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1. SOPs in use 
iGEM2017_SOP02_v03_FN_ONC_E.coli 
iGEM2017_SOP03_v02_EG_Gel_purification 
iGEM2017_SOP04_v02_FN_Colony_PCR_with_MyTaq 
iGEM2017_SOP05_v03_EG_Plasmid_MiniPrep 
iGEM2017_SOP06_v02_SJ_TSB_transformation 
iGEM2017_SOP07_v02_SJ_Fast_digest 
iGEM2017_SOP09_v02_JB_Ligation 
iGEM2017_SOP11_v02_JB_Bacterial_freezing_stock 
iGEM2017_SOP13_v02_EG_Agarose_gel_DNA 

2. Purpose 

To enhance the cellulose biosynthesis from E.coli strain MG1655.  
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3. Overview 

Date SOPs Persons Experiments 
17.07.30 - SM Streak 
17.07.31 SOP02 SM ONC 
17.08.01 SOP05 SM Miniprep 
17.08.01 SOP07 SM Fast digest 
17.08.01 SOP13 SM Gel electrophoresis 
17.08.01 SOP03 SM Gel purification 
17.08.01 SOP09 SM Ligation  
17.08.01 SOP11 SM Freeze stocks of K1321334 and K1321335 
17.08.02 SOP06 SM Transformation 
17.08.04 SOP07 SM Fast digest  
17.08.04 SOP13 SM Gel electrophoresis 
17.08.04 SOP03 SM Gel purification  
17.08.04 SOP09 SM Ligation  
17.08.05 SOP06 SM Transformation 
17.08.06 SOP04 SJ, EG Colony PCR with MyTaq 
17.08.06 SOP13 Sj, Eg Gel electrophoresis  
17.08.06 -  SJ, EG Restreak  
17.08.06 SOP02 SJ, EG ONC 
17.08.07 SOP05 SM Miniprep  
17.08.07 SOP07 SM Fast digest  
17.08.07 SOP13 SM Gel electrophoresis 
17.08.07 SOP07 SM Fast digest  
17.08.07 SOP13 SM Gel electrophoresis  
17.08.07 SOP03 SM Gel purification  
17.08.07 SOP09 SM Ligation  
17.08.08 SOP06 SM Transformation  
17.08.09 SOP04 SM Colony PCR with MyTaq  
17.08.09 SOP13 SM Gel electrophoresis  
17.08.09 SOP02 SM ONC 
17.08.10 SOP05 SM Miniprep  
17.08.10 SOP07 SM Fast digest  
17.08.10 SOP13 SM Gel electrophoresis  
17.08.10 SOP02 SM ONC 
17.08.11 SOP05 SM Miniprep  
17.08.11 SOP07 SM Fast digest  
17.08.11 SOP13 SM Gel electrophoresis  
17.08.11 SOP07 SM Fast digest  
17.08.11 SOP13 SM Gel electrophoresis 
17.08.11 SOP03 SM Gel purification  
17.08.11 SOP09 SM Ligation  
17.08.12 SOP06 SM Transformation 
17.08.13 SOP07 SM Fast digest 
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17.08.13 SOP13 SM Gel electrophoresis  
17.08.13 SOP03 SM Gel purification 
17.08.13 SOP09 SM Ligation  
17.08.14 SOP06 SM Transformation 
17.08.14 SOP05 SM Miniprep 
17.08.17 SOP07 SM Fast digest  
17.08.17 SOP13 SM Gel electrophoresis 
17.08.17 SOP03 SM Gel purification  
17.08.17 SOP09 SM Ligation 
17.08.18 SOP06 SM Transformation 
17.08.22 SOP04 SM Colony PCR with MyTaq 
17.08.22 SOP13 SM Gel electrophoresis  
17.08.22 SOP03 SM Gel purification  
17.08.22 SOP09 SM Ligation  
17.08.22 SOP01 SM ONC 
17.08.23 SOP05 SM Miniprep 
17.08.23 SOP07 SM Fast digest  
17.08.23 SOP13 SM Gel electrophoresis 
17.08.23 SOP06 SM Transformation 
17.08.24 SOP11 SM Freeze stock of 2.5 (Maybe K1321334 + K1321335 

