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FERI BRI, T EZ )40 i rh B4 T CRISPR/Cas O AR R bR H (2N, 5l il id 0, 5618995 53 J5 2 T CRISPR/Cas9HE AR fil
B H IR . AR FPsgRNA R Rt B4l id TTELE 6L .

A RLAEA B O AmpPitE, 4K 2913,000bp. AR OCHE EIRE(E B 2% B A BURL AT B4 G A B T B A BRT i)
CRISPR/CasOfih, LA it puromycin i fa i 4k T LA 5pMDLg. Rev % VSV-g3tHEK 293 TN ML AT F 411855 75
(lentivirus) AL, AR5 TR GL 4 i B 2 2391 3847 H 5 K] CRISPR/Cas9ri R .

U6 sgRNA EFS  SpCas9 Flag P2APuro
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K1, FKiksgRNA. Cas9Flpuromyciniyi 4 FpLenti-sgRNA B b7 5< 8 EE(E B .

> TR AIsgRNAFE T 28 75 K & FICRISPR/Cas9 sgRNA PR i FIGIE /A R3K1E, sgRNARIAE JME 2 4l il TTERE KL «

> Rk T SE A B, g3 I E) A% ) TG AT AT B JA) (1 %) FE S R pLenti-Control-sgRNA (L00011) 8% ¥ 5] GFP [ X [ 53 fi
pLenti-GFP-sgRNA (L00013),

> K A LR T CRISPR/Cas9F A IR ACK 1 2 A s B 1 7 ¥ (L30375 pLenti-RACK 1-sgRNA). 879 #:(L30376 RACKI
Knockout Lentivirus). HEK293T#H/{5(L30377 RACK1 Knockout HEK293T Cells). HEK293 T 4 48 i [ RIPA Z2 fi# ¥ (L30378
RACK1 Knockout HEK293T RIPA Lysate). HEK293T i b 4H Jfd ff) Trizol 2 fif #{ (L30379 RACK1 Knockout HEK293T Trizol
Lysate) 557 i,  ELARIETE 28 22 R 3l 25 1) BRAE AR it 9 00 i AR i o

> RACKIE:H A BT

Species Gene Symbol Gene ID GenBank Accession Transcript

Human RACKI 10399 BC000214 NM_006098

About the gene

Official Symbol RACK1

Previous Symbol GNB2L1

Official Full Name | receptor for activated C kinase 1

Synonyms Gnb2-rs1; H12.3
Location 5q35.3

Gene Type protein-coding gene

Uniprot ID P63244

Pathway/Library others

Scaffolding protein involved in the recruitment, assembly and/or regulation of a variety of signaling
molecules. Interacts with a wide variety of proteins and plays a role in many cellular processes.
Component of the 40S ribosomal subunit involved in translational repression (PubMed:23636399).
Involved in the initiation of the ribosome quality control (RQC), a pathway that takes place when a
ribosome has stalled during translation, by promoting ubiquitination of a subset of 40S ribosomal subunits
(PubMed:28132843). Binds to and stabilizes activated protein kinase C (PKC), increasing PKC-mediated
Gene Summary phosphorylation. May recruit activated PKC to the ribosome, leading to phosphorylation of EIF6. Inhibits
the activity of SRC kinases including SRC, LCK and YES]. Inhibits cell growth by prolonging the G0/G1
phase of the cell cycle. Enhances phosphorylation of BMAL1 by PRKCA and inhibits transcriptional
activity of the BMAL1-CLOCK heterodimer. Facilitates ligand-independent nuclear translocation of AR
following PKC activation, represses AR transactivation activity and is required for phosphorylation of AR
by SRC. Modulates IGF1R-dependent integrin signaling and promotes cell spreading and contact with the
extracellular matrix. Involved in PKC-dependent translocation of ADAMI2 to the cell membrane.




