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> B KRN R IE T CRISPR/Cas9 i AR FIMLLT3 JE [ 5% [k /4 )5 R (128670 pLenti-MLLT3-sgRNA). 2% 5 (L28671 MLLT3
Knockout Lentivirus). HEK293T4H}fZ(L28672 MLLT3 Knockout HEK293T Cells). HEK293T#5 [ 4 i () RIPA Z /iR Wi (L28673
MLLT3 Knockout HEK293T RIPA Lysate) . HEK293T i B 4H ffd ) Trizol 22 fi% ¥ (L28674 MLLT3 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 MLLT3 4300 BC036089 NM._004529

About the gene

Official Symbol MLLT3

Previous Symbol -

Official Full Name | MLLT3, super elongation complex subunit

Synonyms AF-9; AF9; YEATS3
Location 9p21.3

Gene Type protein-coding gene

Uniprot ID P42568

Pathway/Library others

Chromatin reader component of the super elongation complex (SEC), a complex required to increase the
catalytic rate of RNA polymerase II transcription by suppressing transient pausing by the polymerase at
multiple sites along the DNA (PubMed:20159561, PubMed:20471948, PubMed:25417107,
PubMed:27105114, PubMed:27545619). Specifically recognizes and binds acylated histone H3, with a
preference for histone H3 that 1is crotonylated (PubMed:25417107, PubMed:27105114,
PubMed:27545619, PubMed:30374167, PubMed:30385749). Crotonylation marks active promoters and
Gene Summary enhancers and confers resistance to transcriptional repressors (PubMed:25417107, PubMed:27105114,
PubMed:27545619). Recognizes and binds histone H3 crotonylated at '"Lys-9' (H3K9cr), and with slightly
lower affinity histone H3 crotonylated at 'Lys-18' (H3K18cr) (PubMed:27105114). Also recognizes and
binds histone H3 acetylated and butyrylated at Lys-9' (H3K9ac and H3K9bu, respectively), but with
lower affinity than crotonylated histone H3 (PubMed:25417107, PubMed:27105114, PubMed:30385749).
In the SEC complex, MLLT3 is required to recruit the complex to crotonylated histones
(PubMed:27105114, PubMed:27545619). Recruitment of the SEC complex to crotonylated histones




promotes recruitment of DOTIL on active chromatin to deposit histone H3 'Lys-79' methylation
(H3K79me) (PubMed:25417107). Plays a key role in hematopoietic stem cell (HSC) maintenance by
preserving, rather than confering, HSC stemness (PubMed:31776511). Acts by binding to the transcription
start site of active genes in HSCs and sustaining level of H3K79me2, probably by recruiting DOT1L
(PubMed:31776511). AF9 HUMAN,P42568
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Mo B AL AE 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.
A AUR T BN N R, AM3HE TR k06T, AMFHTEREZ R, MR T 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 514 9huUe,
Forward  primer A  5'ATGGACTATCATATGCTTACCGTA3' . SRS N & S 5|
ATGGACTATCATATGCTTACCGTAACTTGAAAGTATTTCGATTTCTTGGCTTTATATATCTTGTGGAAAGGACGAAA
CACCGNNNNNNNNNNNNNNNNNNNNGTTTTAGAGCTAGAAATAGCAAGTTAAAATAAGGCTAGTCCGTTATCAA
CTTGAAAAAGTGGCACCGAGTCGGTGCTTTTTTG. FHHNAsgRNAF I,

2. RRHEE GRS

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 PR 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 ™ I 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 Gk m) 00 7= i B BH 13 o % 8 J5 24/ NI R4S /N 1T R IR AR B 77 13
FIE0.45um PSS IEREAT IS UE, 1 BIESREE, TTEEMH . RIS 93 )5-80°CHRAT .

8 B3 (VR 46 Q0 SR 75 B R S 02 B, T LA FH 100kDa B JEE BT E 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 ) 5t o s ok B9
O30 AT, BTN Z400pl R FRIR AT . 9 BRIRAE TR T LA2) 35 )5 -80°CI AT