combined) 
17.08.24 SOP05 SM Miniprep 
17.08.24 SOP07 SM Fast digest  
17.08.24 SOP13 SM Gel electrophoresis 
17.08.24 SOP03 SM Gel purification  
17.08.24 SOP09 SM Ligation  
17.08.25 SOP06 SM Transformation  
17.08.26 SOP04 SM Colony PCR with MyTaq. 
17.08.26 SOP13 SM Gel electrophoresis 
17.08.28 SOP02 SM ONC  
17.08.29 SOP05 SM Miniprep 
17.08.29 SOP07 SM Fast digest  
17.08.29 SOP13 SM Gel electrophoresis 
17.08.29 SOP03 SM Gel purification  
17.08.29 SOP09 SM Ligation  
17.08.30 SOP06 SM Transformation  
17.08.31 SOP04 SM Colony PCR with MyTaq 
17.08.31 SOP07 SM Fast digest  
17.08.31 SOP13 SM Gel electrophoresis  
17.08.31 SOP03 SM Gel purification  
17.08.31 SOP09 SM Ligation  
17.09.01 SOP05 SM Miniprep  
17.09.01 SOP07 SM Fast digest  
17.09.01 SOP13 SM Gel electrophoresis 
17.09.01 SOP06 SM Transformation  
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17.09.02 SOP06 SM Transformation  
17.09.02 SOP07 SM Fast digest  
17.09.02 SOP13 SM Gel electrophoresis 
17.09.02 SOP03 SM Gel purification  
17.09.02 SOP09 SM Ligation  
17.09.03 SOP06 SM Transformation 
17.09.04 SOP04 SM Colony PCR with MyTaq  
17.09.04 SOP05 SM Miniprep 
17.09.04 SOP07 SM Fast digest  
17.09.04 SOP13 SM Gel electrophoresis 
17.09.04 SOP13 SM Gel electrophoresis 
17.09.05 SOP05 SM Miniprep  
17.09.14 SOP07 SM Fast digest  
17.09.14 SOP13 SM Gel electrophoresis  
17.09.14 SOP03 SM Gel purification  
17.09.14 SOP09 SM Ligation  
17.09.15 SOP06 SM, JB Transformation  
17.09.16 SOP04 JB Colony PCR with MyTaq 
17.09.18 SOP05 JB Miniprep of Colony PCR products 
17.09.18 SOP07 JB Fast digest of Colony PCR products  
17.09.18 SOP13 JB Gel electrophoresis of Colony PCR products 
17.09.18 SOP07 SM Fast digest  
17.09.18 SOP13 SM Gel electrophoresis  
17.09.18  SOP03 SM Gel purification  
17.09.18 SOP09 SM Ligation  
17.09.19 SOP06 SM Transformation  
17.09.22 SOP07 JB Fast digest  
17.09.23 SOP06 JB Transformation 
17.09.25 SOP05 JB Miniprep 
17.09.25 SOP07 JB Fast digest  
17.09.25 SOP09 JB Ligation  
17.09.26 SOP06 SM Transformation  
17.09.27 SOP04 SM Colony PCR with MyTaq 
17.09.27 SOP13 SM Gel electrophoresis  
17.09.28 SOP05 SM Miniprep  
17.09.28 SOP07 SM Fast digest  
17.09.28 SOP13 SM Gel electrophoresis  
17.09.28 SOP03 SM Gel purification  
17.09.28 SOP09 SM Ligation  
17.09.29 SOP06 EB Transformation  
17.09.30 SOP04 EB Colony PCR with Mytaq 
17.10.02 SOP02 SM ONC 
17.10.03 SOP05 SM Miniprep 
17.10.03 SOP07 SM Fast digest  
17.10.03 SOP09 SM Ligation  
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17.10.04 SOP06 SM Transformation 
17.10.05 SOP04 SM Colony PCR with Mytaq 
17.10.06 SOP05 SM Miniprep 
17.10.06 SOP07 SM Fast digest  
17.10.06 SOP13 SM Gel electrophoresis  

 

4. Experiment history 

Date 
(YY.MM.DD) 

SOPs Alterations to SOPs and remarks to experiments 

17.08.01 SOP07 Fast digest 
Used restriction enzymes XbaI, SpeI and PstI.  

17.08.01 SOP13 Gel electrophoresis 
1% agarose gel, big-thick comb 
4 µL 6x loading dye, 5 µL green DNA ladder mix 
All sample loaded in the following order:  
Ladder, pSB-AcsAB, acsCD. 

17.08.01 SOP03 Gel purification  
55 °C melting temperature. 

17.08.01 SOP11 Freeze stocks 
K1321334 stocked as W86, and K1321335 stocked 
as W87.  

17.08.02 SOP06 Transformation 
Phenotypical expression for 45 min.  

17.08.03 - Transformation results  
No colonies on the LA plates. The experiment is 
made again from fast digest.  

17.08.04 SOP07 Fast digest  
Used restriction enzymes XbaI, SpeI and PstI.  

17.08.04 SOP13 Gel electrophoresis 
1% agarose gel, big-thick comb 
4 µL 6x loading dye, 5 µL green DNA ladder mix.  
Ran for 55 minutes.  

17.08.04 SOP03 Gel purification  
55 °C melting temperature. 

17.08.04 SOP09 Ligation 
The ligation stood overnight at 16°C. Used a new 
ligation buffer.  

17.08.05 SOP06 Transformation 
Phenotypical expression for 60 min.  

17.08.06 SOP04 Colony PCR with MyTaq 
Three colonies on the 1:0 plate, four colonies on the 
1:2 plate and zero colonies on the 1:5 plate.  
All seven colonies were used for PCR and named 
1,2,3 (1:0) and 4, 5,6,7 (1:2).  
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17.08.06 SOP13 Gel electrophoresis  
1% agarose gel,small-thin combs 
2,5 µL 6x loading dye, 2,5 µL green DNA ladder mix 
All sample loaded in the following order:  
Ladder,1,2,3,4,5,6,7.  
 