Promotes the ubiquitination and proteasome-mediated degradation of proteins such as CLECIB and
HIF1A. Required for VANGL2 membrane localization, inhibits Wnt signaling, and regulates cellular
polarization and oriented cell division during gastrulation. Required for PTK2/FAK1 phosphorylation and
dephosphorylation. Regulates internalization of the muscarinic receptor CHRM2. Promotes apoptosis by
increasing oligomerization of BAX and disrupting the interaction of BAX with the anti-apoptotic factor
BCL2L. Inhibits TRPM6 channel activity. Regulates cell surface expression of some GPCRs such as
TBXAZ2R. Plays a role in regulation of FLT1-mediated cell migration. Involved in the transport of ABCB4
from the Golgi to the apical bile canalicular membrane (PubMed:19674157). Promotes migration of breast
carcinoma cells by binding to and activating RHOA (PubMed:20499158). RACK1 _HUMAN,P63244
(Microbial infection) Binds to Y.pseudotuberculosis yopK which leads to inhibition of phagocytosis and
survival of bacteria following infection of host cells. RACK1 HUMAN,P63244 (Microbial infection)
Enhances phosphorylation of HIV-1 Nef by PKCs. RACK1 _HUMAN,P63244 (Microbial infection) In
case of poxvirus infection, remodels the ribosomes so that they become optimal for the viral mRNAs
(containing poly-A leaders) translation but not for host mRNAs. RACK1 _HUMAN,P63244 (Microbial
infection) Contributes to the cap-independent internal ribosome entry site (IRES)-mediated translation by
some RNA viruses. RACK1 HUMAN,P63244
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Mo B AL ARG Al FH B2 Uk, 7] LT 28 = K ¥ Lentivirus Packaging Vectors Set A (L00002), f53%ipMDLg. RevHIVSV-g,
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A AUR T BN N BRI, ASHE TR EEG6YT, AMFHTEREZ R, MR T EEEEN.

> N TR AENGERE, 55 SRR IR R R T R A

fEA AR
1. BRI ML e,

a.

P38 T S U B AR ORI AL SOOI IS A AN M B & M B2 A4, AmphitE, ST RURLIK /NG R EBUREE
JE T RS .

Y58 SMARIRAT I FORL AT i B YEPCR I 5 /T %5 %€, Forward primer’ J5S TATACGATACAAGGCTGTTAGAGAG3',
Reverse primer §5'ACTGTGGGCGATGTGCGCTCTG3', PCRFZH)Z1N700bp. W a] it — 5% 5%, W5 54 9huUe,
Forward  primer A  5'ATGGACTATCATATGCTTACCGTA3' . ke x  F # A
ATGGACTATCATATGCTTACCGTAACTTGAAAGTATTTCGATTTCTTGGCTTTATATATCTTGTGGAAAGGACGAA
CACCGNNNNNNNNNNNNNNNNNNNNGTTTTAGAGCTAGAAATAGCAAGTTAAAATAAGGCTAGTCCGTTATCAA
CTTGAAAAAGTGGCACCGAGTCGGTGCTTTTTTG. HHNAsgRNAF I,

2. RRBEEEGRE:

a.

IR 25 TR B A N HER293 T4, 24/M G 1345 B 10emEE 3L, 37°C. 5% COBEFE4b24/ k. E 5%
JE AR R RERE 77— B UL b S PR AT IR B s, R T AT

187 8 1A X T10emif 7R 1L, 7ESOOWIAS & HUAE 2 AL DMEME; 77 (i DM EM B SIDMEM ) i) 8 Opti-MEM®
Medium ™ I A A sgRNAFi 7. pMDLg. Rev. VSV-g4r 7l N10ug. 6.5ug. 2.5ug. 3.5ng, RGN — & &5 Gl
R FRIR AW e YRS #7448 FH Lipo293 ™% SR 71(C0521)  Lipo6000™%% 4L 7(C0526) Lipo8000™%% 4L 57 (C0533)
BB AE R G, B Gl IR 528 e s 1 Jeam) 00 7= i B BH 13 o % % J5 24/ NI FO48 /N 1T R IR ICER B 77 13
FIE0.45um PSS IEREAT IS UE, 1 LIS SRR, TTEEMH . RIS 935 )5-80°CHRAT .

2903 B A A W T B R T S R8N, AT LU A 100kDa B I & AT IR 45, 4028 2 K AR I8 (15ml, 100kDa
MWCO, PES, Sartorius%}3%) (FUF158)8{Amicon® Ultra-15 Centrifugal Filter Unit (UFC9100), 4°C. Fi R HER ) e o s ok B9
O30 B A, BTN L9400l (FITR BEIR AR - 3 B IR AR T LA 4) 34 J5 -80°CHR AT
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a.

2/4

By 5€ puromycin Y e FE . AR IR YL 40 4% — & B8 BEAR A2 129182440, #4180, 0.2, 0.5. 1. 1.5 2. 3. 4. Sug/ml
TR AT L A B X puromycin I BBUB M, HEFE (] 35 25 K I Puromycin Dihydrochloride (P42 ) (ST551). WK 541
i 4= 35 B8 T R B AR UK E R A % 40 1Y puromycin 0 & WK B, B KD B S B B R R %50 E B
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https://www.beyotime.com/product/ST551-10mg.htm.

