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pLenti-RB1-sgRNA (RB13 X fi 53: Jii KL ) A& — FhAE S04 i o vl BAIRI I %1k Cas9 H KRR ¥ sgRN A Allpuromycin it P4 5 K 1)
kL. FTTES AN B 25 T CRISPR/Cas9Fy Rt H (I BE R, 838 10 656 18975 3 /5 2 T CRISPR/CasOF AR bk H 1
FER . AR sgRNA K 2 24058 i TTEIE K 36ALE .

> AR Oy AmpitE, K Z113,000bp. AR O HE (S B 25 K 1. A FOR T LR e di i ] T H AR Y
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, #iAsgRNA. Cas9flpuromycindiPE fpLenti-sgRNA 5 ¥ S 4 3= K .

> 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 KRNI F CRISPR/Cas9 s A FIRB1FE K] milt 4 Y 5 ki (LO0411 pLenti-RB1-sgRNA). 1875 # (100412 RB1 Knockout
Lentivirus). HEK293T4H/i(L00413 RB1 Knockout HEK293T Cells). HEK293 Tt (440 it U RIPA Z4#7(L00414 RB1 Knockout
HEK293T RIPA Lysate). HEK293 TR il ) Trizol 24 f#(L00415 RB1 Knockout HEK293T Trizol Lysate)&5 7= iy, EAKIELE
82 Rl ) A A7 it o A R S

> RBUERHIEAEEMTF:

Species Gene Symbol Gene ID GenBank Accession Transcript
Human RBI 5925 BC039060 NM_000321
About the gene
Official Symbol RBI1
Previous Symbol OSRC
Official Full Name | RB transcriptional corepressor 1
Synonyms RB; PPP1R130
Location 13q14.2
Gene Type protein-coding gene
Uniprot ID P06400
Pathway/Library cAMP & Ca Signaling Pathway Related Genes Library; Oncogenes Library
The protein encoded by this gene is a negative regulator of the cell cycle and was the first tumor
suppressor gene found. The encoded protein also stabilizes constitutive heterochromatin to maintain the
Gene Summary overall chromatin structure. The active, hypophosphorylated form of the protein binds transcription factor
E2F1. Defects in this gene are a cause of childhood cancer retinoblastoma (RB), bladder cancer, and
osteogenic sarcoma.
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1875 7 A A0 FH A0 28 kL, T DT 28 = K [ Lentivirus Packaging Vectors Set A (L00002), fJ#fpMDLg. RevAlVSV-g.
X F9E B 377 i ) CRISPR I K i B FH () sgRNA I BORL I sE ], AT R 35 2 RECR R 5 service@beyotime.com.
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a. B H S HUD B AR TR A Stb13 B A A M B B Y RERSZ A AN, AmpHitd, AT RURIM/NE . R EUCE
JE T RS .

b. %58 SMIRIAT ORI A] ] B YEPCRA 5 1L HEAT %5 %€, Forward primer’J5 TATACGATACAAGGCTGTTAGAGAG3',
Reverse primer’ §5’ACTGTGGGCGATGTGCGCTCTG3', PCR=#%)4700bp. A iHt— %5, W7 54 hue,
Forward primer N  5ATGGACTATCATATGCTTACCGTA3' . tk x5 % A
ATGGACTATCATATGCTTACCGTAACTTGAAAGTATTTCGATTTCTTGGCTTTATATATCTTGTGGAAAGGACGAAA
CACCGNNNNNNNNNNNNNNNNNNNNGTTTTAGAGCTAGAAATAGCAAGTTAAAATAAGGCTAGTCCGTTATCAA
CTTGAAAAAGTGGCACCGAGTCGGTGCTTTTTTG. HAFNAsgRNAFFH,

B 5.

a. HMHES . EIH TER A FHEK 293 T4, 24/MJ51:3/ 2 10emBFFR1L, 37°C. 5% CO 5774624/ . 5
JE A RS B Re s 7R — 8 LA S F AT IR R AR R e, RO LF .

