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FFRL. F TR A B T CRISPR/Cas9H Afpi b B L, 5 il 2% 1899 55 J5 2 T CRISPR/Cas 9 A i
HAREERE . TR sgRNARA &0 O 4B TTEIE R SEE

AFRAEAN B N AmpPitE, 4xK2)13,000bp. A TR SCHE KRS BiE S % B, ATUR T B E YA T H 2 1Y
CRISPR/Cas9fi &, LAK i puromycinffiidife & 4tk vl L 5pMDLg. Rev & VSV-gdt#HEK293TAN A3t 4T E 20 18 75
(lentivirus) 155, 485 FF TG4l i sk 4L 23 9 3E 4T B AL K i CRISPR/CasOmi % -

U6 sgRNA EFS  SpCas9 Flag P2APuro

K1, FKiksgRNA. Cas9Flpuromyciniyi 4 FpLenti-sgRNA B b7 5< 8 EE(E B .

AR [FsgRNAZE T 28 7= KA R [FICRISPR/Cas9 sgRNA MR i e AIGIE AR RIR1T, sgRNAMF &1 O &ML T7TEIVAIRILE -
A TR TS Be i,  ER TR] B 3 W JC AT R BE ) 9 % B BT ORI pLenti-Control-sgRNA (L0001 1) 2% % [7] GFP 1) % J 5 ki
pLenti-GFP-sgRNA (L00013),

2 K [A] B 2 fit 2 T CRISPR/Cas9 43 A [ PPP4C & [K] iy 4 ¥ /53 ¥ (L29865 pLenti-PPP4C-sgRNA) . 1& i £ (L29866 PPP4C
Knockout Lentivirus). HEK293T#H }t.(L29867 PPP4C Knockout HEK293T Cells). HEK293 Tkt 5 48 it [ RIPA 22 fi# % (L29868
PPP4C Knockout HEK293T RIPA Lysate) HEK293 T b 4 i 1) Trizol 22/ ¥ (L 29869 PPP4C Knockout HEK293T Trizol Lysate)
S, EARTEAE 35 2 R 3 A i BRCAE A ol DX T o A P
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Species Gene Symbol Gene ID GenBank Accession Transcript
Human PPP4C 5531 BC001416 NM._002720

About the gene

Official Symbol PPP4C

Previous Symbol -

Official Full Name | protein phosphatase 4 catalytic subunit

Synonyms PP4; PPX

Location 16p11.2
Gene Type protein-coding gene
Uniprot ID P60510

Pathway/Library others

Protein phosphatase that is involved in many processes such as microtubule organization at centrosomes,
maturation of spliceosomal snRNPs, apoptosis, DNA repair, tumor necrosis factor (TNF)-alpha signaling,
activation of c-Jun N-terminal kinase MAPKS, regulation of histone acetylation, DNA damage checkpoint
signaling, NF-kappa-B activation and cell migration. The PPP4C-PPP4R1 PP4 complex may play a role in
dephosphorylation and regulation of HDAC3. The PPP4C-PPP4R2-PPP4R3A PP4 complex specifically
dephosphorylates H2AX phosphorylated on Ser-140 (gamma-H2AX) generated during DNA replication
and required for DNA double strand break repair. Dephosphorylates NDEL1 at CDK1 phosphorylation
sites and negatively regulates CDK1 activity in interphase (By similarity). In response to DNA damage,
catalyzes RPA2 dephosphorylation, an essential step for DNA repair since it allows the efficient
RPA2-mediated recruitment of RADS1 to chromatin. PP4C_HUMAN,P60510
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1o B A AR, 7R = K F) Lentivirus Packaging Vectors Set A (L00002), {ifipMDLg. RevfIVSV-g.
Xt F3E H 37 i I CRISPREE [ w4 FH (FsgRN AR I FURL I 2 ], A Bk R 2 = R AR % service@beyotime.com.
AP AR T A SRR AU, ASH TIRR IS EGRTT, AMEHTEREE R, AT HEEEA.
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a.

P08 1 S HUD B AR TR AL Stb13 B2 A A A B B G Y RS2 A 4E M, AmpPitE, HHATIHURLE/NE . HEBUREE
JE TR 8.