15995 R AL A A 15 SCI0 75 SR A AR AR (A 124L8R), AR A L2 R EL50% A B . BB AR AL, o 2 Ak
R4l . 37°CRE RS RR, BEFR0H N 5~10pg/mlffPolybrene(C0351/ST551). 5 #5BXULHT,  M-80°CUKF B % 75 J5
VKRR, 225 AH G SR B AR TS 3049 3 IOMOME I N IE B 8, X T ARIRAFI 2, ) LB 420, 5ml/AL N 44
L, 0TRSO E TR EE, —ARL00u/ALEN10T TUR A B, MRS, 37°CARLERRiR. WiR)G, WRBR & 1kt
TR, BOTHTEE ) — SE W I puromycin IS FRGHAT IRk, —MRITE2RIG, JRAARAMBEGILSE, AR
AT IE A LERG R, AT LAUSCER A8 0 4 A I I A 2R A A SR IA b AT Hee st BRI R b, AT LUK 4 i e 6 LR B 10em
B IRMHATY K95 . —JHZ )5, puromycinif B2 A I8 . Wi A 06 B )5 22 m] DOdl e 4 B AR 222,57 /ml, SRR 4% i 4F
FL200p R0 2196 FLAR H (BEALT-290. 5 AH ), i ide B vo B A bk o i BRIk G 1 77 125 W] 2 Polybrene (C0351) 415 F i W%

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

4. EEFRATLS TR R IRE

a.

JEFREE HL R H B R R 4H e, {3 FHLipo8000™ % 41171 (C0533) Lipo6000™ 4% GLifl(C0526)ml H & A ik Y % Y ik
I, FAAHE G20 120 B8 5 2 R e Gk 7 ol

b. W€ puromycinfIJHGE I : AN — 2 B HE 12FLE24 9L, #4180, 0.2 0.5, 1. 1.5. 2. 3. 4. Spg/mIXFERIIK
JEE IR P X puromycin R EEUE M, #7748 ] 28 2 K [ Puromycin Dihydrochloride (W28 ) (ST551). 5K J5 i 4= B4
TR B U HD O % 411 0 puromycin B BB VK . B MR B B B % S R %t MM AT B
https://www.beyotime.com/product/ST551-10mg.htm.

c. HEYLJRLIAR/NIY, IR A ISR B puromycinii i LI A puromycin, FiiERHPEANNE . — M2 5, BIVEANZ
Wrsedi. BEFRAE, W LR AR B efLIR 1 0cmiE SR BT KIEFR. — 25, puromycini [ AIJF . W1 RAH
B 0] OB AR 2.5 ml, AR5 1% IR A FL200p 3 A 296 FLAR (B FLT-340.5 44 i), 7 adk B 7 4 e Ak

5. EHEGHERLE .

a. WTZwiEGME, v LUEET7 Endonuclease I (T7TEDFAT %5 5E, RISEHUAHALY) L ZHDNA, TEsgRNAJTHI L5148
HEATPCRY 1Y, SRJGHHTTTEIEGY), HAKiES %2 = RITT Endonuclease I (CRISPREEF: [K 58745 % 52 H) (D7080) 5 [A]
2 2 R R A1) &(D0508); A1 AT DA L AH B PR AT Aer il o

b, X T HRTEAIN, FEPCRY 1Y H sgRNARE ) (5 X Fr B s #EAT 8 RN AP 1) 77 AHEAT I0AIE, (R It m] LA A 2 f e
PREATARLI -

X~ m:

LI RLEL S ok
L00002-5pug CRISPR/Cas9 Packaging Vectors Set A Sug/each
L00002-100png CRISPR/Cas9 Packaging Vectors Set A 100pg/each

L00011-5png pLenti-Control-sgRNA Sug
L00011-100pg pLenti-Control-sgRNA 100pg
L00013-5pg pLenti-GFP-sgRNA Sug
L00013-100pg pLenti-GFP-sgRNA 100pg
0222 T 8% 2R 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 M 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, Sartorius4}3) 10/M/4%
FF345T-10pcs £k #$(0.45um/28mm, PES, Sterile, i [117)%%) 10/~/48
FF345-50pcs 3L 6 #%(0.451m/28mm, PES, Sterile, Sartorius/5i3%) 507N/ &
FF365-10pcs BeyoGold™%} 3k JE4%(0.45um/33mm, PES, Sterile) 10/M/4%
FF365-100pcs BeyoGold™#% 3k JE #%(0.45um/33mm, PES, Sterile) 100/N/£:
FF375-10pcs BeyoGold™%] Sk JE #%(0.45um/13mm, PES, Sterile) 10/~/48
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FF375-100pcs

BeyoGold™%} 3k € #%(0.45um/13mm, PES, Sterile)

1007/

FUF158-2pcs #UEE (15ml, 100kDa MWCO, PES, Sartorius 7)) 24N /4%
FUF158-12pcs EBIEE (15ml, 100kDa MWCO, PES, SartoriusZ) %) 124N/4%

4/4

L30375 pLenti-RACK1-sgRNA

Version 2020.12.09

400-1683301/800-8283301

Z % K/Beyotime



