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Plate reader florescent measurement:
Pipetting: Solution A & Solution B are from NEB PUREXxpress Kits.

Reference | PUREx | PUREx | PUREx | PUREx | PUREx | PUREx EEIRZE;‘ EEREE;( EERZE;‘ EEREE:
(5uL) BN_2.1 BN _2.2 BN_2.3 BN 2.4 positive negative - - - -
neg neg neg neg

H20 1l 5 uL 03 03 03 03 11 15 13 13 13 13
A 2 2 2 2 2 2 2 2 2 2 2
B 15 15 15 15 15 15 15 15 15 15 15
BN 2.1
(S0az/L) \ \ \ \ \ 02 \ \ \
BN 2.2
(S0az/uL) \ \ \ \ \ \ 02 \ \
BN_2.3 \ \ \ \ \ \ \ 02 \
(50ng/uL)

20fmol
\ \ \ \ \ \ \ \ 02
(50ng/uL) _
BN_trigger
(0.4ng/aL) 1 1 1 1 \ \ \ \ \ \
sfGFP-3
(T3ng/uL) \ \ \ \ 04 \ \ \ \ \
Total: 5 5 5 5 5 5 5 5 5 5 5

Results:

Toehold expression 0822

® BN _Tochold_2.1(+f* BN _Toehold_2.2(+f* BN_Toehold_2.3(+)" BN_Toehold_2 4(+® SF_GFP (+

® BN _Tochold_2.1(-)® BN _Toehold_2.2(-Y® BN_Toehold_2.3(-)®BN_Toehold_2 4(-)® SF_GFP

Comment/Conclusion:
ON/OFF ratio regarded to concentration of both toehold and activator
order gBlock for T7 promotor linked activators.Redo the 0822 experiment.

Stay with the three hour experiment and use molarity as a standard
reference.




Plate reader florescent measurement:
Pipetting: Solution A & Solution B are from NEB PUREXxpress Kits.

Reference OnePot OnePot OnePot OnePot OnePot g;ell’olt ](3)11\11e11’02t g;eII)O; g;}ell)(:‘t
(5uL) BN 1.1 BN 1.2 BN 1.3 BN 14 positive - =" = =
neg neg neg neg
H20 till 5 uL / / / / 0.5 1 1 1 1
ES 2 2 2 2 2 2 2
QI 15 15 15 15 15 15 15 15 15 15
premix
BN_2.1
(50ng/uL) 8.42nM 0.5 \ \ \ \ 0.5 \ \ \
BN 2.2
(50ng/uL) 8.42nM \ 0.5 \ \ \ \ 0.5 \ \
BN 2.3
(50ng/uL) 8.42nM \ \ 0.5 \ \ \ \ 05 \
BN 24
(50ng/uL) 8.42nM \ \ \ 0.5 \ \ \ \ 0.5
BN_trigger
(435ng/ul.) 2uM 1 1 1 1 \ \ \ \ \
sfGFP-3
(T3ng/ul) 9.5nM \ \ \ \ 1 \ \ \ \
Total: 5 5 5 5 5 5 5 5 5 5
Results:
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® Toehold_BN_2.1(+) ® Toehold_BN_2.2(+)

® Toehold_BN_2.1(-) @ Toehold_BN_2.2(-)

Comment/Conclusion:
The results suggested that BN2.1 might be a functioning toehold, which

expresses a high level of report protein when trigger RNA is presented.

01:55:12.00

Toehold_BN_2.3(+)

2:24:00.00

Toehold_BN_2.4(+) ® SF_GFP (+)

@ Toehold_BN_2.3(-) ® Toehold_BN_2.4(-) # SF_GFP (-)

Which also matched its toehold design score in the previous design
section.
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