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pLenti-RPS6KAS5-sgRNA (RPS6KASHE K i b i RL) & — PP AE S D 4t i v o] LAIRI B 35 Cas9 H Y %E A 1) sgRN A Fll 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 I sgRNAKE T8 2 R WE A FICRISPR/Cas9 sgRNA S i FIS IE A& R, sgRNAMA R C 4l s TIENES F -
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),

2 7 K R i 32 44 3 T CRISPR/Cas9 $ AR I RPS6KAS FE [K] #% 4% 1) 5 RE (L16500 pLenti-RPS6KAS-sgRNA) . 18 3% # (L16501
RPS6KAS Knockout Lentivirus). HEK293T4HAE(L16502 RPS6KAS Knockout HEK293T Cells). HEK293 T 5 41 Ay U RIP A S i
¥ (L16503 RPS6KAS Knockout HEK293T RIPA Lysate). HEK293T i Bk 41 g 1) Trizol 24 fi% ¥ (L16504 RPS6KAS Knockout
HEK293T Trizol Lysate)55 1™ i, EARIETEFE 20 Kk 25 1) BAE A ity I 00 i AR il

RPS6KASH: A [ AAS Bl F -

Species Gene Symbol Gene ID GenBank Accession Transcript

Human RPS6KAS5 9252 BC017187 NM_004755

About the gene

Official Symbol RPS6KAS5

Previous Symbol -

Official Full Name | ribosomal protein S6 kinase AS

Synonyms MSK1; RLPK
Location 14q32.11

Gene Type protein-coding gene

Uniprot ID 075582

Pathway/Library Kinases Library

Serine/threonine-protein kinase that is required for the mitogen or stress-induced phosphorylation of the
transcription factors CREB1 and ATF1 and for the regulation of the transcription factors RELA, STAT3
and ETV1/ER81, and that contributes to gene activation by histone phosphorylation and functions in the
regulation of inflammatory genes (PubMed:11909979, PubMed:12569367, PubMed:12763138,
PubMed:9687510, PubMed:18511904, PubMed:9873047). Phosphorylates CREB1 and ATF1 in response
to mitogenic or stress stimuli such as UV-C irradiation, epidermal growth factor (EGF) and anisomycin
Gene Summary (PubMed:11909979, PubMed:9873047). Plays an essential role in the control of RELA transcriptional
activity in response to TNF and upon glucocorticoid, associates in the cytoplasm with the glucocorticoid
receptor NR3C1 and contributes to RELA inhibition and repression of inflammatory gene expression
(PubMed: 12628924, PubMed:18511904). In skeletal myoblasts is required for phosphorylation of RELA
at 'Ser-276' during oxidative stress (PubMed:12628924). In erythropoietin-stimulated cells, is necessary
for the 'Ser-727' phosphorylation of STAT3 and regulation of its transcriptional potential
(PubMed:12763138). Phosphorylates ETV1/ERS81 at 'Ser-191' and 'Ser-216', and thereby regulates its




ability to stimulate transcription, which may be important during development and breast tumor formation
(PubMed:12569367). Directly represses transcription via phosphorylation of 'Ser-1' of histone H2A
(PubMed:15010469). Phosphorylates 'Ser-10' of histone H3 in response to mitogenics, stress stimuli and
EGF, which results in the transcriptional activation of several immediate early genes, including
proto-oncogenes c-fos/FOS and c-jun/JUN (PubMed:12773393). May also phosphorylate 'Ser-28' of
histone H3 (PubMed:12773393). Mediates the mitogen- and stress-induced phosphorylation of high
mobility group protein 1 (HMGNI/HMG14) (PubMed:12773393). In lipopolysaccharide-stimulated
primary macrophages, acts downstream of the Toll-like receptor TLR4 to limit the production of
pro-inflammatory cytokines (By similarity). Functions probably by inducing transcription of the MAP
kinase phosphatase DUSP1 and the anti-inflammatory cytokine interleukin 10 (IL10), via CREB1 and
ATF1 transcription factors (By similarity). Plays a role in neuronal cell death by mediating the
downstream effects of excitotoxic injury (By similarity). Phosphorylates TRIM7 at 'Ser-107' in response
to growth factor signaling via the MEK/ERK pathway, thereby stimulating its ubiquitin ligase activity
(PubMed:25851810). KS6A5 HUMAN,O75582
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1. BRI ML e,

a.

