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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

A\

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),

> B KRR HEAEIEF CRISPR/Cas9F: A FIRNF 14638 K] w4 (14 ) K (L 10315 pLenti-RNF146-sgRNA). 12758 (L10316 RNF146
Knockout Lentivirus). HEK293T#H 1 (L10317 RNF146 Knockout HEK293T Cells). HEK293TH5 R 4 il i RIPA Z4 /R (L10318
RNF146 Knockout HEK293T RIPA Lysate). HEK293T @ 4 4H ffd ) Trizol 22 i ¥ (L10319 RNF146 Knockout HEK293T Trizol
Lysate) %/ i,  EARTETE 38 25 7R W 3 2 1) 70 A= il 4 T skt o AF 2P
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Species Gene Symbol Gene ID GenBank Accession Transcript

Human RNF146 81847 BC008235 NM_030963

About the gene

Official Symbol RNF146

Previous Symbol -

Official Full Name | ring finger protein 146

Synonyms DKFZp43401427; dactylidin; dJ351K20.1
Location 6q22.33

Gene Type protein-coding gene

Uniprot ID QIONTX7

Pathway/Library Ubiquitin Ligases Genes Library

E3 ubiquitin-protein ligase that specifically binds poly-ADP-ribosylated (PARsylated) proteins and
mediates their ubiquitination and subsequent degradation. May regulate many important biological
processes, such as cell survival and DNA damage response. Acts as an activator of the Wnt signaling
pathway by mediating the ubiquitination of PARsylated AXIN1 and AXIN2, 2 key components of the
beta-catenin destruction complex. Acts in cooperation with tankyrase proteins (TNKS and TNKS2), which
mediate PARsylation of target proteins AXIN1, AXIN2, BLZF1, CASC3, TNKS and TNKS2. Recognizes
Gene Summary and binds tankyrase-dependent PARsylated proteins via its WWE domain and mediates their
ubiquitination, leading to their degradation. Different ubiquitin linkage types have been observed: TNKS2
undergoes ubiquitination at 'Lys-48' and 'Lys-63', while AXINI is only ubiquitinated at 'Lys-48'. May
regulate TNKS and TNKS2 subcellular location, preventing aggregation at a centrosomal location.
Neuroprotective protein. Protects the brain against N-methyl-D-aspartate (NMDA) receptor-mediated
glutamate excitotoxicity and ischemia, by interfering with PAR-induced cell death, called parthanatos.
Prevents nuclear translocation of AIFMI1 in a PAR-binding dependent manner. Does not affect PARP1




activation (By similarity). Protects against cell death induced by DNA damaging agents, such as
N-methyl-N-nitro-N-nitrosoguanidine (MNNG) and rescues cells from G1 arrest. Promotes cell survival
after gamma-irradiation. Facilitates DNA repair. RN146 HUMAN,QINTX7
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Mo B AL ARG Al FH B2 Uk, 7] LT 28 = K ¥ Lentivirus Packaging Vectors Set A (L00002), f3%ipMDLg. RevHIVSV-g,
X F-9E B 377 i ) CRISPR A K i B FH () sgRNA R L BORL I E ], AT R 35 5 RECR IR % service@beyotime.com.

AP AR T R E U, AR TIRKZEEGRTT, AMFHE T 'R, AMEFERT R EEEN.

> R TREZeAERE, 7R RIFE— I T EERAE.

EEFA IR :
1. R AL E:

a. P M AF SR HUD B AR TR (b Stb13 B A A s L T Y B A AN, AmpHitk, AT EURIM/NE . RO R
JE AT s H& .

b. %58 SMAEIAT ORI AT B YEPCR I 5L HEAT %5 %€, Forward primer’ J5S TATACGATACAAGGCTGTTAGAGAG3',
Reverse primer §5'ACTGTGGGCGATGTGCGCTCTG3', PCRF=#)Z1N700bp. W a] it — 5% 5%, W5 54 9huUe,
Forward  primer N  5ATGGACTATCATATGCTTACCGTA3' . S/ A & S 1| S|
ATGGACTATCATATGCTTACCGTAACTTGAAAGTATTTCGATTTCTTGGCTTTATATATCTTGTGGAAAGGACGAAA
CACCGNNNNNNNNNNNNNNNNNNNNGTTTTAGAGCTAGAAATAGCAAGTTAAAATAAGGCTAGTCCGTTATCAA
CTTGAAAAAGTGGCACCGAGTCGGTGCTTTTTTG. FHHNAsgRNAF I,

2. BREAEEWRY:

a. JUMEMIHES: B2 H T EREEENHEK293 T4, 24/M 51345 B 10emEEFR L, 37°C. 5% COBEFE4824/ Nt . E %
JE AR SRR 72— LA RS BT IR R e, ROR LT,

b. 1SRRI X T10emyg IE L, FES00uIAN S FiA: 2 A ILIE FIDMEME:; 37 (7 FEDMEM EX i fEDMEM ) ) 5k Opti-MEM®
Medium ™ JI A A& sgRNAFi 7. pMDLg. Rev. VSV-g#r 7l N10ug. 6.5ug. 2.5ug. 3.5ng, RGN — & &5 Gl
R TR AW e A4 #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 Ym0 7= i B B 13 o % % J5 24/ NI FO48 /N 1T R IR ICAR B 77 13
FIE0.45um PSS IEREAT IS UE, 1 BIE SRR, TTEEMH . RIS 3% )5-80°CHRAT .

