained at a low temperature, it will
lose its competency.

Another round of competent cells was obtained.

04/07/22
● 3 more plasmids were resuspended from the distribution kit.
● The transformation was done to try out the efficiency of our competent cells and to

obtain the transformants for Interlab using NEB-competent cells.
○ Arya’s plasmid + our competent cells
○ Interlab plasmid + NEB competent cells

The transformation was successful. There was growth in ampicillin plates for Arya’s
plasmid and in chloramphenicol plates for Interlab plasmid.
Our competent cells were working perfectly.

06/07/22
● Another transformation was attempted using the remaining 3 plasmids from the

distribution kit using NEB competent cells.
No growth on any plates.
Earlier, the plates might not have been effective. So there was growth in those plates.
The plasmids might be defective.

07/07/22
● Reproduced the same condition and protocol to check which result was obtained again.

No growth.
There can be some problems with the plasmids, as other teams have also reported
similar issues.

12/02/22
● Have been in constant contact with Sana from the Engineering Committee. However, no

substantial update has been given from their end. Hence, decided to discontinue the
Interlab study.


