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pLenti-METTL16-sgRNA (METTL162E [l fl [i4% Jo7 A ) & — Pl £ S V0 4t i o o] AR 238 Cas9 H 2 A ) sgRN A Fl puromycin
Ptk LR R . F T ZESh Y4 i o B 355 T CRISPR/CasOR AR R bk H 36 (K], 53 38 5 405518 5 5 5 56 T CRISPR/Cas9F;
AREi HRI3ER . AR sgRNAFIA 20 £ 485854 T7TERE FI5RAIE »

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/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),

2K [A] B 3 4 5 T CRISPR/Cas9 57 A [ METTL 16 2 [l iy [ ¥ 53 %7 (L02640 pLenti-METTL16-sgRNA). & 5 75 (L02641
METTL16 Knockout Lentivirus). HEK293T4H (102642 METTL16 Knockout HEK293T Cells). HEK293 T[40 it URIPA 24
fif ¥ (L02643 METTL16 Knockout HEK293T RIPA Lysate). HEK293T & [ 41 il ) Trizol 24 fi# % (L02644 METTL16 Knockout
HEK293T Trizol Lysate)55 1™ i, EARIETEFE 20 Kk 25 1) BAE A ity I 00 i AR il

METTLI16ZE K R AE B T

Species Gene Symbol Gene ID GenBank Accession Transcript
Human METTL16 79066 BC001213 NM_024086

About the gene

Official Symbol METTLI16

Previous Symbol METTI10D

Official Full Name | methyltransferase like 16

Synonyms MGC3329
Location 17p13.3

Gene Type protein-coding gene

Uniprot ID Q86WS50

Pathway/Library mo6A Modification Related Genes Library

RNA N6-methyltransferase that methylates adenosine residues at the N(6) position of a subset of RNAs
and is involved in S-adenosyl-L-methionine homeostasis by regulating expression of MAT2A transcripts
(PubMed:28525753, PubMed:30197299, PubMed:30197297). Able to N6-methylate a subset of mRNAs
and U6 small nuclear RNAs (U6 snRNAs) (PubMed:28525753). In contrast to the METTL3-METTL14
heterodimer, only able to methylate a limited number of RNAs: requires both a 5SSUACAGAGAA-3'
nonamer sequence and a specific RNA structure (PubMed:28525753, PubMed:30197299,
Gene Summary PubMed:30197297). Plays a key role in S-adenosyl-L-methionine homeostasis by mediating
N6-methylation of MAT2A mRNAs, altering splicing and/or stability of MAT2A transcripts: in presence
of S-adenosyl-L-methionine, binds the 3'-UTR region of MAT2A mRNA and specifically N6-methylates
the first hairpin of MAT2A mRNA, impairing MAT2A expression (PubMed:28525753). In
S-adenosyl-L-methionine-limiting conditions, binds the 3'-UTR region of MAT2A mRNA but stalls due
to the lack of a methyl donor, preventing N6-methylation and promoting expression of MAT2A
(PubMed:28525753). In addition to mRNAs, also able to mediate N6-methylation of U6 small nuclear




RNA (U6 snRNA): specifically N6-methylates adenine in position 43 of U6 snRNAs (PubMed:28525753,
PubMed:29051200). Also able to bind various IncRNAs, such as 7SK snRNA (7SK RNA) or 7SL RNA
(PubMed:29051200). Specifically binds the 3'-end of the MALATI1 long non-coding RNA
(PubMed:27872311). MET16_HUMAN,Q86W50
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Mo B AL ARG Al FH B2 Uk, 7] LT 28 = K ¥ Lentivirus Packaging Vectors Set A (L00002), f3%pMDLg. 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.
K AUR T BN N BRI, ASHE TR k06T, AMFHTEREZ R, AT EEEEN.
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a.

P38 1 S U B AR ORI AL SOI3 IS A AN BB & M B2 S AEM, AmphitE, ST RURLK /NG R EBUREE
JE T RS .

Y8 SMARIRAT I FORL AT i B YEPCR I 515 E /T %5 %€, Forward primer’ ¥5S TATACGATACAAGGCTGTTAGAGAG3',
Reverse primer §5'ACTGTGGGCGATGTGCGCTCTG3', PCRF=#)Z1N700bp. W a] it — 5% 5%, W5 54 9huUe,
Forward  primer A  5'ATGGACTATCATATGCTTACCGTA3' . SRS N & S 5|
ATGGACTATCATATGCTTACCGTAACTTGAAAGTATTTCGATTTCTTGGCTTTATATATCTTGTGGAAAGGACGAAA
CACCGNNNNNNNNNNNNNNNNNNNNGTTTTAGAGCTAGAAATAGCAAGTTAAAATAAGGCTAGTCCGTTATCAA
CTTGAAAAAGTGGCACCGAGTCGGTGCTTTTTTG. FHHNAsgRNAF I,

2. RRBEEEGRE:

a.