c. TRERROMRAR: R TEERE T SIS E, T LUEH 100kDa R R BT BRI GG, W = R AR R (15m], 100kDa
MWCO, PES, Sartorius%}3$%) (FUF158)8{Amicon® Ultra-15 Centrifugal Filter Unit (UFC9100), 4°C. Fi R HER ) e o s ok B9
O30T, B AT R Z0400pl P BEIR AR . 8 BEIRAR T R LL2) 34 )5 -80°CIR A7 »

3. BRERRG:

a. B puromycinf¥Iii IR T : FRE G AN 4% — & % AR 127082440, % #0. 024 0.5. 1. 1.5, 2. 3. 4. Sug/ml
TXHE (1% B 48 L 0 puromycin FRIBBURE I, HEFE S FH 35 5 KT Puromycin Dihydrochloride ("5/% %5 %) (ST551). PR 5 4H
J 4= 5 FE T B AR VR BE BD A % 41 6 puromycin 57 3k IR B, B AR R S B R S B E A R .
https://www.beyotime.com/product/ST551-10mg.htm.

b. SRR AN I T B AN M AR (A 12FLAR ), AN AR A SE2 R B B A50% N H . W B AR LA 2 . T RE A R
R . 37°CHE R R R, B IR0 N 5~10pg/mlffPolybrene(C0351/ST551). ik #EXULHT,  M-80°CUK A HX L% 7 J5
VKIBRAY, 225 HH DG SCHR B MR AR IS 50 759 2 MOUE I N E R 35, 6 T ARIRGE 1 #5, AT DAE 8% 0.5ml/FLIn A4
J, TR s e i R, — AR 100ul/ALER0T TUCS A 205, BRIES], 37°CHER %, MR, WER &R EEMIRT
W, W) B — E IR P puromycin 3 FRUEAT I 1%, —MIFIE2R)G, AREEALAH A Mz o8 2:, AW 55
AP R LR A, AT DASCER B 43 A ARSI 1) B 1 SRR B AT e St . SR AR R, T LK 4N % 22 6FLAR 5 10em
RFRILATY KI5 9% . — W25, puromycinif B ]yl . WA o B 82 n] DOl bk A e i 2525 /ml, SR H% A
FL200p 1 2196 FLARK - (B AL-F-30.5/ L), 75126 B o FE AR o 96 75 /B8 G4 1) 751 AT 22 % Polybrene (C0351) (144 FH i3 i
https://www.beyotime.com/product/C0351-1ml.htm.

4. HERLAMSTRERNE
a. EFAIEIRLEEE B AR AIHE, 16 FHLipo8000™#: JLifF1)(C0533)~ Lipo6000T™HE YL Fi|(C0526) 5 H & A1 1% YLk
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b. HiE puromycinfIJHE I : ML — 2 R HE 12FL 824 9L, #4180, 0.2, 0.5, 1. 1.5. 2. 3. 4. Spg/mIXFERIIK
JEE K 4 B X puromycin O BBURS I, HEFE 45 FH 28 2 K i Puromycin Dihydrochloride ("EM 22 %) (ST551). 5K Jo 40 M4 #B4E
T B A% Uk BE BTy % 40 M 19 puromycin 0 ¥k WK B, R AL B S K B R R %M I E A U
https://www.beyotime.com/product/ST551-10mg.htm.

c. FEYISZ148/NT, FE R IR ZR 1S ¥ puromycin i & B I\ puromycin, JHIERHHEAIME. —MRIFIE2 KRG, FHPEGNE
Wise k. FEFRd R, AT LK 4E A e LR B 10emBE FR L AT KIE TR — A5, puromycini A&, WA 2
L5 ] DOE D 4 A 2 2.540 ml, AR5 IR AR FL200 Rl 296 FLAR Fh (B AL P 120,54 ), 5 34k A e B T ok o

5. EEmBHRLE:
a. WTZwiEGME, W LUEET7 Endonuclease I (T7TEDFAT 45 5E, RISEHUAHLY) L ZHDNA, TEsgRNAJT AL 514

HEATPCRY™ 1Y, SRJGHHTTTEIEGY), HAKES %2 = RITT Endonuclease I (CRISPREEF: [K 5845 % 52 H) (D7080) 5 [A]
2 ¢ 4 AR AG IR T S (DO0S508); A8 AT LU Ik AR S ) H 4R34 T 4 I
b. ST HRTREANM, FESPCRY 1Y H sgRNASE ] {2 R 1 B e AT & B0 3 1) 7 QAT 500E , - [)sF t1 ] DU L AH R e

PREAT LI -
X~ m:

LI P AR 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 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 71l] 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 (%#4%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 £ Sk #%(0.45um/28mm, PES, Sterile, i [114)%%) 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™#% Sk JE #%(0.45um/33mm, PES, Sterile) 100/N/£:
FF375-10pcs BeyoGold™% Sk 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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