
8.19

ARAC total20μl，1.5.ml Centrifuge tube
①ddH2O:6μl
②Buffer:2μl
③substrate:10μl

KpnI、SaII each 1μl

Flick to mix, instantaneous centrifuge

Preparation for sample addition 10min

TETRtotal20μl
①ddH2O:6μl
②Buffer: 2μl
③substrate: 10μl

PstI、SpeI each 1μl

37℃15 min
80℃20 min

Glue preparation:0.5g+5mlTae+melt→5μlDye
5μlTwo kinds of：5000、15000+substrate20μl +loading buffer 4μl（10min）
Power：voltage max+time26min

8.21
Results :tetr with two bands (more than 3000, more than 700 arac with one band
2000-3000)
Note: First turn on the gel imager next to the computer, and then start the software.
(When the gel imager is turned on, there will be two yellow lights, "Power" and
"Slow" lights.)
Cut glue: open the bottom cabinet of the imager, lay plastic wrap, insert the UV baffle,
place the glue in the center, open the TRANS UV knife to cut the required strips,
remove the empty glue as far as possible, chop it, transfer it into the empty centrifugal
tube, turn off the UV and power supply, remove the plastic wrap and baffle, and wipe
the table
The amount of tetr is too small and may not be recycled
tetr plasmid was placed in two 50μl tubes at -20°C

arac 0.31g tetr 0.57g
PN 310μl PN 570μl

PW plus anhydrous ethanol 60ml



(If the volume is too large, add a collection tube) (speed 12000rpm)
1. Column equilibrium, adsorption column 500μlBL, 1min
2. Sol, 310μl/570μl, 50℃
3. Transfer to the adsorption column, place at room temperature for 2min, then
transfer for 1min
4. Add 600μlPW for 1min
5. Repeat 4
6. Idle for 1 minute, then remove the lid and leave to dry for a few minutes
7.>30μlEB (be sure to drop on the white cylinder), replace the tube, and rotate for 2
minutes
After cutting and recovering, the concentration was: arac: 18ng/μl, tetr: 15.2ng/μl
14.4ng/μl
Mixed with 0.50g+50mlTAE+5μl dye

digestion
Single enzyme digestion:
A1 arac 18ng/μl
arac 44.4μl——800ng
Buffer 1.6μl（2*0.8）
Enzyme 0.8μl（1*0.8）
Double digestion:
A2 Arac（250ng/μl）4μl——1000ng
Buffer 2μl
Enzyme KpnI+SaII 2ul
H20 12μl

Detection
A1:5.88μl 5.9μl
A2： 2μl
Run the glue（120V 400mA 30min）：

Electrophoresis1 Marker
Electrophoresis2 plasmids
Electrophoresis3 A1
Electrophoresis4 A2

8.22

Digestion tetr（T）107ng/μl
Run the glue（120V 400mA 24min）：

Electrophoresis1 Marker
Electrophoresis2 T
Electrophoresis3 A2(finalizing Single enzyme digestion)
Gum cutting：tetr 0.08g arac0.09g

PN 80μl 90μl Metallic bath 2min



Rubber recovery

Measuring concentration:
tetr recovery concentration：5.5ng/μl
Arac: 10.9ng/μl (A full ng takes 91.74μl)

Run the glue A1(120V 400mA 30min)
Loading buffer:Each hole has about 2μl
A1:Each hole has about 8μl
Electrophoresis1 2μl loading buffer
Electrophoresis2 8μl A1
Electrophoresis3 marker GL5000
Second electrophoresis:
Electrophoresis1 4μl loading buffer 10μlA1
Electrophoresis2 2μl loadingbuffer 8μl A1
Electrophoresis3 marker GL5000

8.23
A1 Cut glue (with about 30ml TAE liquid) and recycle glue
Empty pipe：1.15g

Pipe1 pipe2 pipe3 pipe① pipe② pipe③
0.72g 0.57g 0.54g 0.37g 0.64g 0.57g

PN 720 570 540 370 640 570
Glue recovery, eluent EB 50μl, centrifuge 3 times
Concentration 7.7ng/μl， n*M=c*v ,To get to 0.1pmol you need about 84μ l of
solution [1057.1500]
Ptrc99a Double enzyme cutting, running glue
3.2g 100ml LB medium

8.24
Solid to liquid medium
The large vial of liquid culture has been spiked with ampicillin
One colony was selected from① and② and added to 7ml medium

8.25
Extract plasmid (3ml bacterial solution plus 70μlEB)
concentration
Digestion:
DNA 45μl
Buffer 2μl
Kpn1,Sa2 2μl

Glue 30ml
Run the glue



Electrophoresis1 Cutting plasmid
Electrophoresis2
Electrophoresis3 Cutting plasmid 4μl
Electrophoresis4 plasmids 4μl
Electrophoresis5 marker 1.5μl

Weighing after cutting glue: 0.26g
260μl PN
ptrc99a, enzyme digestion 9.4ng/μl,need 0.01pmol=0.01*10^(-12)mol=10^(-14)mol
4159*650*10^(-14)=2.7*10^(-8)g=27ng
Volume：27÷9.4=2.9μl