UM R B8 TR B A N HER293 T4, 24/M 51345 B 10emEE 3L, 37°C. 5% COBEFE4b24/ k. E 5%
JE AR R RERE 77— B UL b S AT IR B I s, R T AT

129 B IS 6 T10emiF 77 1L, TESOOWIAS & Pi A= Z AN L7 FIDMEM S 75 (/5 FIDMEM (I DM EM ¥ 1) 8 Opti-MEM®
Medium ™ JI A A sgRNAFi 7. pMDLg. Rev. VSV-g4r 7l N10ug. 6.5ug. 2.5ug. 3.5ng, RGN — & &5 Gl
IR AW e YA #7448 FH Lipo293 ™4 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 BH 13 o 5 % J5 24/ NI FO48 /N 1T R IR AR B 77 13
FIE0.45um PSR S IEREAT IS UE, 1 BIE SRR, TTEEMH . RIS 3% )5-80°CHR AT

8 B3 (VR 45 Q0 SR 75 B R S M2 B, T LA FH 100k Da B e BT B a8k e, W13 = K 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 AT, B AT Z400pl 1R FRIR ARV . 9 BRIRAE TR T LA 35 )5 -80°CI AT

3. BRERIRS:

a.

By 5€ puromycin Y e FE . AR IR GL 40 4% — & B8 BEAR A2 124182440, #4180, 0.2, 0.5, 1. 1.5, 2. 3. 4. Sug/ml
TXHE (1% B M 48 L 0 puromycin FRIBBURE I, HEFE S FH 35 5 K I Puromycin Dihydrochloride ("5/4 %5 %) (ST551). PR 548
4 0 BE T AR M BE B A % 40 ML 0 puromycin B 3 W B, B KD BB S % B % K% P S 048 AT B

https://www.beyotime.com/product/ST551-10mg.htm.

15 13 A A e 4% S0 T BRI B AR (A 12904R), AR AL LASE 2 R % BE2150% 9 H . BB AR LA ZH . ok i ZH 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
UKIRRIAL, 27 AH OC SCHR B AR TSR 4649 B FMOME I & B 55, 0 T RIRAEIIR 5, 7T LLE E4%0.5ml/AL N A48
FiL, ORF T BN S R FE I T, —R100pl/FLERIOY TUC &R0, BRIRE], 37°C4kEiias. WiR)E, Bk & di s
TR, BOHTEEI) & — € WK FE I puromycin R FRBGHEAT L, —BIFIE2 KRG, ARERAM A M HI L, AR
HAETE R LB, AT DASCER 20 4 RS I H 1R 8 1 I RS BOEEAT SRR . B FRad R, W) DA 4H 4% 22 6L AR 10em
BFRMAHATY K595 . —JHZ)5, puromycinif B2 Al Y. Wi Aa 24 B )5 22 n] DOs ik e 40 iR 222,51 /ml, SRS 4% 4
FL200p R0 2196 FLAR H (FEALT-350.5 A, i ide 5 v B A M bk o 3 R IR UL 1 77 12 1] 2 % Polybrene (C0351) 145 F 9%
https://www.beyotime.com/product/C0351-1ml.htm.,
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a. WEPEEIE LR H AR HO4HAE, {8 HILipo8000™#% Hyi71(C0533). Lipo6000™H% i 71)(C0526) B I & A i e ik
7, FL AR G20 8 RS2 R R e Geaak i U

b. #fiEpuromycinfIfFEH E : AN — e BB 124082450, %80, 0.2, 0.5, 1. 1.5, 2. 3. 4. Sug/mUXFEATIR
JEE 4T D 5 puromyecin I BBUB: , HEFE(H ] 28 5 K iPuromycin Dihydrochloride ("EM 2 %) (ST551). K JE 41 423548
TS A WK BN % 40 ML 19 puromycin O B W B, B A B B B B B & R AZ S0 A
https://www.beyotime.com/product/ST551-10mg.htm.

c. FEULIEZ148/NIT, F5 R IR ZR1S I puromycin i & N\ puromycin, JHIERHMEAIIE. —MIFIE2 KRG, FIPEGNR
WAed. IR, W LUK AR e fLIRE OcmBs SR BT KIEFR. — /5, puromycini [ AIJRF . 1R A
B ] DOE D 4l AR 2 2.5 ml, AR5 F IR AR FL200 Rl 296 FLAR Fh (B AL P20, 5N ), 9 ik A e B T ok o

5. EFEmERLE:

a. W T ZwiELNE, v LB T7 Endonuclease I (T7TEDAT %5 5€, RISEHUANALY LK ZHDNA, TEsgRNAJTHI A 514
HEATPCRY 1, SRIGHHATTTEIEGY), HAKiES %2 % KITT Endonuclease I (CRISPRE:FE K] 5845 % € Fl) (D7080) 3k % [l
2H 4 4 TALAS I (D05 08) s AR AT LU ik AH B (1) A4 dE AT Aer I o

b. ST EREMM, W@ PCRY 1Y sgRNASE ) (¥ 5 PR Fy BOR AT 8 0 e 1) 7 SR AT B0 E ,  [R) IS 3 ] UASE FH AH L e

PRIEATALI -
X/ am:

e k] 7 i A4 R b
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
0222 5 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
0526 Lipo6000™ % L i 711] 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 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 22(0.45um/28mm, PES, Sterile, Sartorius/)%%) 104~/4%
FF345T-10pcs Sk #%(0.45um/28mm, PES, Sterile, i [114)%%) 10/7~/48
FF345-50pcs £ 3L 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 JE2%(0.45um/33mm, PES, Sterile) 1004™/85
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
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