17.08.06 -  Restreak  
Restreaks were made for 1,3, 5 and 7.  

17.08.06 SOP02 ONC 
ONC were made from the restreaks of 1, 3, 5 and 7.  

17.08.07 SOP05 Miniprep 
Miniprep on all 4 ONC.  

17.08.07 SOP07 Fast digest  
Used restriction enzymes EcoRI and PstI.  

17.08.07 SOP13 Gel electrophoresis  
0,5% agarose gel, big-thick combs.  
4 µL 6x loading dye, 5 µL green DNA ladder mix.  
30 min.  
All sample loaded in the following order:  
Ladder,1, 3, 5, 7.  
Showed bands at 2000 bp and 6500 bp, which was 
wrong. So started again from fast digest  

17.08.07 SOP07 Fast digest  
Fast digest using the restriction enzymes SpeI and 
PstI and Xbai and PstI.  
Stood at 37 °Cfor 45 min.  
K1321334 (with backbone) was made with a total 
volume of 30 µL instead of 20 µL, containing 16 µL 
DNA, 9 µL water and 1 µL FastAP. 
K1321335 (without backbone) was made with a 
total volume of 20 µL, containing 16  µL DNA and 
no water.  
 
Binding buffer was added directly to K1321334, 
while K1321335 was loaded on a gel before 
extracting it.  

17.08.07 SOP13 Gel electrophoresis  
1% agarose gel, big-thick combs.  
4 µL 6x loading dye, 3 µL green DNA ladder mix.  
40 min at 75V.  

17.08.07 SOP03 Gel purification  

17.08.07 SOP09 Ligation 
Stood overnight at 16°C.  

17.08.08 SOP06 Transformation 
The 1:0 (control) plate was made 2,5 hours after the 
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1:2, 1:5 and 1:10 plates, since CML agar plates 
were missing.  

17.08.09 SOP04 Colony PCR with MyTaq 
Colony PCR were made for 4 colonies on the 1:2 
(named 2.1, 2.2, 2.3 and 2.4) and 4 colonies on the 
1:5(named 2.5, 2.6, 2.7, 2.8)  agar plates from the 
transformation the 17.08.05. Furthermore was 
Colony PCR made on 2 colonies from the 1:0 
(named 3.1 and 3.2)  and 1:10 (named 3.3 and 3.4) 
plates from the transformation the 17.08.08.  
Program:  

17.08.09 SOP13 Gel electrophoresis  
0,5% agarose gel, small-thick combs.  
4 µL 6x loading dye, 3 µL green DNA ladder mix.  
Loaded in the following order:  
Ladder, 2.1, 2.2, 2.3, 2.4, 2.5, 2.6, 2.7, 2.8, 3.1, 3.2, 
3.3, 3.4.  

17.08.09 SOP02 ONC  
ONC was made of 2.1 and 2.3  

17.08.10 SOP05 Miniprep  
Only 2.1 contained bacteria, so miniprep was only 
made on 2.1.  

17.08.10 SOP07 Fast digest.  
Used restriction enzymes EcoRI and EcoRI and 
PstI.  
30 min at 37 °C.  
2 min at 70  °C to inactivate restriction enzymes.  

17.08.10 SOP13 Gel electrophoresis  
0,5% agarose gel, big-thick combs.  
4 µL 6x loading dye, 4 µL green DNA ladder mix.  
Loaded in the following order:  
Ladder, 2.1 + EcoRI + PstI, 2.1 + EcoRI.  
Ran for 40 min at 75V.  

17.08.10 SOP02 ONC 
New ONC’s were made for K1321334 and 
K1321335.  

17.08.11 SOP05 Miniprep 
Miniprep was performed on both ONC’s.  

17.08.11 SOP07 Fast digest 
Used restriction enzymes EcoRI and PstI on both 
K1321334 and K1321335.  

17.08.11 SOP13 Gel electrophoresis  
1% agarose gel, big-thick combs.  
4 µL 6x loading dye, 4 µL green DNA ladder mix.  
Loaded in the following order:  
Ladder, K1321334 + EcoRI + PstI, K132135 + 
EcoRI.  
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Ran for 55 min at 75V.  
This showed the correct lenghts.  

17.08.11 SOP07 Fast digest 
Used restriction enzymes SpeI and PstI on 
K1321334 and SpeI and PstI on K1321335.  
30 min at 37°C.  
2 min at 70 °C to inactivate restriction enzymes.  
 
Made 30 µL of K1321334 + backbone, and 20 µL of 
K1321335 insert. Both contained 16 µL DNA.  

