INTERLAB

0D600 Reference point

Plate reader

SpectraMax M2 Microplate Readers

Filter: 530nm

Materials

1 ml LUDOX

H,0

96 well cell culture plate (cleared flat bottom)

Method

1. Add 100ul LODOX in to A1, B1, C1, D1 (or 1 mL LUDOX into cuvette)

2. Add 100 pl of H,0 into wells A2, B2, C2, D2 (or 1 mL H,0 into cuvette)

3. Measure absorbance 600 nm of all samples in all standard measurement modes in
instrument

4. Record the data in excel and Import data into Excel ( OD600 reference point tab )
Sheet_1 provided

Data Result

LUDOX-HS4H20
Replicate 1
Replicate 2
Replicate 3
Replicate 4
Arith. Mean 0.05375| 0.04375
Corrected Abs600 0.01
Reference OD600 0.0425
0OD600/Abs600 4.25

Fluorescein fluorescence standard curve
Plate reader

SpectraMax M2 Microplate Readers
Emission filter: 530 nm

Excitation filter: 485 nm

Materials

Fluorescein

10 ml 1x PBS

96 well plate (cleared flat bottom)



Method

»  Prepare the fluorescein stock solution

1. Spin down fluorescein stock tube to make sure pellet is at the bottom of tube.
2. Prepare 2x fluorescein stock solution (100 uM) by resuspending fluorescein in 1
mL of 1xPBS.

3. Dilute the 2x fluorescein stock solution with 1xPBS to make a 1x fluorescein
solution and resulting concentration of fluorescein stock solution 50 uM.

»  Prepare the serial dilution of fluorescein

. Add 100 pl of PBS into wells A2, B2, C2, D2....A12, B12, C12, D12

. Add 200 pl of fluorescein 1x stock solution into A1, B1, C1, D1

. Transfer 100 pl of fluorescein stock solution from Al into A2.
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. Mix A2 by pipetting up and down 3x and transfer 100 ul into A3.
. Mix A3 by pipetting up and down 3x and transfer 100 ul into A4.
. Mix A4 by pipetting up and down 3x and transfer 100 ul into A5.
. Mix A5 by pipetting up and down 3x and transfer 100 ul into A6.
. Mix A6 by pipetting up and down 3x and transfer 100 ul into A7.
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. Mix A7 by pipetting up and down 3x and transfer 100 ul into A8.

10. Mix A8 by pipetting up and down 3x and transfer 100 pl into A9.

11. Mix A9 by pipetting up and down 3x and transfer 100 pl into A10.

12. Mix A10 by pipetting up and down 3x and transfer 100 pl into A11.

13. Mix A11 by pipetting up and down 3x and transfer 100 pl into liquid waste.
Take care not to continue serial dilution into column 12

14. Repeat serial dilute forRowB ~ D ~ E
15. Measure fluorescence of all samples in all standard measurement modes in
instrument and record the data in your notebook

16. Import data into Excel (fluorescein standard curve tab ) Sheet_1 provided

Data Result

uM Fluorescein . . 6.25 3.125 1.5625 0.78125 0.390625 0.195313 0.097656 0.048828
Replicate 1
Replicate 2
Replicate 3
Replicate 4
Arith. Mean 30345.5| 21097.75| 13288.25| 6133.675| 3425.1| 1933.65| 943.8475| 470.6425| 252.685| 126.4325| 153.9325| 1.6445
Arith. Std.Dev. 230.5421| 735.4506| 806.4471| 162.3825| 225.897| 164.965| 36.0752| 10.84214| 9.097254| 3.660094| 11.1356| 0.061949




Fluorescein Standard Curve
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Cell Measurement

Materials

Competent cells ( Escherichia coli strain DH5a)

LB (Luria Bertani) media

Chloramphenicol (stock concentration 25 mg/mL dissolved in EtOH - working stock
25 pg /mL)

50 ml Falcon tube (or equivalent, preferably amber or covered in foil to block light)
Incubator at 37°C

1.5 ml eppendorf tubes for sample storage

Ice bucket with ice



Pipettes

96 well plate(cell culture 96 well plate ~ tissue culture testplate)

Devices (from InterLab Measurement Kit):