8.26
The receptive + connected plasmid (arac) was added with 25ngDNA per 50μl cell
Yesterday: ptrc99a:27ng, arac:165ng
A total of 192ng(but the arac is increased, it should be greater than 192ng) is
calculated at 200ng
For 100μ1 receptive cells (50μl cells :25ngDNA), 50ngDNA should be added
200 ng / 2.9 + 84 + 1 + 1≈90 μl
Take :22.5m1 and attach the plasmid
Sterilization: solid medium, liquid medium (solid medium,4.8g powder +150ml pure
water, add 0.015gAmp after sterilization
Liquid medium,2.5g powder +100ml pure water)
8.26 PM
100μl K12+22.5μl connected plasmid
Follow the K12 instructions
arabinose(inducer) was not added before the bacteria were attached to the plate, and
arabinose was added after the bacteria were attached
arabinose is powder, 0.03g(150ml medium)
0.03g arabinose+1100ul pure water
Eleven plates were poured and 100μl arabinose solution was added to each plate
The green colonies were cultured and screened for successful connection

8.28 PM.
Enzyme digestion of tetr fragments:
t1 16.1ng/μl, t2 19.2ng/μl
Blp1 2μl Buffer

8.30 PM.
Run tetr cut glue cut waste, no strip
Start from the large fragment of tetr again
Arabinose dosage :1mM concentration, 100μl per plate
Maracbinose = 342.3 g/mol
Total 5 plates,500 UL solution,5*10^(-4)mol aracbinose



Mass :5*10^(-4)*342.3=0.17g
That is, 0.17g+500μl pure water
The bacteria cultured in 8.26 (placed in the refrigerator) were observed by
fluorescence microscope, and the phenomenon was not obvious, and the colonies
were in large pieces, which may have been caused by the lack of smooth coating
during inoculation. Today, the colonies with slight bright spots in fluorescence
observation were selected →200μlLB+Amp liquid medium dilution → coated to LB
plate (the incubator was not placed because it was closed).
In the next experiment, green colonies were found, and each observed one was
marked at the bottom of the plate during fluorescence observation. The labeled
colonies were picked into liquid medium, and the plasmid could be extracted after
culture

8.31
1. Column balance（1.08）
2. Weighing of rubber block: 0.05g (0.1g→100μl) →Adding 50μlPN, it is difficult to
dissolve, and adding 30μlPN (weighing centrifugal tube problem) → resulting in a
volume of 160μl
3. Add CA2,2min, then centrifuge
4. Add 600μlPW
5. Add EB Eluent about 35μl
（Repeat centrifugation twice during the collection phase）
Change 1.5ml centrifuge tube for collection (concentration to be measured)
Attempted digestion 6.9ng
Tetr 19μl DNA1μg 13μl
Buffer 2μl Pst1 1μl Spe1 1μl
B1P1 1μl Buffer 2μl
37℃ 1h
The tetr gene has no band and cannot be recycled
~700bp glue recovery
PM: The tetr fragment was recovered and the concentration was measured at 8.6ng/μl

9.11
Enzyme digestion arac, tetr
Electrophoresis:
Electrophoresis1 maker
Electrophoresis2 arac
Electrophoresis3 tetr
Electrophoresis4 tetr

When the plasmid is used up, the plasmid is extracted from the bacterial solution, but
the storage time is too long, the bacteria sink to the bottom, not the suspension of the
fresh bacterial solution, which may affect the result
Plasmid concentration: a1a2 is the same, t1t2 is the same



A1 493.8ng/μl
A2 521.9ng/μl
T1 149.7ng/μl
T2 119.1ng/μl

9.12
Digestion a1 t1
A1 substrate 2.02μl t1 substrate 6.68μl
Buffer 2μl buffer 2μl
Kpn1 Sa2 2μl Pst1 Spe1 2μl
DdH2O 14μl DdH2O 9.32μl
Electrophoresis:
Electrophoresis1 maker
Electrophoresis2 arac
Electrophoresis3 tetr
Rubber recovery：
Arac 0.16g tetr0.2g

160μl 200μl
8.8ng/μl 4ng/μl

8.8ng/μl 0.5μl
DNA 6μl
Buffer 2μl
BLP1 1μl
DdH2O 11μl
37℃ 1.5h
Electrophoresis (30ml) 30min
Two target bands can be seen, but the amount is small and stored at 4℃

arac single enzyme cut, cut glue, stored in the upper layer of 4℃ refrigerator
Glue recovery, concentration measurement,5.8ng/μl

9.14
Ptrc99a 53.3ng/μl
Arac Kpn1 Sa2 493.8ng/μl
Tetr Pst1 Spe1 149.7ng/μl
Ptrac99a Kpn1 Sal1 53.3ng/μl 18.8μl

Maker tetr arac ptrc
1 ② ③ ④

Empty pipe：1.00g
Ptrc99a： 0.16g 16.6 3μl
Tetr: 0.10g
Arac: 0.09g 15.1 12μl
Glue recovery, concentration not measured



9.17
Preparation: Gun tip, PCR tube, sterilization of medium, inverted plate
Connections:
arac 12μl
ptrc99a 3μl
Buffer 2μl
Ligase 1μl
H20 2μl
16:00~18:00, 25℃ for 2h, 4℃ storage
Tomorrow:
Open the ice machine, prepare the liquid medium, kanamycin, arabinose
Feelings of ice melting
Inducer is added before coating
The connecting system is refrigerator 4℃ at the far gate of 307

9.20
50μl→25ngDNA
906.4ng/μl 100μl→50ngDNA
Dilution :0.5μl of the connection product is added to 4.5μlddH20
1μl connection product →100μlK12
Coating plate 5:
IPTG+Arabinose :2 plates
IPTG:1 board
Arabinose :1 plate
None :1 board

(1mM arabinose :3.4g→10ml water
1mM IPTG 0.002383g/mol)
0.1M arabinose :0.15g→10m1 water
0.1M IPTG:0.238g→10ml water


