b. MBI EE AR X T10emBF IR, 7ESOOWIAS & A 2 A ML FIDMEME: 72 ¥ H DM EM B SEDMEM ) AT 8{Opti-MEM®
Medium JI A A sgRNAFfL. pMDLg. Rev. VSV-gZiill y10ug. 6.5ug. 2.5pg. 3.5png, RAIEMA—E &1 G457
BESRWMOR A e Yl 70 HE 2248 F Lipo293 ™% L3 71)(C0521) Lipo6000™#% Ji 71](C0526). Lipo8000™HE Juik 7 (C0533)
BB A E R G, B Gl B2 28R s i Geiam) 007 it B W 45 o S 4L J5 24 /NI RNA8 /NI AT P R SCER K5 7R T
B0 45um BT L UEREAT I IE, % IS g, WHEIEMH. B9 3)5-80°CHRAE.

c. TERERMIRYE: 0 B B R 5, T DU 100kDa B e B T AR IEIR S, WEE SRR IE R (15m], 100kDa
MWCO, PES, Sartorius/3%%) (FUF158)8{ Amicon® Ultra-15 Centrifugal Filter Unit (UFC9100), 4°C. %M 15 i il 2
O30 AT, BTN Z1400pl 1 BRIR ARV . 9 BRI AR T T LA2) 35 )5 -80°CI5 A7

1875 25 H R G :

a. B puromycinf¥IifIE KT : FRERYL AN 4% — % B A 7R 129082440, #% 0. 0.2, 0.5. 1. 1.5, 2. 3. 4. Spg/ml
TR (3% B M 48 L 0T puromycin FRIBBUBE I, HEFE S FH 35 25 K I Puromycin Dihydrochloride ("5/4 %5 %) (STS51). PR 5 4H
JifL 4% 35 B8 T 1 B A% VR BE BD O 1% 41 L 1Y) puromycin §i & WK B, B AR R S H B X R Z 5 0 EH B
https://www.beyotime.com/product/ST551-10mg.htm.

b. 1SRRI I TR B AN M AR (A 129LAR ), AN B USSR B B AI50% N H . BB ARG 2 . o RE A R
R . 37°CHE RSB G, B IR0 i\ 5~10pg/mlff Polybrene(C0351/ST551). 5 #E I ULHT, M-80°CUKAEHL s 5% Jmi
UKIGRAL, 226 A0 SRR RS TSR 40 759 2 FIMOUE N N I& 0% 58, AT RIRZE R EE, 1T DA B H24%0.5ml/FLIn A 41
M, IR ARSI e TR R EE, — RE100u/FLER 10T TURNA B8, IR, 37°C4RELRia%. WR)G, WRER S a3 1 Rs
TR, BRI & — IR FE I puromycin I RE FRBGHAT L, —RIFIE2RG, ARERAA AW L, IR
HAFTERRLRE, haT DASCER 23 4 RS H 1) 2 ) ROB BT L SRR o B FRad R, W) DA 40 4% 6L 10cm
BFRIAHATY KR . —JHZ )5, puromycini B Ao Wi AE 26 85 22 m] DOs i 4 iR 222,51 /ml, SRS 4% 4
FL200pIFZFh £I96 LA H (BE AL F350. 54 A A), 736 B v PR AR MOk o 998 253 R L1 75725 T 2% Polybrene (C0351) 11 {5 FH 1t B
https://www.beyotime.com/product/C0351-1ml.htm.
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a. EFEAEIRLEEE B R AL, 4 FHLipo8000™#: Lk 71(C0533)~ Lipo6000T™HE YLifFi|(C0526) 5k H & A 1d 1 %% YLk
A, BRI G2 i ) P RS 2 o e ek 7 U B

b. i puromycin i) IF LR E: AT — & B EME 1278240 F, %R0, 0.2, 0.5, 1. 1.5, 2. 3. 4. Spg/mBXFERIK
JEE TR 4 B X puromycin I BBURSE , HEFE 4 A 22 % K () Puromycin Dihydrochloride ("M 25 K) (ST551). 5K Jo 40 4= B 48
T/ B % VR FERD O % 40 M 1Y puromycin O & WK E, B AR DBR SH EH L K Z & WA U
https://www.beyotime.com/product/ST551-10mg.htm.

