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pLenti-CA4-sgRNA (CA4JE PR i B JFURL) /& — FhAE S 0 48 i A nf DLIR] I 361K Cas9 B B EE R ) sgRN A Fllpuromycindyi i 5 K 1)
kL. FH T TEZN WA i B 324 T CRISPR/Cas9H A bk H AL, B 8 £, 56 8 5 J5 24 T CRISPR/Cas9H A bk H 1
B AR sgRNA A Rt CL4@ i TTELE Y BHIE -

A RLAEA B O Amp P, 42K 2913,000bp. AR 1) OCHE B (E B S % 1. AR ] B G i i T H SR TR 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, 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),

3 75 K A I $E A5 3 T CRISPR/Cas 945 A it CA43E [ Bl bk 1) Ji $7 (24860 pLenti-CA4-sgRNA). 1875 8 (L.24861 CA4 Knockout
Lentivirus). HEK293T#Hf1(L24862 CA4 Knockout HEK293T Cells). HEK293 THE R 40 i [ RIPAZL R (L24863 CA4 Knockout
HEK293T RIPA Lysate). HEK293TH% 40 i i Trizol 24 f# i (L24864 CA4 Knockout HEK293T Trizol Lysate)Z5: 7= iy, EAKIE1E
T RNl AV BIAE AR 7 it DX O e A N i

CA4EER I EEAS B R

Species Gene Symbol Gene ID GenBank Accession Transcript
Human CA4 762 BC057792 NM_000717

About the gene

Official Symbol CA4

Previous Symbol RP17

Official Full Name | carbonic anhydrase 4

Synonyms CAIV; Car4
Location 17g23.1

Gene Type protein-coding gene

Uniprot ID P22748

Pathway/Library others

Carbonic anhydrases (CAs) are a large family of zinc metalloenzymes that catalyze the reversible
hydration of carbon dioxide. They participate in a variety of biological processes, including respiration,
calcification, acid-base balance, bone resorption, and the formation of aqueous humor, cerebrospinal fluid,
saliva, and gastric acid. They show extensive diversity in tissue distribution and in their subcellular
localization. This gene encodes a glycosylphosphatidyl-inositol-anchored membrane isozyme expressed
on the luminal surfaces of pulmonary (and certain other) capillaries and proximal renal tubules. Its exact
function is not known; however, it may have a role in inherited renal abnormalities of bicarbonate
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> HELRINAsgRNAFFIFIFIIRFAL, W 7 EsgRNAF A, 1576V W G A% 4 Al info@beyotime.comZZ L. sgRNA L Jifi i
KEFIEER, REBARPMEFTAEH ML ALE, WAEREASEIT I NFTTE S Z /T A Na . f#H
BRI SCEES SR, Ny B SRR .

YV V V

TP T AL AL R, AT DATT 25 5 K Y Lentivirus Packaging Vectors Set A (L00002), f#EpMDLg. RevAlVSV-g.
X F-9E B 377 5 CRISPR3E K i B FH (1) sgRN AR IE FORL I @ ], AT R 38 = KRR R % service@beyotime.com.
ARFE AR T N B RVER R, AR T IRKIZWEGaTT, AMFH T & MmEg &, MR T EEEN.

> N TR, T LR KT R

{EAER:
1. R EMEE:

a.

b.

P39 1 SR B AR TR AL Sth13 B2 A A M B B IE Y RS2 ARG M, AmpHitE, AT BURLE/NE . T EBURE R
EERTREEME.

Y€ s ShARIRAS I FURL AT B Y PCR I 5 i 3H/T %558, Forward primer’ 5 TATACGATACAAGGCTGTTAGAGAG3',
Reverse primer’y5'ACTGTGGGCGATGTGCGCTCTG3', PCR“#)%1°4700bp. A HE—BMF%EE, WP 514 vhue,
Forward primer A S’ATGGACTATCATATGCTTACCGTA3' . =/ 5 R = R 1| B S
ATGGACTATCATATGCTTACCGTAACTTGAAAGTATTTCGATTTCTTGGCTTTATATATCTTGTGGAAAGGACGAAA
CACCGNNNNNNNNNNNNNNNNNNNNGTTTTAGAGCTAGAAATAGCAAGTTAAAATAAGGCTAGTCCGTTATCAA
CTTGAAAAAGTGGCACCGAGTCGGTGCTTTTTTG. H:HNAsgRNA/FF.