3. BRERIRS:
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By 5€ puromycin Y e FE . AR IR YL 40 4% — & B8 BEAR A2 1294182440, #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 8 BE T AR MR BE B A % 40 ML 0 puromycin B 3% W B, B KD BB S % B % K% 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
UKIRRIAY, 27 AH OC SCHR B AR TSR 5619 B FMOME I & B 55, 0 T RIRAEIIR 5, 7T LLE E4%0.5ml/AL N A4
FiL, ORF T BN S R FE I T, —R100pl/FLERIOY TUC &R0, BRIRE], 37°C4kEiias. WiR)E, Bk & di s
TR, BRI & — € WK FE I puromycin R FRBGHEAT L, —BIFIE2 KRG, ARRAM A M HI L, AR
TG BE, h aT DASCER 40 4 RS I H 1R 8 1 ) RS BOEEAT e SRR o B R R, W) DA 4H 4% 22 6L AR B 10cm
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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4. HEHLARERERNTE
a. EFEEE MR H R A0, 4 Lipo8000™%% 44177 (C0533) Lipo6000™%% 4L i fl(C0526) B & & itk ) e G ik
A, BRI G2 i ) P R 2 2 e e ek 7 U B
b. Hi5E puromycinffI eI . A0 — 2 B EE 124L 824 5L, #4180, 0.2, 0.5. 1. 1.5 2. 3. 4. Sug/mBXFEMIHK
JEE MR 2 P X puromycin (SR, #7748 28 2= K () Puromycin Dihydrochloride (M8 ) (ST551). 5K Jm 4l 4= B4
T o iKWK FE BRI N i 48 M B puromycin B B WK B, R MR B R S E B Z R Z MK H U
https://www.beyotime.com/product/ST551-10mg.htm.
c. FEYLIEZ148/NI, F5 IR IR ZR1S ¥ puromycin i & ¢ B N\ puromycin, JFIERHMEAIME. —MIFIE2 KRG, PIPEGNAR
Witk Begeid R, AT DL 40 B 2 6FLARER 1 0em¥BE TR MEATH KIG 7%, — 25, puromycini B v k. Wnbia b
T gl n] LB 4E R 2£2.5ml, SR 5 1% IR AR FL200ul 3 b 296 FLAR FH (BFFL T 1420.5 41 AE), ik B v BE 4T A Ak
5. EFEmERLE:
a. X TZyfEAM, v LLUEIET7 Endonuclease I (T7TEDHAT %55E, HIHEIAMAZERIZIDNA, #EsgRNAJTHI A5 514
BHATPCRY 1, SRIGHHATTIEIRGY), H AR S %2 = KT Endonuclease I (CRISPRZ: 3 [A 5845 % 5 F) (D7080) 3 [A]
20 G 8 AR A AT £(D0508)s 1 AT LI I AH B I PT AR HEAT R M
b. XS THRTTREANN, W@ PCRY MY H sgRNAFE [ (L A Fy B G AT o R0 3 1 5 sBEAT SR AE, - [R]BF 8 ] DAASE AR R A e

PRBEAT R
X/

e ) LEE=LS 2k
L00002-5ug CRISPR/Cas9 Packaging Vectors Set A Sug/each
L00002-100png CRISPR/Cas9 Packaging Vectors Set A 100pg/each

L00011-5pug pLenti-Control-sgRNA Sug
L00011-100pg pLenti-Control-sgRNA 100pg
L00013-5ug pLenti-GFP-sgRNA Spg
L00013-100pg pLenti-GFP-sgRNA 100ug
C0222 5 - HE R R IR (100X) 100ml
C0351-1ml Polybrene (Hexadimethrine Bromide) Iml
C0351-50mg Polybrene (Hexadimethrine Bromide) 50mg
0521 Lip0293™#% JLi{ 55| 0.5/1.5/7.5ml
C0526 Lipo6000™#% L i 7] 0.5/1.5/7.5ml
C0533 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%) 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 3L 2%(0.45um/28mm, PES, Sterile, Sartorius7)3%) 10M/4%
FF345T-10pcs #3598 2% (0.45um/28mm, PES, Sterile, 3k 1 733%) 10/M/48
FF345-50pcs 13k € #%(0.45um/28mm, PES, Sterile, Sartorius i %%) 500N/ &
FF365-10pcs BeyoGold™¥4} 3k £ 2%(0.45um/33mm, PES, Sterile) 104~/4%
FF365-100pcs BeyoGold™4} 3k € 2%(0.45um/33mm, PES, Sterile) 1004N/85
FF375-10pcs BeyoGold™4} 3k £ 2%(0.45um/13mm, PES, Sterile) 104~/4%
FF375-100pcs BeyoGold™#4} 3k € 2%(0.45um/13mm, PES, Sterile) 1004/ 85
FUF158-2pcs BRI (15ml, 100kDa MWCO, PES, Sartorius4)2%%) RVES
FUF158-12pcs EEPEE (15ml, 100kDa MWCO, PES, Sartorius7#%) 124/4%
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