17.08.11 SOP13 Gel electrophoresis  
Only K1321335 + XbaI + PstI were run on a gel.  
1% agarose gel, big-thick combs.  
4 µL 6x loading dye, 4 µL green DNA ladder mix.  
Loaded in the following order:  
Ladder, K1321335 + XbaI + PstI.  

17.08.11 SOP03 Gel purification  
Gel purification was performed on both K1321334 
and K1321335.  
Washed 2 times with wash solution.  
The end product was run through the filter twice to 
enhanced the outcome.  

17.08.11 SOP09 Ligation  
Stood overnight at 16°C.  
 

 1:0 1:2 1:5 1:10 

H2O 16 8 0 0 

Ligase 
Buffer 

2 2 2 2 

Backbo
ne  

1 1 1 0,5 

Insert  0 8 16 16,5 

T4 DNA 
ligase 

1 1 1 1 

Total  20 20 20 20 

 
17.08.12 SOP06 Transformation  

Made transformation on all 4 ligations.  
60 min phenotypical expression.  

17.08.13 SOP07 Fast digest 
Cut K1321335 with XbaI and PstI.  
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17.08.13 SOP13 Gel electrophoresis 
1% agarose gel, big-thick combs.  
4 µL 6x loading dye, 5 µL green DNA ladder mix.  
Loaded in the following order:  
Ladder, K1321335 + XbaI + PstI 

17.08.13 SOP03 Gel purification  
Washed two times with wash buffer.  
Run the product through the filter twice to enhance 
the profit of the end product.  

17.08.13 SOP09 Ligation  
Ligation overnight at 16°C.  
Made 1:0, 1:2, 1:5 and 1:10.  
 

 1:0 1:2 1:5 1:10 

H2O 16 10 4,2 1,7 

Buffer  2 2 2 2 

Backbo
ne  

1 1 1 0,5 

Insert  0 6 14,8 14,8 

T4 DNA 
ligase  

1 1 1 1 

Total  20 20 20 20 

 
17.08.14 SOP06 Transformation  

Transformation was made on all four ligations.  
17.08.14 SOP05 Miniprep 

Made miniprep on received parts  K1321334 and 
K1321335.  

17.08.17 SOP07 Fast digest  
Used restriction enzymes XbaI and PstI on the 
K1321335 part, SpeI and PstI on the K1321334 part 
and EcoRI and PstI on the K1321334 part.  
90 min at 37 °C 
2 min at 70°C 

17.08.17 SOP13 Gel electrophoresis 
1% agarose gel, big-thick combs.  
4 µL 6x loading dye, 5 µL green DNA ladder mix.  
Loaded in the following order:  
Ladder,K1321334 + EcoRI + PstI,  K1321335 + 
XbaI + PstI.  
35 min at 75V. 
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17.08.17 SOP03 Gel purification  
Made gel purification on the two parts from gel 
electrophoresis and the K1321334 part with 
backbone directly.  

17.08.17 SOP09 Ligation  
LIgation was made on all tree samples. 
Made 1:0, 1:2 and 1:4 on the K1321334 + Amp 
backbone and 1:0, 1:2, 1:5 and 1:10 on the 
K1321334 +K1321335.  

17.08.18 SOP06 Transformation  
Transformation was made of all seven ligations.  
K1321334 + Amp was made on Amp plates, and 
K1321334+K1321335 was made on CML plates.  

17.08.22 SOP04 Colony PCR with MyTaq  
Colony PCR was made on the transformations from 
17.08.14 and 17.08.18.  
Colony PCR was made with liquid template, made 
from bacteria scrape.  
Each sample was made with 2 µL bacteria template 
and 2 µL water.  
PCR was made with both VF2 and VR and with an 
oligo in the K1321335 part and VR.  

17.08.22 SOP13 Gel electrophoresis  
2% agarose gel, small-thick combs.  
5 µL green DNA ladder mix.  
Loaded in the following order:  
Ladder, 1.1.N, 1.2,N, 1.3.N, 1.4.N, 1.5.N, 1.6.N 
1.7.N, 1.8.N 
 
Ladder, 2.1.N, 2.2.N, 2.3.N, 2.4.N, 2.5.N, 2.6.N, 
2.7.N, 2.8.N 
25 min at 70V. 

17.08.22 SOP13 Gel electrophoresis 
0,5% agarose gel, small-thick combs.  
5 µL green DNA ladder mix.  
Loaded in the following order:  
Ladder, 1.1.O, 1.2.O, 1.3.O, 1.4.O, 1.5.O, 1.6.O 
1.7.O, 1.8.O 
Ladder, 2.1.O, 2.2.O, 2.3.O, 2.4.O, 2.5.O, 2.6.O, 
2.7.O, 2.8.O 
20 min at 70V. 