c. WHGLIEZ148/N, 42 MR EIRKT RS (1) puromycinff i K FE I A\ puromyein, ffiERAPELI . —RIFiIE2R S, BIPEAE RIS
WAt X, HEFRE AR, W LLE AN R efLAR B 10emBEF TR LA TH KRG 9%, — 25, puromyciniK 9. wndAa o
B R OB AR 2.5 /ml, SR 1% IR A FL200p 3 R 296 FLIR H (BEFL T 3400.5 4T D), 7 adk B v AT P Ak

BEF B E

a. X TZyifE4M, v LLUEIET7 Endonuclease 1 (T7TEDZHAT %55E, IR ZERIZIDNA, #EsgRNAJTHI 31514
BHATPCRY™ 1, SRIGHHATTIEIRGY), HAKiES %2 = KT Endonuclease I (CRISPRZ: 3 [K 5845 % 5¢ Fi]) (D7080) k3 [A]
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XTI EARAE, FEIEPCRY 4 HsgRNASE A (13 X Fr BUJA BEAT 5 LN 5 ) 7 s AT B8 IE - [RIIF th my RUE RS AR S (47

b.
PRTEATALI -
X/ am:
iLEDRE LEES (283
L00002-5pug CRISPR/Cas9 Packaging Vectors Set A Sug/each
L00002-100png CRISPR/Cas9 Packaging Vectors Set A 100pg/each
L00011-5pug pLenti-Control-sgRNA Sug
L00011-100png pLenti-Control-sgRNA 100pg
L00013-5pg pLenti-GFP-sgRNA Sug
L00013-100pg pLenti-GFP-sgRNA 100pg
0222 T R -HER R IR (100X) 100ml
C0351-1ml Polybrene (Hexadimethrine Bromide) Iml
C0351-50mg Polybrene (Hexadimethrine Bromide) 50mg
0521 Lipo293™#% JLi 7] 0.5/1.5/7.5ml
C0526 Lipo6000™ % JL i 7] 0.5/1.5/7.5ml
0533 Lipo8000™ % L i 7] 0.5/1.5/7.5ml
D0378 StbI3H i 200p1
ST551-10mg Puromycin Dihydrochloride ("M 2 2%) 10mg/mlx1ml
ST551-50mg Puromycin Dihydrochloride ("&£ 2 2%) 10mg/mlIx5ml
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 £ Sk I 2%(0.45um/28mm, PES, Sterile, Sartorius/)%%) 104~/4%
FF345T-10pcs Sk #%(0.45um/28mm, PES, Sterile, i [117)%%) 10/~/48
FF345-50pcs £t 3L E #%(0.45um/28mm, PES, Sterile, Sartorius i %%) 504/ %x
FF365-10pcs BeyoGold™#%] 3k JE #%(0.45um/33mm, PES, Sterile) 104M/4%
FF365-100pcs BeyoGold™%} 3k £ 2% (0.45um/33mm, PES, Sterile) 1004™/45
FF375-10pcs BeyoGold™¥4} 3k JE2%(0.45um/13mm, PES, Sterile) 104~/4%
FF375-100pcs BeyoGold™4} 3k £ 2%(0.45um/13mm, PES, Sterile) 1004™/45
FUF158-2pcs ABIEE(15ml, 100kDa MWCO, PES, Sartorius?) %) 2448
FUF158-12pcs ABIEE(15ml, 100kDa MWCO, PES, Sartorius?) ) 12/M/48

% K/Beyotime  400-1683301/800-8283301

Version 2020.12.09

L00411 pLenti-RB1-sgRNA 3/3



