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> pLenti-KLHL29-sgRNA (KLHL29%E P @ B J5URL) /& — Fh e 3 0 48 i A mf DAIF] I 3235 Cas9 H (2 K 1] sgRN A Mlpuromycin$i P

FEF TR, F T 734 B 3L T CRISPR/CasOH AR ri ik B LR, B3 18 i 1. 2% 1895 3 J5 5 T CRISPR/Cas9H; AR i
B H IR . AR FPsgRNA R Rt B4l id TTELE 6L .

> AKBRLAEAN R T N AmpHitE, 41K%113,000bp. A JFURL ) SCHE EITEAE BAE S5 1. A TR AT LR Jedi s T H LR i
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. Cas9Fllpuromycindi Pk [IpLenti-sgRNA FUfE o4 B 345 o

> 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 AR T CRISPR/Cas9F: A K LHL29 % [l st B 1 )5 R (L09625 pLenti-KLHL29-sgRNA)- 1877 #(L09626 KLHL29
Knockout Lentivirus). HEK293TZH}Z(1L09627 KLHL29 Knockout HEK293T Cells). HEK293 Tk 4 2 i I RIPA Z4 AR (L09628
KLHL29 Knockout HEK293T RIPA Lysate). HEK293T i b 24 Jfd (1) Trizol 2 fi# ¥ (L09629 KLHL29 Knockout HEK293T Trizol
Lysate) 5™ it ,  FLAA I 7E 25 22 R 00 3l 25 10 B AR 7™ it 4 D A I 7

> KLHL29KE K HEA(E BT -

Species Gene Symbol Gene ID GenBank Accession Transcript
Human KLHL29 114818 BC015667 NM_052920
About the gene
Official Symbol KLHL29
Previous Symbol KBTBD9
Official Full Name | kelch like family member 29
Synonyms KIAA1921
Location 2p24.1
Gene Type protein-coding gene
Uniprot ID Q96CT2
Pathway/Library Ubiquitin Ligases Genes Library
KLHL29 gene belongs to one member of the KLHL (Kelch-like) gene superfamily. Four KLHL family
members have been reported to be associated with cancers, including KLHL6 in chronic lymphocytic
leukemia, KLHL19 in gallbladder and lung cancer, KLHL20 in prostate cancer, and KLHL37 in brain
tumors. KLHL29 insertion polymorphism may represent a normal polymorphic event that occurred in the
process of human evolution, unrelated to carcinogenesis. A novel transcript (NR5SA2-KLHL29FT) was
Gene Summary identified by RNA-seq and validated in colonic tissue samples. NRSA2-KLHL29FT is transcribed from a
polymorphic insertion at the KLHL29 locus, rather than a chromosomal rearrangement between
chromosomes 1 and 2. This polymorphic insertion does not appear to be related to colon cancer risk.
However, primary data suggest that NRSA2-KLHL29FT may participate in the origin or progression of
colon cancer. Further studies are needed to elucidate the precise function of NR5SA2-KLHL29FT in
colorectal and other cancers.
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REFIEE, REFZRPEAT AR TR, ARSI TN FTTE LIS = ANEAT A NBERA .
FAER R AR SCELE AT, NI R .

Y V V

18 B AR EEE TR, BT RAT W2 2 K F) Lentivirus Packaging Vectors Set A (L00002), {ifipMDLg. RevflVSV-g.
X TR H 377 5 I CRISPREE K @ B FH () sgRNAZFRIE BRI E ], AT R 35 =5 REAR % service@beyotime.com.
AP AR T A SRR SO, AMSH TIRRK IS EGRTT, AMEH T EREE R, AMEERTHEFEEN.
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1. BORLHOY AN K52 -

a.

PG U Sl B A TR AL Sth13 /852 A A B B 0E S IR A AT, AmpdttE,  BEAT BURIF)NE L R EECCE R
JE T RS

COKsE s AR IRAR I TR T Y PCRIK T 15 3ET % %€, Forward primer’y5' TATACGATACAAGGCTGTTAGAGAG3',

Reverse primer 5’ ACTGTGGGCGATGTGCGCTCTG3', PCR™“*#)Z1°N700bp. A HE—2LMIFF %€, W54 vhue,
Forward  primer A  5'ATGGACTATCATATGCTTACCGTA3' . =D D = R 1| S|
ATGGACTATCATATGCTTACCGTAACTTGAAAGTATTTCGATTTCTTGGCTTTATATATCTTGTGGAAAGGACGAAA
CACCGNNNNNNNNNNNNNNNNNNNNGTTTTAGAGCTAGAAATAGCAAGTTAAAATAAGGCTAGTCCGTTATCAA
CTTGAAAAAGTGGCACCGAGTCGGTGCTTTTTTG. FH:H N AsgRNAF 4.

2. RREREESHRE:

a.

b.

M HE S E I TR S A U HEK 293 T4 M, 24/ 5 1:348 B 10emIFFR10L, 37°C. 5% CO:5 754724/ . H 75
JE AR SR 7R — ] LA B TR S e, MOR LT

T8I F A0 XT10emBE FE 0L, ZES00uIAS & HLAE & AL FIDMEME: 72 (B DM EM B HEDMEM ) i) 5k Opti-MEM®
Medium ' JI A A sgRNA G #L. pMDLg. Rev. VSV-gZril H10ug. 6.5ug. 2.5ug. 3.5ug, BAIEMMAN— & &F 4550/
SRR AW, e G FHE 248 FH Lipo293 ™4 J4iR 71)(C0521) « Lipo6000™%% 44 71)(C0526) Lipo8000™4% 4L 71(C0533)
BB AE IR GeaR], B Gl IR 228 s i Ym0 7= it U B 15 o 3% L J5 24/ NI F148 /N 1] P R SCER 15 97 3
FIEH0.ASum BT SKIE AT I IE, & BiE SRR, WTEEEAH . BB 5-80°CHR A .