2. BRHRESRE:

a.

b.

YHM I HES: I TS R AR T HEK 293 T40 M, 24/ 5 1:34 £ 10emBF FR10L, 37°C. 5% CO,R57:4f24/NF . 525
JE AR S RE S 7R B L LR AT IR E R, SO,

P23 B2 L3S 4 F10emB; 7 1L, FESOOWIAS & P A= 2 A IMLE FIDMEME: 77 (= FEDMEM 5 I FEDMEM ) 1[) 5 Opti-MEM®
MediumH I A AsgRNA G fi. pMDLg. Revs VSV-gZ3ill A10ug. 6.5ug. 2.5ug. 3.5ug, RGN — & &4 45 fl
R FRMIR AW e A FHEFE 48 FH Lipo293 ™ J4iR 71)(C0521) « Lipo6000™%% JLiR 71)(C0526) Lipo8000™4% 4L 7(C0533)
BB AE I G, B ool B 22 R s B YR 00 7= d B 1S o B G JE 24/ NI RN 48 /N T R R ICAR B TR 3
FIEH0.4Sum S S E RS AT IS UE, 1% BIE SRR, WTERMH. RISV 05 -80°CIRAE

05 B OV A T R 7 B R S s B S, T LLGE FH 100k Da ISR HEAT R IR 45, G028 2 K A8 JE 45 (15m], 100kDa
MWCO, PES, Sartorius73#£) (FUF158)5{Amicon® Ultra-15 Centrifugal Filter Unit (UFC9100), 4°C. % {8 HERF I % ey i 55
3078 AT, IR T 29400l R SRR AW - 3 BRI GV TT LA 732 5 -80°CIAR A7«

3. RREHIRG:

a.

Ty 5 puromycin () TR 1 MR B - A5 UL IO 0 i 32— 52 5 FE AR AE 127824 9L, 4510, 0.2. 0.5. 1. 1.5 2. 3. 4. 5Spg/ml
TEAF AT B A S % puromycin FIBUBRME: , HEZE 3 FH 32 25 K I Puromycin Dihydrochloride ("EMS ) (STS551). PR 540
L 4 5 B T (%) B A e JEE By 2% 41 14 puromycin 0 % VK L, B AR B IR S % 2 S K % B IO AE B
https://www.beyotime.com/product/ST551-10mg.htm.

T T3 AN, A2 S0 T EOR AH L AR (a1 2904%),  4H M LASE2 R B FEL150% )9 B . BCE ARG . ol [ ZH A
R4l . 37°CRE R RG, B F#0H I 5~10pg/mlff Polybrene(C0351/ST551). Ji 2 BULHT, M-80°CUKFEEN Hw 55 )5
UKIBRRAL, 226 A0 DG SR B AR S TS0 50 159 3 FMOUME NN TG &0 38, A T RIRAE R B, 7 DA ELHE:A%0.5ml/FL N A 48
L, 0T ARAR SN E T EE I EE, — AL00u/ALEN10T TUR A W, BEIRS), 37°CAREERi R, WIR)G, WLBR &0 1 ks
IR, BONHEER S — € WK K puromycin R FRMGHAT Ik, — U2 )G, IR A 4B HTAE L, AR
AR R LB, AURT DASCER B0 7 2 S AGr I B 10 2 1 )R8 Bk AT H e s2 56 B IRl e b, W LR 4 R e 2R 6L B 1 0cm
BRI IBHATY K. —JHZ )5, puromycinifé B A I8 o Wi A 06 B )5 22 m] DOl e A AR 222,57 /ml, AR5 4% i 4F
FL200p R 2196 FLAR Hh (BEALT- 241054 AE), 75308 o BELH AR . 0 BRI UL J7VA I 2 %5 Polybrene (CO351) A ¢

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

4. EEFRAMSREEREIRE

a.

b.