17.08.22 SOP07 Fast digest  
Cut B4 with EcoRI and PstI to get Amp backbone.  

17.08.22 SOP13 Gel electrophoresis 
2% agarose gel, big-thick combs.  
5 µL loading dye. 5 µL green DNA ladder mix 
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Loaded in the following order:  
Ladder, B4 + EcoRI + PstI 
30 min at 70V 

17.08.22 SOP03 Gel purification 
Made gel purification on the Amp backbone.  

17.08.22 SOP09 Ligation  
Made 1:0, 1:1 and 1:2 on the Cellulose part A and B 
(part K1321335) + Amp backbone.  

17.08.22 SOP01 ONC and streaks  
ONC’s and streaks were made of 1.5, 1.6 and 2.5 
from the Colony PCR.  

17.08.23 SOP05 Miniprep 
Miniprep was made on 1.5, 1.6 and 2.5 from the 
Colony PCR.  

17.08.23 SOP07 Fast digest  
Used restriction enzymes EcoRI and PstI 
 

17.08.23 SOP13 Gel electrophoresis  
0,5% agarose gel, big-thick combs.  
4 µL loading dye. 6 µL green DNA ladder mix 
Loaded in the following order:  
Ladder, 1.5, 1.6, 2.5 (from the Colony PCR)  
50 min at 75V.  
 

17.08.23 SOP06 Transformation  
Transformation was made on all tree ligations.  
45 min phenotypical expression.  

17.08.24 SOP11 Freeze stock 
Freeze stock was made on the 2.5 from Colony 
PCR.  

17.08.24 SOP05 Miniprep 
Miniprep was made on K1321334 and K1321335  

17.08.24 SOP07 Fast digest  
K1321334 was cut with EcoRI and SpeI.  
K1321335 was cut with restriction enzymes EcoRI 
and XbaI, as well as EcoRI and PstI.  

17.08.24 SOP13 Gel electrophoresis  
1% agarose gel, big-thick combs.  
4 µL loading dye. 6 µL green DNA ladder mix 
Loaded in the following order:  
Ladder, K1321334 + EcoRI + SpeI,, K1321335 + 
EcoRI + PstI.  
80V for 40 min.  
K1321335 + EcoRI+XbaI was not run on the gel.  

17.08.24 SOP03 Gel purification 
Made gel purification on K1321334 and K1321335, 
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that had run on the gel and on the K1321335 + bb, 
which had not run on the gel.  

17.08.24 SOP09 Ligation  
Made two ligations:  
K1321334 + K1321335.  
Made 1:0, 1:1, 1:2, 1:4, 1:5 and 1:10.  
K1321335 + Amp backbone.  
Made 1:0, 1:1, 1:2 and 1:4.  
 

17.08.25 SOP06 Transformation  
Transformations was made on all ligations from 
17.08.24.  
 

17.08.26 SOP04 Colony PCR with MyTaq.  
Colony PCR was made on 7 colonies from the 
transformation on K1321335+Amp and 12 colonies 
from K1321334+K1321335.  
None of the colonies showed the correct result.  

17.08.28 SOP11 ONC 
ONC’s were made from freeze stocks of the 
K1321334 and K1321335 parts.  

17.08.29 SOP05 Miniprep 
Miniprep was performed on the ONC’s.  

17.08.29 SOP07 Fast digest  
Following combinations were made:  

1. K1321334 + SpeI+ PstI + FastAP.  
2. K1321335 + XbaI + PstI  
3. K1321335 + EcoRI + PstI.  
4. B6 (part containing medium constitutive 

promotor) was cut with EcoRI +PstI +FastAP 
to get an amp backbone.  

 
Used 10 µL DNA with 1. and  2, while 3 µL DNA 
was used with 3. and 9 µL was used with 4.  
 

17.08.29 SOP13 Gel electrophoresis 
1% agarose gel, big-thick combs.  
4 µL loading dye. 6 µL green DNA ladder mix 
Loaded in the following order:  
Ladder, K1321335 + XbaI + PstI,, K1321335 + 
EcoRI + PstI, B6 + EcoRI + PstI + FastAP.  
70V for 40 min.  
 
K1321334 + SpeI+PstI+FastAP was not run on the 
gel.  

17.08.29 SOP03 Gel purification  
55°C melting temperature.  
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17.08.29 SOP09 Ligation  
Two ligations were made:  
K1321334 + K1321335:  
 

 1:0 1:1 1:2 1:5 1:10 

Water 16,9 13,9 10,9 2,1 2,6 

Buffer 2 2 2 2 2 

Backb
one 

1 1 1 1 0,5 

Insert  0 3 6 14,8 14,8 

T4 
DNA 
ligase  

0,1 0,1 0,1 0,1 0,1 

Total  20 20 20 20 20 

 
K1321335 + Amp backbone:  
 

 1:0 1:1 1:2 1:5 1:10 

Water 16,6 12,9 9,2 0 0 

Buffer 2 2 2 2 2 

Backb
one 

1,3 1,3 1,3 1,3 0,7 

Insert  0 3,7 7,4 16,6 17,2 

T4 
DNA 
ligase  

0,1 0,1 0,1 0,1 0,1 

Total  20 20 20 20 20 

 
17.08.30 SOP06 Transformation 

17.08.31 SOP04 Colony PCR with MyTaq.  
S.4, S.7 and S.10 was used to make ONC’s to 
check further.  

17.08.31 SOP07 Fast digest  
The K1321334 part was cut with EcoRI and XbaI 
and FastAP, while K1321335 was cut with EcoRI 
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and SpeI, and EcoRI and PstI.  
For the fast digest of the K1321334 and K1321335 
part 10 µL of DNA was used.  
 
