
(1) The insertion fragment prepared by PCR
1. experimental objective ：Cas9 linearized fragment obtained
2. experimental strains:3WT+P
3.experimental equipment
（1）Reagents:10mM Cas9-F,10mM Cas9-R,PCAS plasmid template,ddH2O,2xPhanta Max
Master Mix
（2）instrument：Liquid transfer gun and head, PCR tube, ice box, gradient PCR instrument, etc.
4.experimental procedure

Each solution was added to the PCR tubes with the liquid transfer gun according to the
following requirements. After rocking, the solution was put into the gradient PCR instrument to
carry out the PCR.
PCR/μl μl
2xPhanta Max Master Mix 25

10mM Cas9-F 2

10mM Cas9-R 2

pCAS plasmid template 2

ddH2O 19

PCR condition setting Cas9
Step one 95℃ 180s

30
cycle

Step two 95℃ 15s

Step three
temperature gradient

（51.4℃、54.7℃、60.3℃、

62.1℃、64.6℃） 15s

Step four 72℃ 180s

Step five 72℃ 300s

(2)detection of PCR by the electrophoresis gel
1.experimental objective ：test for amplification of linearized cas9 fragment
2.experimental equipment
（3）reagents:the DNA sample solution after PCR, 1TAE, agarose, 4S Red Plus Nucleic Acid,
DNA buffer, 10000bp DNAMarker.
（4）instrument： liquid transfer guns and gun heads, conical bottle, cylinder, electronic balance,
microwave oven, gel plate, electrophoresis apparatus, ultraviolet analyzer, etc.
3. experimental procedure

20ml 1  TAE was poured into the conical bottle, 0.2g agarose was added to the conical
bottle, then heated in the microwave oven to dissolve. When the temperature was reduced to
could be touched by hand, 1μl 4S Red Plus Nucleic Acid was added and shake well. Then pour it
into the gel plate to be cooled and solidified, then put it into the electrophoresis apparatus,
mixed 1μl DNA Buffer and 3μl the liquid to be tested, and then added it to the corresponding
hole in the gel plate. After all the samples had been added, added 4μl 10000bp DNA Marker in
the hole without the sample. Then turned on the power, and when the samples ran to the back
half of the block and was close to the end, turned off the power, put the block into the ultraviolet
analyzer, and observe the gel electrophoresis results.



4. Experimental results:
The first group of primers designed by ourselves. The second group of primers used by the

cas9 PCR success group as a control.
A,b,c,d,e was the conditions of 51.4 ℃, 54.7 ℃, 60.3 ℃, 62.1 ℃ and 64.6 ℃, respectively.

The length of the PCR fragment is 4177. It can be seen from the gel map that the primer designed
by us can be used and the linear fragment of cas9 can be obtained successfully.
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