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Title: FD Primer screening assay

Aim: Find the optimal pairs of primers to successfully amplify the gblock.
Participants: Théo, Luc

Protocols: Gel electrophoresis, RPA

Notes: 2% agarose gel, 5 yL GelPilot 50 bp ladder (Qiagen)

Results:

Lane | Fwd primer | Rev primer | ImagedJ | Nanodrop (ng/uL) | Comment
1(X X X X Ladder
2| X X X 13.6 | Negative primer control
3 1 1 749 22.9 | Nice band
4 1 2 698 214 | OK
5 2 1 704 27 | Nice band
6 2 2 582 24.6
7 2 3 524 27.3
8 3 1 392 32.8 | get another band above 500bp
9 3 2 324 30.6 | get another band above 500bp
10 3 3 325 28 | get another band above 500bp
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Analysis:

We get a band at the expected size for every combination of primers so
they all work. We get an unexpected band over 500bp for all amplifications
that use primer fwd3,which we cannot explain.

Conclusion:

We chose FD_fwd_1 and FD_fwd_2 to be the best forward primers, we will
add the T7 promoter to them.



Title: EC reverse Primer screening assay

Aim: Find the optimal reverse primer for EC by screening the primer
EC_fwd_1 with EC rev_1,2,3,4.

Participants: Theéo, Luc

Protocols: Gel electrophoresis, RPA

Notes: 2% agarose gel, 5 yL GelPilot 50 bp ladder (Qiagen)
For this screening assay, we followed the Twist DX primer screening

guidelines
Results:

Lane | Fwd primer | Rev primer | Imaged | Nanodrop (ng/uL) | Comment
11X X X X Ladder
21X X X 17 | Negative primer control
3 1 1 1313 27.2
4 1 2 654 25.7 | badly loaded, redone in lane 10
5 1 3 834 27.7
6 1 4 1450 271
10 1 2 841 25.7
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Analysis:

We get a band at the expected size for every combination of primers
so they all work. We seem to get a better amplification with EC_rev_1 and
EC_rev_2.

Conclusion:
We decided to use the reverse primer EC_rev_1.



Wednesday, 14 August 2019
Title: EC forward Primer screening assay

Aim: Find the optimal forward primer for EC by screening the primer
EC _rev_1 with EC_fwd_1,2,3,4.

Participants:  Théo, Luc

Protocols: Gel electrophoresis, RPA

Notes: 2% agarose gel, 5 yL GelPilot 50 bp ladder (Qiagen)

For this screening assay, we followed the Twist DX primer screening

guidelines.
Results:
Lane | Fwd primer | Rev primer | Imaged | Nanodrop (ng/ | Comment
uL)
1 X X X X Ladder
2 X Negative primer control
3 1 1 560 | X
4 2 1 447 | X
5 3 1 252 | X
6 4 11X X No band
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Analysis:

We get a band for all forward primers except EC_fwd_4. The best
amplification happens for EC_fwd_1, then EC_fwd_2, then EC_fwd_3.
EC_fwd_4 shows no amplification so it is rejected.

Conclusion:

We chose the forward primers EC_fwd_1 and EC_fwd_2, we ordered them
with the T7 promoter added to them.



Wednesday, 14 August 2019
Title: BN reverse Primer screening assay

Aim: Find the optimal reverse primer for BN by screening the primer
BN_fwd_1 with BN_rev_1,2,3,4,5,6.

Participants:  Théo, Luc

Protocols: Gel electrophoresis, RPA

Notes: 2% agarose gel, 5 yL GelPilot 50 bp ladder (Qiagen)

For this screening assay, we followed the Twist DX primer screening

guidelines.
Results:

Lane | Fwd primer | Rev primer | Imaged | Nanodrop (ng/uL) | Comment
11X X X X Ladder
21X X X 15.4 | Negative primer control
3 1 1 4423 26.1
4 1 2 3543 25.9
5 1 3 2501 26.1
6 1 4 2249 21.6
7 1 5 2423 22.1
8 1 6 2663 23
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Ladder (100)
(cat. no. 239025)

Analysis:

We get a band (between 100 and 150 bp) for all reverse primers screened
against the forward primer BN_fwd_1. Looking at both imaged and
nanodrop values we see that the reverse primer with the best amplification
is BN_rev_1.

Conclusion:

We will screen the forward primers using reverse primer BN_rev_1.



Wednesday, 14 August 2019

Title:
Aim:

Théo, Luc

BN forward Primer screening assay

Find the optimal forward primer for BN by screening the primer
BN_rev_1 with BN_fwd_1,2,3,4,5,6.

Participants:
Protocols: Gel electrophoresis, RPA

Notes: 2% agarose gel, 5 yL GelPilot 50 bp ladder (Qiagen) For this
screening assay, we followed the Twist DX primer screening guidelines.

Results:
Lane | Fwd primer | Rev primer | Imaged | Imaged horizontal | Nanodrop (ng/uL) | Comment
11X X X X X Ladder
2| X X X X 13.5 | Negative primer control
3 1 1 2278 1241 31.4 | Chosen
4 2 1 2200 1030 23.3 | no -> low amplification
5 3 1 2869 1585 22.8 | no -> deltaG
6 4 1 2650 1496 21.9 | no -> deltaG
7 5 1 2813 1724 20.2 | Chosen
8 6 1 2157 1140 20.7 | no -> low amplification

2.5% ogarose

GelPilot 50 bp
Ladder (100)
(cat. no. 239025)

Analysis:
We get a band just above 100 bp for all forward primers screened against
reverse primer BN_rev_1.

Conclusion:

We chose the forward primers BN_fwd_1 and BN_fwd_5 because of
their concentration, their Imaged values and the deltaG of the primers
once the T7 promoter has been added. Forward primers BN_fwd_3 and
BN_fwd_4 were disqualified because their delta G values with T7 were too
high. Forward primers BN_fwd_2 and BN_fwd_6 were not chosen because
of their low amplification (see nanodrop and Imaged values).
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