For this fast digest the enzymes worked for 60 min, 
then they were heat inactivated at 80°C for 5 min 
and then FastAP was added and stood for 120 min 
at 37°C 
 

17.08.31 SOP13 Gel electrophoresis  
1% agarose gel, big-thick combs.  
4 µL loading dye. 6 µL green DNA ladder mix 
Loaded in the following order:  
Ladder,K1321335 + EcoRI + SpeI, K1321335 + 
EcoRI + Pst.  
70V for 70 min 
 
K1321334 + EcoRI + XbaI +FastAP was not run on 
gel. 

17.08.31 SOP03 Gel purification  
Gel purification was made on all the cut K1321334 
and K1321335.  
Melting temperature at 60°C.  

17.08.31 SOP09 Ligation  
Should have been overnight for 16°C, but the block 
had been turned of, so they had been at 4°C. Half of 
the volume was taken out to room temperature for 
120 min, while the other half was put at 16 °C for 
another day. 
 
Two different ligation were made:  
K1321334 +K1321335.  
K1321335 + Amp backbone.  

17.09.01 SOP06 Transformation 
Transformation was made on half of the ligation 
volume from the day before.  

17.09.01 SOP05 Miniprep 
Miniprep was made on the ONC’s from the colonies 
S.4, S.7 and S.10 from the Colony PCR from 
17.08.31. 

17.09.01 SOP07 Fast digest  
The products from the Colony PCR was all cut with 
EcoRI and PstI 

17.09.01 SOP13 Gel electrophoresis  
0,5% agarose gel, small-thick combs.  
4 µL loading dye. 4 µL green DNA ladder mix 
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Loaded in the following order:  
Ladder, S.4, S.7, S.10 
75V for 30 min 
 

17.09.02 SOP06 Transformation  
Transformation was made on the remaining half of 
the ligation from 17.08.31.  
 

17.09.02 SOP07 Fast digest  
Fast digest was made on K1321334 and K1321335.  
K1321334 was cut with SpeI and PstI and FastAP, 
and with EcoRI and PstI.  
K1321335 was cut with XbaI and PstI.  
KAN backbone was cut with EcoRI, PstI and 
FastAP.  
60 min with restriction enzymes at 37°C 
5 min at 80°C to heat inactiva restriction enzymes  
120 min with FastAP at 37°C.  
 

17.09.02 SOP13 Gel electrophoresis  
1 % agarose gel, bigl-thick combs.  
4 µL loading dye. 6 µL green DNA ladder mix 
Loaded in the following order:  
Ladder, K1321334 + SpeI+PstI+FastAP, K1321334 
+ EcoRI + PstI, K1321335 + XbaI+PstI, Kan 
backbone +EcoRI + PstI + FastAP.  
75V for 50 min 

17.09.02 SOP03 Gel purification  
Gel purification was made on all four samples form 
gel electrophoresis.  
55 °C melting temperature.  

17.09.02 SOP09 Ligation  
Two ligations were made:  
K1321334+ K1321335 and K1321334 + Kan 
backbone.  
For K1321334+K1321335 1:0, 1:1, 1:2, 1:4 and 1:10 
was made.  
For K1321334+Kan backbone 1:0, 1:1 and 1:max 
was made.  

17.09.03 SOP06 Transformation  
Transformation was made on all ligations from 
17.09.02 

17.09.03 SOP04 Colony PCR with MyTaq.  
Colony PCR was performed on the transformations 
from 17.09.02.  
14 colonies from chosen in total from each of the 



 
iGEM2017_Protocol09_Cellulose_biosynthesis 

transformations (K1321334+K1321335 and 
K1321335+Amp backbone).  

17.09.03 SOP13 Gel electrophoresis  
Gel electrophoresis was performed on the two 
different Colony PCR products.  
 
1 % agarose gel, small-thick combs.  
3 µL loading dye.  
Loaded in the following order:  
Ladder, K1321334 + SpeI+PstI+FastAP, K1321334 
+ EcoRI + PstI, K1321335 + XbaI+PstI, Kan 
backbone +EcoRI + PstI + FastAP.  
75V for 50 min 
 
0,5 % agarose gel, small-thick combs.  
3 µL loading dye 
Loaded in the following order:  
Ladder, K1321334 + SpeI+PstI+FastAP, K1321334 
+ EcoRI + PstI, K1321335 + XbaI+PstI, Kan 
backbone +EcoRI + PstI + FastAP.  
75V for 50 min 
 

17.09.04 SOP04 Colony PCR with MyTaq.  
Colony PCR was performed on the transformations 
from 17.09.03 (34+35 and 34+Kan backbone).  
7 colonies was selected for the 34+ Kan backbone 
(named K.1, K.2, K.3..) and 14 colonies was 
selected for the 34+35 (named C.1, C.2, 
C.3...C.14).  