1. Negative control(BBa_R0040)

2. Positive control(J23151+B0032+E0040+B0010+B0012)

3. Test Device 1:J23101+113504

4. Test Device 2:J23106+113504

5. Test Device 3:J23117+113504

6. Test Device 4:J23101+BCD2+E0040+B0015

7. Test Device 5:J23106+BCD2+E0040+B0015

8. Test Device 6:J23117+BCD2+E0040+B0015

Method

1. Day 1 : Resuspended each plasmid in plate 7 and transform into Escherichia coli
DH5a.

(Transformation protocol is from iGEM)

2. Day 2 : Pick 2 colonies from each of plate and inoculate it on 5-10 mL LB medium
+Chloramphenicol. Grow the cells overnight (16-18 hours) at 37°C and 225 rpm.

3. Day 3 : Set instrument to read OD600 (as OD calibration setting)and measure
0D600 of the overnight cultures

4. Dilute the cultures to a target OD 600 of 0.02 in 12 ml LB medium +
Chloramphenicol in 50 mL falcon tube (covered with foil to block light).

5. Incubate the cultures at 37°C and 225 rpm.

6. Take 500 ul samples of the cultures at 0, 2, 4, and 6 hours of incubation and place
samples on ice.

7. 4 replicates of 100 ul samples were taken from each culture at 0, 2, 4, and 6 hours
of incubation and placed in a 96 well plate for OD and fluorescence measurements
using the setup described in InterLab_2017_Plate_Reader_Protocol.

Data Rusult



Abs600 Raw Readings:
Hour 0: Neg. ComniPos. ComtreDevice 1 Dewice 2 Dewice 3 Deviced Dowice 5 Dewice & L8« Chior (blank)
Colany 1, Rephicate
Caolony 1, Rephcate
Colony 1, Rephcate
Calony 1, Rephicate
Caolony 2, Rephcate
Caolony 2, Rephcate
Colony 2, Rephcate
Colony 2, Rephcate

Hour 2: Neg. ComtnPos. Comtre Dewice 1 Dewice 2 Dewice 3 Device 4 DoviceS Dewice & L8« Chior (blank)
Calony 1, Rephcate
Colony 1, Rephcate
Calony 1, Rephcate
Caolony 1, Rephcate
Caolory 2, Rephicate
Caolony 2, Rephcate
Colany 2, Rephicate
Colony 2, Rephcate

Hour &4: Neg. ComtrPos. ComtreDewice 1 Device 2 Dewice 2 Dewice 4 Device 5 Dewice & L8 « Chior (blank)
Calony 1, Rephcate
Calony 1, Rephcate
Colany 1, Rephcate
Colony 1, Rephcate
Colony 2, Rephcate
Caolory 2, Rephicate
Caolony 2, Rephcate
Colany 2, Rephicate



FAuorescence Raw Readings:

Hour O: Neg. Comtn Pos. Conmtre Dewice 1 Dewiee 2 5 Dovices L8+ Chior (blank)
Caolory 1, Rephcate
Colony 1, Rephcate
Calany 1, Replicate
Calony 1, Replicate
Calony 2, Replicate
Calony 2, Replicate
Calany 2, Rephicate
Colory 2, Rephcate

Hour 2: Neg. Comtrn Pos. Comtre Dewice 1 Dewiee 2 Device & L8 « Chior (blank)
Calony 1, Rephicate
Colany 1, Replicate
Colony 1, Rephcate
Calony 1, Rephcate
Calony 2, Replicate
Colany 2, Replicate
Colony 2, Replicate
Colony 2, Replicate

Hour &: Neg. Contn Pos. Contre Dewice 1 Dewiee 2 Dewice & L8 + Chior (blank)
Colany 1, Replicate
Colany 1, Replicate
Calory 1, Replicate
Calony 1, Replicate
Colarny 2, Rephicate
Colory 2, Rephcate
Colony 2, Rephicate
Colony 2, Rephicate

Hour & Neg. Comtn Pos. Comtrc Dewice 1 Dewice 2 5 Dovices 18+ Chior (blank)
Colany 1, Replicate
Colony 1, Rephcate
Calony 1, Rephcate
Caolony 1, Rephcate
Calany 2, Rephicate
Colany 2, Replicate
Colany 2, Rephicate
Calany 2, Rephcate