YsE s SARIRAS I FURL AT {8 B IS PCR IV 5 i HE/T %5 %€, Forward primer’ 5 TATACGATACAAGGCTGTTAGAGAG3',
Reverse primer §5'ACTGTGGGCGATGTGCGCTCTG3', PCRFZ#)%14700bp. alit— 5%, W5 54 hue,
Forward  primer A  5'ATGGACTATCATATGCTTACCGTA3' . ke X B H A
ATGGACTATCATATGCTTACCGTAACTTGAAAGTATTTCGATTTCTTGGCTTTATATATCTTGTGGAAAGGACGAAA
CACCGNNNNNNNNNNNNNNNNNNNNGTTTTAGAGCTAGAAATAGCAAGTTAAAATAAGGCTAGTCCGTTATCAA
CTTGAAAAAGTGGCACCGAGTCGGTGCTTTTTTG. FH:HNAsgRNAF .

2. RRERE SRS

a.

b.

AU B8 T 8RB A T HEK293 T4 M, 24/MJE 1345 = 10emIE R0, 37°C. 5% CO & FE4b24/ Nk, E I
JE AR AR 7R — A UL LS B TR S R, SURE .

8995 B A AL 0T 10embB; 77 ML, FESOOWIASF Fi A= Z A L5 FIDMEMES 77 (7= FIDMEM BX I FEDMEM ) 1) 5 Opti-MEM®
Medium ' JI A A sgRNAFi . pMDLg. Rev. VSV-gZril N10ug. 6.5ug. 2.5ug. 3.5ug, 1BAIEMMAN— & &F4R550M
SRR A e G FHE 22 48 FH Lipo293 ™4 J4iR 71)(C0521) « Lipo6000™4% Z4i 71(C0526) Lipo8000™4% 4Lk 71(C0533)
BB AE RGN, B Gl IR 228 5w i Jeiakm) 007 it B B 15 o 3% G J5 24/ NI FH48 /N 1] R IR AR 15 97 3
FIEH0.45um PSS IE R EAT IS UE, % BIE SRR, WTEERMAH . RIET 935 -80°CIRAE .

ST B VR A T R T B R S e AR RS, T LAGE FH 100k Da F IR HEAT SR 4, 028 2 K A JE Y (15m], 100kDa
MWCO, PES, Sartorius7)%%) (FUF158)8¢Amicon® Ultra-15 Centrifugal Filter Unit (UFC9100), 4°C. F%I&HE# 1) o i i 5
30538 AT, BT 29400l R SR IR 4G - o3 BRI 4V 1T LA 23256 5 -80°CIAR A7«

3. f@REARSG:

a.

B 5€ puromycin R i eI B - AR IR GL AR — & B8 BEAR A0 124182440, 4180, 0.2, 0.5, 1. 1.5, 2. 3. 4. Sug/ml
TR TR B D40 B X puromy cin I BBUBME , HERE {3 FH 25 2 K YJPuromycin Dihydrochloride (P42 %) (ST551). PR 541
J 4 A8 T R B AR BE B O 1% 4H L 1Y) puromycein B 8 W B2, RAA B RS E B 2 R M A H B
https://www.beyotime.com/product/ST551-10mg.htm.

1590 BRI AL A 12 SEI0 75 SR AR A AR (A 124L8), AR A L2 R EA50% A B . BB AR AL, o 2 A
IR 4. 37°CHE IR BT, B IR0 NN 5~10pg/mlff]Polybrene(C0351/ST551). Ji 8 BULHT, M-80°CUKAEEL Hiw 75 Jm
VKIRLAL, 275 M O SCHR B AR TS 5045 B IMOME I N E B B, X T ARIRAARI R, 7T PLERA%0.5ml/ LI A4
L, 0TI E TR EE, —ARL00u/ALEN10T TUR A B, FEIRS), 37°CARLRiaR. WiR)G, WBR & a1 ks
W WIIHTEER) S — E IR B puromycin G FRGIEAT 1%, —MIMIL2R )G, ARG AN MIZHAE L, AR
HAFIE LB, AURT DASCER B 70 2 A B B0 B B ) AR kAT e S8 o B IRl R b, W] LK i R e 2 6L E 1 0cm
BIRMHATY K595 . —JHZ )5, puromycinif B2 Al I8 . Wi A 26 85 22 ] OB R 4 AR 2.5/ /ml, AR5 4% i 4F
FL200pl R 2196 FLAR P (AT 24054 E), Tk e e BE LR . 05 BRI UL TV AT 225 Polybrene (CO35 1) A I U6 W

https://www.beyotime.com/product/C0351-1ml.htm.
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a.

b.