17.09.04 SOP05 Miniprep 
Miniprep was performed on the colonies 2.6, 2.8 
and 2.13 from the Colony PCR from 17.09.03.  

17.09.04 SOP07 Fast digest  
Fast digest from performed on the plasmid from 2.6, 
2.8 and 2.13. They were all cut with EcoRI and PstI 
for 20 min.  

17.09.04 SOP13 Gel electrophoresis 
Gel electrophoresis was performed on the product 
from fast digest of 2.6, 2.8 and 2.13  
 
1 % agarose gel, big-thick combs.  
6 µL green ladder, 4 µL loading dye.  
Loaded in the following order:  
Ladder, 2.6, 2.8, 2.13 
75V for 22 min 
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17.09.04 SOP13 Gel electrophoresis 
Gel electrophoresis was performed on the PCR 
products (34+Kan and 34+35).  
 
34+Kan backbone:  
1 % agarose gel, big-thick combs.  
4 µL green ladder.  
Loaded in the following order:  
Ladder, K.1, K.2, K.3, K.4, K.5, K.6, K.7  
75V for 22 min 
 
K1321334+K1321335:  
0,5 % agarose gel, small-thick combs.  
4 µL green ladder  
Loaded in the following order:  
Ladder, C.1, C.2, C.3…C.14 
75V for 22 min 
 
 

17.09.05 SOP05 Miniprep  
Miniprep was performed on the PCR products from 
17.09.04: K1321334+K1321335 and 
K1321334+Kan backbone.  

17.09.14 SOP07 Fast digest 
Cellulose C+D was cut with restriction enzymes 
XbaI and PstI for 60 min at 37°C 

17.09.14 SOP13 Gel electrophoresis 
 
1 % agarose gel, big-thick combs.  
4 µL green ladder.  
Loaded in the following order:  
Ladder, K.1, K.2, K.3, K.4, K.5, K.6, K.7  
75V for 22 min 
 

17.09.14 SOP09 Ligation  
Two ligations were made:  
Ptac promoter + Cellulose AB(1:0,1:2 and 1:3)  and 
ptac promoter +Cellulose CD (1:0, 1:2 and 1:5)  

17.09.15 SOP06 Transformation  
Transformations were made on all the ligations from 
the 17.09.14. All on CML plates.  

17.09.16 SOP04 Colony PCR with MyTaq 
Colony PCR with MyTaq was performed on the 
transformations from 17.09.15 

17.09.16 SOP13 Gel electrophoresis  
1 % agarose gel, big-thick combs.  
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4 µL green ladder.  
Loaded in the following order:  
Ladder, K.1, K.2, K.3, K.4, K.5, K.6, K.7  
75V for 22 min 

17.09.18 SOP05 Miniprep 
Miniprep was made on ONC’s from the Colony PCR 
restreaks.  

17.09.18  SOP07 Fast digest 
Cut with the restriction enzymes EcoRI and PstI for 
45 min at 37°C.  

17.09.18  SOP13 Gel electrophoresis  
1 % agarose gel, big-thick combs.  
4 µL green ladder.  
Loaded in the following order:  
Ladder, K.1, K.2, K.3, K.4, K.5, K.6, K.7  
75V for 22 min 

17.09.18 SOP07 Fast digest  
Fast digest was made on the ptac promoter, 
Cellulose AB and Cellulose CD.  
The ptac promoter was cut with the restriction 
enzymes SpeI and PstI and with FastAP for 120 min 
at 37°C, while the Cellulose AB + Cellulose CD was 
cut with the restriction enzymes XbaI and PstI for 45 
min at 37°C.  

17.09.18 SOP13 Gel electrophoresis 
1 % agarose gel, big-thick combs.  
4 µL green ladder, 4  µL loading dye  
Loaded in the following order:  
Ladder, ptac promoter + SpeI+PstI+FastAP, 
Cellulose AB+XbaI+PstI, Cellulose CD + XbaI+PstI 
75V for 22 min 

17.09.18 SOP03 Gel purification  
60°C melting temperature.  

17.09.18 SOP09 Ligation  
Two ligations were made:  
Ptac promoter + K1321334 (1:0, 1:2 and 1:3) and 
ptac promoter + K1321335 (1:0, 1:1, 1:2 and 1:3)  

17.09.19 SOP06 Transformation  
Transformations into MG1655 was made on all the 
ligations from the 17.09.18.  
None of which were successful.  