2/3

TG IE R IARR B BSR40, FLipo8000™ % 4Lif71(C0533). Lipo6000™ % Jif 71(C0526) Bl & & 1& e AL i
7, FAARE G0 20 RS2 R R e Gk i DR

T 3€ puromycin R IR FE . A0tk — & B FEBRAE 129182470, #%H80. 0.2, 0.5. 1. 1.5, 2. 3. 4. Sug/mlXFERIHK
J5E R % puromycin BRI, 4 i 24 25 K () Puromycin Dihydrochloride (W22 %K) (ST551). 5K J5 i 4 B 56
TC R B AR VR B RD O % 40 M B9 puromycin B UG WK B, R A B R S H E & R A7 0 B H U -
https://www.beyotime.com/product/ST551-10mg.htm.

LIS 2148/, $2 I IRRE I RS i puromy cin i 18 % B2 0 A\ puromycin, FFIEREPEAIM . —EiiE2 KRG, BHPEAIIE
Witk . KR, LM 2 e FLIRE 1 0emEE FRILEATH KEE# . — 25, puromycind® E AT A o4
BLE ] DO e 4 M AR 222,50 ml, ARG Fc IR AR FL200 42 Fh 296 FLAR T (1AL F-350.5/1 4t ), 5305 PP e o 4 R AR
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5. ZERmEBHIKE:
a. XTFZ AN, v LLE I T7 Endonuclease 1 (T7EDHH T 452, HIFEHVANAA L RIZHDNA, fEsgRNAJT ¥ B4 11514
BEATPCRY 1Y, SRJGHBHATTTEIREY), E K552 % KHIT7 Endonuclease I (CRISPRZEF: [K 2845 % 52 ) (D7080) 2[4
A AR A £1(D0508) st A LU A S AR HEAT AG 0
b. ST HRTCREAA, FESPCRY 1Y HsgRNASE [ (¥ 5 K] 1 B AT 3 B0 e 1) 7 QAT 30 AIE ,  [R) IS 1 7] DA FH AR L e

PREAT LI -
X/

LI LEZL 3
L00002-5pug CRISPR/Cas9 Packaging Vectors Set A Sug/each
L00002-100pg CRISPR/Cas9 Packaging Vectors Set A 100pg/each

L00011-5ug pLenti-Control-sgRNA Spg
L00011-100pg pLenti-Control-sgRNA 100ug
L00013-5ug pLenti-GFP-sgRNA Spg
L00013-100pg pLenti-GFP-sgRNA 100ug
C0222 R T R IR (100X) 100ml
C0351-1ml Polybrene (Hexadimethrine Bromide) Iml
C0351-50mg Polybrene (Hexadimethrine Bromide) 50mg
0521 Lipo293™#% JLi{ 5| 0.5/1.5/7.5ml
C0526 Lipo6000 ™ Jui{ 5| 0.5/1.5/7.5ml
C0533 Lipo8000 ™ Jui{ 5| 0.5/1.5/7.5ml
D0378 Stb13 H i 200p1
ST551-10mg Puromycin Dihydrochloride ("M 2 %) 10mg/mlx 1ml
ST551-50mg Puromycin Dihydrochloride ("M 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 3k I 8%(0.45um/28mm, PES, Sterile, Sartorius/32%%) 107M/48
FF345T-10pcs B3k E#2(0.45um/28mm, PES, Sterile, i [14)%%) 101~/4%
FF345-50pcs 3L B 28(0.45um/28mm, PES, Sterile, SartoriusJf3%) 500N
FF365-10pcs BeyoGold™4%] 3k JiE #%(0.45um/33mm, PES, Sterile) 107M/48
FF365-100pcs BeyoGold™%] 3k JiE #%(0.45um/33mm, PES, Sterile) 100/™/4:
FF375-10pcs BeyoGold™%} 3k JE4%(0.45um/13mm, PES, Sterile) 104/48
FF375-100pcs BeyoGold™4%] 3k JiE #%(0.45um/13mm, PES, Sterile) 100/™/4;
FUF158-2pcs ABIEE (15ml, 100kDa MWCO, PES, Sartorius?)2%) 2448
FUF158-12pcs HBIEE (15ml, 100kDa MWCO, PES, SartoriusZ)%%) 127M/48
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