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2018.10.08 - 2018.10.14  WEEK 12 

 

2018.10.08 

 

Parts 

Extract KX- pExoS54F plasmid from bacterium solution. 

Result analysis: Concentration of each plasmid varied in range of 150-200 ng/μL. 

Take 4 μL of each sample, add into the plate from administration, dry up in laminar flow hood 

for 6h. 

------ Ma Xinyue, Zhang Yue 

HeLa Cells – Western Blot 

Thaw Hela cell from -80 ℃ refrigerator. 

------ Zhao Anqi, Song Zhiwei 

2018.10.09 

 

Parts 

Cover the plate wells with the provided adhesive foil and a plastic lid. Label the plate. 

------ Ma Xinyue, Zhang Yue 

Immunohistochemistry 

Get 4 male mice at the age of 6 weeks with intact immunological system at night. Keep them in 

good condition. 

------ Chen Xirui 

2018.10.10 

 

Immunohistochemistry 

At 9 o’clock, keep the mice from eating for 4 hours. 

At 13 o’clock, gavage each mice with 100 μL penicillin and streptomycin. 

2 hours later, provide them with food and water. 

------ Chen Xirui, Sun Qi 

HeLa Cells – Western Blot 

Thaw Hela cell from -80 ℃ refrigerator. 

------ Zhao Anqi, Song Zhiwei 

 

2018.10.11 

 

Safty - Light Control 

We repeat the experiment. Take some bacteria transformed last time and shake at 37℃. Sub-

cultures are grown overnight. 

------ Liang Ruijuan 
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Collaboration 

Since the previous experiments did not prove that the plasmid successfully transformed the 

engineered bacteria, we intend to re-extract the plasmid and identify it by enzyme digestion, 

and then measure the amount of luciferase expression. 

From the previously electrolyzed bacterial solution, 100 μL was transferred to 2 mL of LB liquid 

medium containing kanamycin, and cultured at 30°C for 12-16 hours on a shaker. 

------Ma Ningjia, Song Zhiwei 

 

Immunohistochemistry 

At 9’o clock, keep the mice from eating for 4 hours. 

Test the OD600 of bacterium and take some (when OD600 = 1, take 2 mL) to centrifuge and 

resuspend with 100 μL buffer each. 

At 13 o’clock, gavage each mice with 100 μL bacterium with buffer (buffer only in negative 

control). 

Euthanize the mice and take the intestine close to the stomach. Fix them with 4% PFA for 1 hour. 

Wash with PBS twice. Put them in the 30% sucrose solution in 4℃ overnight. 

------ Chen Xirui, Sun Qi 

HeLa Cells – Western Blot 

Passage HeLa cells from to 10-cm dish to 10-cm dish and 12-well plate. 

------ Zhao Anqi, Song Zhiwei 

 

2018.10.12 

 

Safty - Light Control 

We repeat the experiment.  

The progress: 

1. Add another group in contrast. We add the bacteria delta 9 with blank plasmid, because we 

want to know whether we successfully transform plasmids into the bacteria. 

2. Shake the bacteria with light and dark control for 2 hours before we spread. Add suitable 

concentration of antibiotics in 2 mL of the LB liquid medium for each plate and inoculate 

bacteria until OD600 value is 0.5 in each tube, shake at 37℃. Two groups are in light, one is in 

dark with silver paper. Monitor the culture until OD600 value is between 1.0 and 2.0, use the 

silver paper to make the culture in dark to induce recombinant protein expression. Then spread 

100 μL of the bacteria on each plate. 

------ Liang Ruijuan 

Collaboration 

The plasmid was extracted from the bacterial culture cultured the night before.  

------Ma Ningjia 
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Immunohistochemistry 

Take the samples out and embed them with O.C.T. 

Put the samples in -80 for 2 hours. Frozen section. 

------ Chen Xirui 

HeLa Cells – Western Blot 

We infect the HELA cells with the engineered P. aeruginosa respectively carrying the plasmid 

pExoS54F-NY-ESO-A, pExoS54F-NY-ESO-B, pExoS54F-0201, pExoS54F-0301A, pExoS54F-0301B 

and pExoS54F-0301C and obtain the HELA cell lysates. Then we stored the samples on -20℃ 

refrigerator. 

------ Zhao Anqi, Song Zhiwei 

2018.10.13 

 

Safty - Light Control 

Result observation: Each plate grows a film of bacteria. 

------Ma Ningjia, Liang Ruijuan 

Collaboration 

The extracted plasmid was directly run on an agarose gel to observe whether there was a band 

of the plasmid. 

Then the plasmid was digested with BstB1 restriction endonuclease. 