1S5 TR MM 0 SR B0 R S R R, AT LU 100k Daff e HEAT IR 45, 3 2 K G IEE (15ml, 100kDa
MWCO, PES, SartoriusZ}3%) (FUF158)2¢Amicon® Ultra-15 Centrifugal Filter Unit (UFC9100), 4°C. F%8HE# 1) o i o 5
O30 AT, AT T 24000 FIFRBFIRAE T . T3 BRIRAA TR 0T LhoY 2% 5 -80°CIR A7

3. fRREARSR:

a.

T 5 puromycin (IR B F5 B0 4% — 52 25 FEA AR 124L 82440, #1180, 0.2, 0.5. 1. 1.5, 2. 3. 4. Spg/ml
TR A )9 5 A A X puromycin P BBUBE , HEXE {8 H 225 K JPuromycin Dihydrochloride (M4 % %) (ST551). PR JGE4H
JfL 4> 50 B8 T R B AR R BE BD O 1% 41 L 1Y puromyein B G R B, B AR IR S H B 1 R Z S B8 B
https://www.beyotime.com/product/ST551-10mg.htm.

188 BRI G A . 2S00 7R B A MR AR (L 129L8R), AR LR 2R B FE2950% 0 H . W B AR QLA i ZE . X R ZE A ik
AR 4. 37°CRE RS RR, B IR0 N 5~10pg/mlffPolybrene(C0351/ST551). i #5 BXULHT,  M-80°CUKFHEX % 75 J5
VKR, 22 A O SCHR B AR TS 5049 BIIMOUE I N SE S 5, A T ARIRAAIIW 88, 7 DLE#E320.5ml/AL I A4
i, T IRAE SN E T I EE, — RE100u/FLE 10T TUCLE B9, BRIRE), 37°CARELRiF%. WiR)a, WLRR & & 1RE
T, W THTEER) B — B WK Hpuromycin B FRGHEAT it , — M0k KRG, JRKUAN LI NMRHIAE 2L, AT 5
PTG BGE, AT DASCER B 20 4 A H 1) 2 1 ) R AT e sl o S5 Rad R b, AT LKA % 22 64U AR 1 0cm
REFRIBHATY K¥E 9%, — 25, puromycini B A9, WG 4 85 820 Dod b ke A i e 2225 /ml, SR 4% &
FL200pIFZ Rl £196 A LA H (BEFLF350. 54 A), T35 B ve B AN bk o 973 38R 1K 7570 ] 25 Polybrene (C0351) ({5 FH 1t

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

4. EEFRAMS TR BT

a.

b.
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RS G LR H B R A0, 16 FHLipo8000™#%% 441 771)(C0533). Lipo6000™%% 4L i 771)(C0526)m H & id ) e G4ik
I, EL A G20 i 1 20 B8 5 2 R e G 7 el

1y € puromycin P R L . AR T% — 2 % AR 1241802440, #%180. 0.2 0.5, 1. 1.5\ 2. 3. 4. Sug/mIXFEMIK
JE IR0 X puromycin PRI, HEFE 48 ) 22 2 K i) Puromycin Dihydrochloride (FEPA 25 %K) (ST551). 5K J& 4 i 4= &5 4T
TC1 B MK VR B BD Dy % 40 MY 1Y puromycin O Gk VR B, R AR D R S 2 R & W A U -
https://www.beyotime.com/product/ST551-10mg.htm.
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c. FEULIEZ148/NT, J5 IR IR ZR 1S I puromycin i & N A\ puromycin, JHIERHMEAIIE. —MRIFIE2R)E, PIPEGNR
Witk KBy, LB 2oL e 10emE; FEMBEAT KKi 7%, — 25, puromyciny B AT Je . dniAh o6

a.

5 200 OB S AR 2225 ml, SR JE R B AEFL200p 13 R B96 FLIR (4L F- 20,5, 57 i B v B P Ak
5. RREmBEHILE:
YT 2w EANAL, BT LLEIET7 Endonuclease I (T7EDEAT 455, BI4EHUANALY LK ZHDNA, 1EsgRNAJTHI L5149
HEATPCRY 1, SRIGHHATTTEIRGY), HAKES %2 % KIT7 Endonuclease I (CRISPREEFE K] 5845 % € FI) (D7080) 3k % [l
2 G A A AR EL(D0508) s b AT LIE I A1 I A LA EA TG

b, XTI, FEIPCRY 1 HsgRNARE [m) (5 R Fr B #EAT 8 BN PP i) 77 AHEAT B0AE, (Rt m] LASE A S 9 Bt
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
L00011-100pug pLenti-Control-sgRNA 100pg
L00013-5pg pLenti-GFP-sgRNA Sug
L00013-100pg pLenti-GFP-sgRNA 100pg
C0222 T - TR 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
0526 Lipo6000™ % L 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 ("M 2 2%) 10mg/mlIx5ml
ST551-250mg Puromycin Dihydrochloride ("M & 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)%%) 10/7~/48
FF345-50pcs £ L JE2%(0.45um/28mm, PES, Sterile, Sartorius J5i%%) 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™/%5
FF375-10pcs BeyoGold™%} 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
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