
(1) Purification
1. experimental objective :purification of cas9 linearized fragment and dusk-pUC57 linearization
vector
2. Experimental equipment
(1) Reagent: the sample solution treated with DpnⅠ, ddH2O(preheated by oven at 55℃).
(2) Instrument: liquid transfer guns and gun heads, EP tubes, centrifuge, purification kit, etc.
3. Experimental steps

The cas9 linearized fragment and dusk-pUC57 linearization after de-template DNA were
added with 3 times volume of Buffer DC, and then mixed evenly. The Spin Column in the kit was
placed on Collection Tube. The mixture of Buffer DC was transferred to Spin Column and
centrifuged at room temperature 12000rpm for 1 minute. Then the filtrate was added to Spin
Column, and the filtrate was centrifuged at room temperature 12000rpm for 1 minute. Then the
filtrate was discarded. 700μl Buffer WB was added to Spin Column, and put for 5 minutes at room
temperature, then centrifuged at room temperature 12000rpm for 30 seconds. The 700μl Buffer
WB was added to the Spin Column, and put for 5 minutes at room temperature, and then
centrifuged for 30 seconds at room temperature 12000rpm and discarded the filtrate. Spin Column
was placed on Collection Tube and centrifuged at room temperature 12000rpm for 1 minute. Place
the Spin Column on the new EP tube and open the lid. Put at room temperature for 2 minutes to
volatilize the residual alcohol. 30μl ddH2O was added in the center of the Spin Column membrane,
and centrifuged for 1 minute at room temperature 12000rpm to dissolve the DNA. Then the filtrate
was added to the center of the Spin Column membrane and 30μl ddH2O was added. DNA was
dissolved in the filtrate by centrifuging for 1 minute at room temperature 12000rpm.
（2）Determination of concentration
1.experimental objective: Prepare for one-step cloning
2. experimental equipment
(1) Reagent: ddH2O,purified Cas9 and dusk-pUC57 sample solutions
(2) Instrument: liquid transfer guns and gun heads, DNA concentration analyzer, etc.
3. experimental procedure

1μl ddH2O was added to the measuring platform with a liquid transfer gun, and the DNA
concentration was measured (when the concentration was > 0.1 ng/μl, the measurement platform
was not cleaned and ddH2O was re-measured until the concentration was lower than 0.1 ng/μl).
The DNA concentration of 1μl solution was measured and the concentration was recorded.
4. experimental result

Dusk-puc57 Cas9
DNA concentration（ng/μl） 85.4490 30.9692
(3)One-step cloning and transformation
1.Experimental purpose:Construction of dusk-Cas9-pUC57 plasmid and acquisition of
DH5α+dusk-Cas9-pUC57
2. experimental equipment
(1) Reagent: ddH2O,purified Cas9 and dusk-pUC57 sample solutions, DH5α,LB broth
(2) Instrument: Pipette and tip, EP tube, ice box, one-step cloning kit, metal incubator, 37 °C
shaker incubator, etc.
3. Experimental steps

Add the corresponding reagent to the EP tube according to the following table, shake it, put it



into the metal incubator, set the temperature to 37 ° C, and let it stand for 30 min.
One-step cloning reagent Sample volume（μl）

Experimental group Control group 1 Control group 2
5×CE Maltis Buffer 4 4 4
Enase Maltis 2 2 2
dusk-pUC57 1.5 1.5 0
Cas9 2.8 0 2.8
ddH2O 9.7 12.5 11.2
Total volume 20 20 20

DH5α and the recombinant solution were ice-bathed for 10 minutes, and 50 μl of DH5α and 5
μl of the recombinant solution were separately added to an EP tube and mixed, followed by ice
bath for 30 minutes.The EP tube was placed in a metal incubator at 42 ° C for 90 seconds,
immediately placed in an ice box for 1 to 2 minutes, then 945 μl of 37 ° C preheated LB liquid
medium was added, and cultured at 37 ° C for 1 hour on a shaker.
(4) Plate culture
1.Experimental purpose:Cultivation of DH5α+dusk-Cas9-pUC57 strain
2. experimental equipment
(1) Reagent: Amp,LB broth,DH5α+dusk-Cas9-pUC57 bacterial solution
(2) Instrument:Pipette and tip, centrifuge, petri dish (including LB solid medium and Amp), glass
beads, alcohol lamp, 37 ° C constant temperature incubator, etc.
3. Experimental steps

Centrifuge the EP tube 6000rmp containing 1 ml of the transformant for 5 minutes,Take 700
μl of the supernatant with a pipette near the alcohol lamp and discard it,Mix the concentrated
supernatant with the precipitate,Take 50 μl of the bacterial solution in a Petri dish, pour in a proper
amount of glass beads, shake it from side to side until the bacterial solution is evenly spread,pour
out the glass beads,the culture dish with the bacterial liquid was placed in a 37 ℃incubator and
cultured overnight.