C.
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JEFRGE AL B 0 R 48, {3 FH Lipo8000™ % 4Lix71](C0533) Lipo6000™ 4% FLixf|(C0526)ml H & A ik Y % Heik
7, BARIEE YA ) 2D BR S 2 R 5 e i 7 i

1y € puromycin P T B . AR A% — 2 % FERE 1241802441, #4180, 0.2 0.5, 1. 1.5\ 2. 3. 4. Sug/mIXFEMIK
JEE A4 D % puromyecin I RBUBE: , HEFE(H F 25 = K IPuromycin Dihydrochloride ("EM 2 %) (ST551). K JG 41 423548
TC B f IR B ED iz 40 ML I puromycin G ik WK B, R AR D RS E E Z R %7 W M U
https://www.beyotime.com/product/ST551-10mg.htm.

LS5 2948/, 3% I _E IR I ERAS I puromycin i & IR B 0 A puromycin, fERH RGN, —ALIRIE2 RS, B4 IE
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L. HRRE, AT LR AL A6 A LR B OcmE IR MEAT Y KH 97 . — A2 )5, puromycind& SR JEF . 40RAT &
B R A n] LB AR R 2.5/ ml, AR5 14 FR A FL200pl B2 R 396 FLAR  (RFFLF-3510.5/N 4 M), 7738 B0 7 e A0 A ok

5. HERmBHILE:

a. WTZwiEGME, W LUEET7 Endonuclease I (T7TEDFAT %5 5E, RISEHUAHRLY LR ZHDNA, TEsgRNAJT AL 514
HEATPCRY™ 1Y, SRJGHHTTTEIEGY), HAKiES %2 = RITT Endonuclease I (CRISPREE:FE: [K 5845 % 52 H) (D7080) 5 [A]

21 9 4 R AR LI 50 (D05 08); -t T LA 3o AH L ) B (A2 AT A o

b XTI, FIEIPCRY 4 HsgRNASE A (K15 X Fr B Jm BEAT 5 HUIN 5 R 07 s AT S80IE, - [R]I th mT DU Y AR S (47

PREAT LI -
X~ m:

ELkE] P AR ok
L00002-5pug CRISPR/Cas9 Packaging Vectors Set A Sug/each
L00002-100png CRISPR/Cas9 Packaging Vectors Set A 100pg/each

L00011-5pg pLenti-Control-sgRNA Sug
L00011-100pg pLenti-Control-sgRNA 100pg
L00013-5pg pLenti-GFP-sgRNA Spg
L00013-100pg pLenti-GFP-sgRNA 100pg
0222 T8 2 -0 R VA (100X) 100ml
C0351-1ml Polybrene (Hexadimethrine Bromide) Iml
C0351-50mg Polybrene (Hexadimethrine Bromide) 50mg
0521 Lipo293™#% JLig 7] 0.5/1.5/7.5ml
C0526 Lipo6000™ % L i 711] 0.5/1.5/7.5ml
C0533 Lipo8000™#% 4L i 7 0.5/1.5/7.5ml
D0378 StbI3 H i 200ul
ST551-10mg Puromycin Dihydrochloride (F# %5 3) 10mg/mlx1ml
ST551-50mg Puromycin Dihydrochloride ("M 2 2%) 10mg/mlx5ml
ST551-250mg Puromycin Dihydrochloride ("M 2 2%) 250mg
ST1380-500mg Polybrene (=94%, Reagent grade) 500mg
ST1380-2g Polybrene (>94%, Reagent grade) 2g
ST1380-10g Polybrene (=94%, Reagent grade) 10g
FF345-10pcs 316 #%(0.45um/28mm, PES, Sterile, Sartorius43) 10/M/4%
FF345T-10pcs £k #$(0.45um/28mm, PES, Sterile, i [117)%%) 10/~/48
FF345-50pcs 316 #%(0.451m/28mm, PES, Sterile, Sartorius/5i3%) 507N/ &
FF365-10pcs BeyoGold™%} 3k JE4%(0.45um/33mm, PES, Sterile) 10/~/4%
FF365-100pcs BeyoGold™#% 3k JE #%(0.45um/33mm, PES, Sterile) 100/N/£:
FF375-10pcs BeyoGold™4% 3k JE #%(0.45um/13mm, PES, Sterile) 10/~/48
FF375-100pcs BeyoGold™%} 3k JE2%(0.45um/13mm, PES, Sterile) 100/N/£x
FUF158-2pcs HBIEE (15ml, 100kDa MWCO, PES, Sartorius?) %) 2448
FUF158-12pcs HBIEE (15ml, 100kDa MWCO, PES, Sartorius?) %) 12M/48
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