17.09.22 SOP07 Fast digest  
Three different fast digest was performed.  
B144 + SpeI+PstI + FastAP  
B128+Xbai+PstI  
And N129 + Xbai+PstI  
45 min at 37°C with restriction enzymes.  
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17.09.22 SOP09 Ligation  
Two ligations were made:  
R156 + R158 (1:0, 1:max1, 1:max2) 
R157 + R158 (1:0, 1:max1, 1:max2)  

17.09.23 SOP06 Transformation  
Transformations were performed on the ligations 
from 17.09.22.  

17.09.25 SOP05 Miniprep  
Miniprep was performed on a ONC made from the 
transformation from 17.09.23 

17.09.25 SOP07 Fast digest  
The plasmids B150 and B151 from the miniprep 
was both cut with restriction enzymes EcoRI and 
PstI for 45 min at 37°C.  

17.09.25 SOP09 Ligation  
Two ligations were made:  
Ptac promoter + cellulose AB (1:0, 1:1 and 1:max) 
and ptac promoter with Cellulose CD + Kan 
backbone (1:0, 1:2 and 1:5).  

17.09.26 SOP06 Transformation 
Transformations was performed on the ligations 
from 17.09.25 

17.09.27 SOP04 Colony PCR with MyTaq.  
Used DreamTaq instead of MyTaq.  
Ptac promoter +Cellulose AB: (P1, P2, P3...P8)  
Ptac promoter with Cellulose CD + Kan backbone 
(K1, K2, K3, K4)  

17.09.27 SOP13 Gel electrophoresis  
1 % agarose gel, small-thick combs.  
4 µL green ladder.  
Loaded in the following order:  
Ladder, K1, K2, K3, K4, empty, P1, P2, P3, P4, P5, 
P6, P7, P8.  
70V for 50 min.  

17.09.28 SOP05 Miniprep 
Miniprep was performed on ONC’s made from the 
Colony PCR streaks.  

17.09.28 SOP07 All plasmids from the miniprep was cut with 
restriction enzymes EcoRI and PstI for 40 min at 
37°C.  

17.09.28 SOP13 Gel electrophoresis  
1 % agarose gel, big-thick combs.  
4 µL green ladder.  
Loaded in the following order:  
Ladder, K1, K4, P3, P4, P7, P8.  
75V for 40 min.  
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17.09.28 SOP09 Ligation  
Two ligations were made:  
Cellulose AB + ptac promoter (1:0, 1:1, 1:max)  
Ptac promoter Cellulose CD + psB1K3.(1:0, 1:1, 
1:5)  

17.09.29 SOP06 Transformation  
Transformations were made on the ligations from 
17.09.28 

17.09.30 SOP04 Colony PCR with Mytaq 
Cellulose AB + ptac promoter was named C1, C2.. 
Ptac promoter Cellulose CD + psB1K3 was named 
K1, K2...  

17.10.02 SOP02 ONC  
ONCs were made on some of the colonies from the 
Colony PCR 

17.10.03 SOP05 Miniprep  
Miniprep was performed on the colonies C5, C7, C9 
and C11 as well as K6, K7, K10 and K12.  

17.10.03 SOP07 Fast digest  
All the plasmids from the miniprep was cut with 
restriction enzymes EcoRI and PstI for 20 min at 
37°C 

17.10.03 SOP13 Gel electrophoresis  
1 % agarose gel, big-thick combs.  
4 µL green ladder.  
Loaded in the following order:  
Ladder, C5, C7, C9, C11  
Ladder, K6, K7, K1, K12  
75V for 40 min. 

17.10.03 SOP09 Ligation  
Four ligations were made:  
Cellulose CD+strong constitutive promoter (1:0, 1:1, 
1:max)  
Cellulose CD+PenI promoter (1:0, 1:1, 1:max)  
Cellulose AB+strong constitutive promoter. (1:0, 1:1, 
1:max) 
Cellulose AB + PenI promoter. (1:0, 1:max, 1:max) 

17.10.04 SOP06 Transformation  
Transformations were made on all the ligations from 
17.10.03 into MG1655.  

17.10.05 SOP04 Colony PCR with Mytaq 
Colony PCR was performed on the transformations:  
Cellulose CD+PenI promoter,  
Cellulose AB+strong constitutive promoter, 
Cellulose AB + PenI promoter.  
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17.10.06 SOP05 Miniprep 
Miniprep was performed on some of the colonies 
from the Colony PCR performed on the 17.10.05 

17.10.06 SOP07 Fast digest  
All plasmids from the minipreps was cut with 
restriction enzymes EcoRI and PstI for 45 min at 
37°C.  

17.10.06 SOP13 Gel electrophoresis 
1 % agarose gel, big-thick combs.  
4 µL green ladder.  
Loaded in the following order:  
Ladder, CelluloseAB+strong constitutive promoter, 
CelluloseAB+strong constitutive promoter, 
CelluloseAB+PenI, CelluloseAB+PenI, 
CelluloseCD+PenI, CelluloseCD+PenI.  
75V for 40 min. 

 

5. Results and conclusions 

Unfortunately none of the experiments conducted useable results. The project was kept 
theoretical.  

 

 