 

Set up the reaction following the instruction in the table above at 65℃ for 1.5 hours. 

Thereafter, agarose gel electrophoresis was carried out to observe a band of the digested 

product. 

 

Fig 1 | Restriction Digestion 

The results showed that most of the plasmids could run out of a band of about 7000 bp, and it 

Component Volume 

Cut Smart buffer 1 μL 

BstB1 0.2 μL 

DNA 4 μL 

ddH2O 4.8 μL  
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was confirmed that a plasmid was proposed. However, the bands were still not visible when 

they were digested again. Therefore, we speculate that the plasmid concentration is too low, 

the molecular weight decreases after digestion, and the brightness can not show a band. 
Identification of luciferase expression of pf-5 carrying different promoter
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Fig 2 | Identification of luciferase expression of pf-5 carrying different promotors. 

From the results, it can be seen that there is no significant difference in the promoter 

strengths of PK, P2, P3, P4, P5, P6, P8, P9, P10, P11, P12, P13, and P14. 

 

------Ma Ningjia 

Immunohistochemistry 

Take some of the sections. Block with 5% Donkey Serum for 30 min. 

First antibody (1/1000 dilute) in 4℃ overnight. 

------ Chen Xirui 

HeLa Cells – Western Blot 

We start doing the cell lysates western blot. In the evening, we placed the PVDF membrane in 

10 mL of primary antibody solution overnight on an orbital shaker at 4°C. 

------ Zhao Anqi, Song Zhiwei 

 

 

2018.10.14 

 

Safty - Light Control 

Result observation: All groups grow a film of bacteria. Our bacteria transformation failed.  

Maybe our antibiotic has problem. It can’t filtrate the bacteria that we need. Although we 

increase the antibiotic concentration, it is noneffective. 

We also learn that, setting control groups in different aspects and detecting experiment material 

in advance are important. 

------Ma Ningjia, Liang Ruijuan 
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Collaboration 

Configure CLB reagent: 

After the components are added, mix them upside down. 

Transfer: Add 50 μL of the bacterial culture in overnight culture to 1.3 mL of LB (3 tubes each for 

parallel). Incubate on a shaker at 37°C at 940 rpm for 2 h. 

Dilute 5 or 10 times of the appropriate amount of bacterial solution to measure OD600 value, 

uniform OD600 value to 0.2. 

90 μL of the bacterial solution was taken out, added with 10 μL of KH2PO4/Na2EDTA, and left to 

freeze at -80°C until completely solidified. 

Place at room temperature until completely melted, add 300 μL of CLB and mix for 10 min at room 

temperature. 

100 μL of the previous bacterial solution was added to a 96-well plate, and then 100 μL of the 

substrate was added, and the mixture was blown and the firefly was measured. 

（Since the fluorescence quenching is fast, this step should be completed within 10 s.） 

 

Fig 3 | Identification of luciferase expression of pf-5 carrying different promotors. 

------Ma Ningjia 

Immunohistochemistry 

Wash with PBST (PBS+Triton X-100). Secondary antibody (1/200 dilute) at room 

temperature for 1 hour. Wash with PBST. Mounting with DAPI. Photo shooting. 

There is no significant differences between negative control and the experimental group. 

Take some of the sections. Block with 10% Donkey Serum for 30 min. First antibody (1/5000 

or 1/10000 dilute with one group without first antibody) in 4℃ overnight. 

------ Chen Xirui 

HeLa Cells – Western Blot 

We finished doing the western blot. The result is shown below: 

 

Group PK P2 P3 P4 P5 P6 P8 P9 P10 P11 P12 P13 P14
1 26831 22993 22418 22979 22910 24754 21860 19899 22691 22919 22961 22197 22857
2 22575 22916 23338 21908 22621 22870 22221 22344 22430 22687 24577 22532 22299
3 23123 23530 22588 22579 22727 21884 22325 24142 22117 22744 22727 22633 22713

Identificaton of luciferase expression of pf-5 carrying different promotors

Component Volume 

5× CCLR 2.4 mL 

10 mg/ml BSA 3.0 mL 

H2O 6.6 mL  
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Fig.4 | Western Bolt (Using the cell lysates samples) 

The result shows that all of the six antigens can be detected in the western blot. The engineered 

P. aerugnosa carrying the plasmid pExoS54F-NY-ESO-A, pExoS54F-NY-ESO-B, pExoS54F-0201, 

pExoS54F-0301A, pExoS54F-0301B and pExoS54F-0301C can be successfully induced to express 

and inject the protein into the host cell. 

------ Zhao Anqi, Song Zhiwei 

 