P01 SR EUD B AR TR AL Stb13BAZ A A A B L B & Y RS2 UM, AmpditE, HHATIORII/NE . P EBUR S
JEHHTRSHIE.

YosE s FhIRIRAS A B R AT 48 F T Y PCR I T VE 1T % %€, Forward primer 5’ TATACGATACAAGGCTGTTAGAGAG3',
Reverse primer’§5’ACTGTGGGCGATGTGCGCTCTG3', PCREZH)Z1A700bp. B rJHt— Ml FF %5, WIFF 514 whUe6,
Forward primer A  5’ATGGACTATCATATGCTTACCGTA3' . kb  x B F A
ATGGACTATCATATGCTTACCGTAACTTGAAAGTATTTCGATTTCTTGGCTTTATATATCTTGTGGAAAGGACGAAA
CACCGNNNNNNNNNNNNNNNNNNNNGTTTTAGAGCTAGAAATAGCAAGTTAAAATAAGGCTAGTCCGTTATCAA
CTTGAAAAAGTGGCACCGAGTCGGTGCTTTTTTG. HHNAsgRNAF I,

2. RRBEEEGRE:

a.

UM R B8 TR B A N HER293 T4, 24/M 51345 B 10emEE 3L, 37°C. 5% COBEFE4824/ k. H 5%
Je AR SRS 7R — ) UL b S AT IR A s, O
ET%%@%Xfﬂmw%ﬁmEmwﬂ”ﬁi?ﬂm%mmmMﬁ%mﬁﬁmmMiﬁ%mmMﬁmimmMﬂ@
MediumH JI A A sgRNA B R pMDLg. Rev. VSV-gZr#lv10ug. 6.5ug. 2.5ug. 3.5pg, REIEIA—E & G5
R SRR A, T8 Yok 7 4548 T Lipo293™#% YL 71)(C0521) « Lipo6000T™4% e ﬁuww%)umwwm% JLIRF(C0533)
ST AE R G, B Gl IR S R s B JGR 07 U B TS o S5 S 24/ NI R4S /N T R IR AR B TR T
G 0.45um g L JERAT IS IE, X BIE SRR, WEBMH. FE 9% )5-80°CIET .

2 55 VR 45 Q0 SR 75 B R S 02 B, T LA FH 100kDa B S8 BT B a8k 48, W13 = K I8 E (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 N Z400pl 1R FRIR ARV . 7 BRIRAR TR T LA2) 35 )5 -80°CI AT

3. BREARE:

a.
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By 5€ puromycin Y e FE . AR IR YL 40 4% — & B8 BEAR A2 124182470, #4180, 0.2, 0.5, 1. 1.5 2. 3. 4. Sug/ml
TR (1% B 4t L o puromycin FRTBBUR M, HEFE S FH 35 5 K i Puromycin D1hydrochlor1de ("ERS ) (STS51). PRGN
JE 4 B8 T B R AR UK B ED O % 48 K FY) puromycin B 16 9K B, B D RS 38 & R AZ 7 i 198 A U -
https://www.beyotime.com/product/ST551-10mg.htm.
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R . 37°CHE TR G, B IR NN 5~10pg/mlfPolybrene(C0351/ST551) i HH I ULHT, M-80°CUK AL HX s 25 Je
UKIBRIAL, 276 AH SR B IR TS 50 15 3 IMOME N N IE &0 7%, AT RIRAE 15, 7 DA ELH4%0.5ml/fL N A 48
Jid, TR AR B E R R, — A 100pl/FLERI0T TUS L B8, BREHRE], 37°CHRER3%. HiRG, WSS mEEnss
FEW, L) B — E IR [ puromycin (35 FRIUEEAT 1%, —MRIFIL2R)E, ARREGLAN A MIZHIFE L, AW 5
AFTE R HBGR, AT DASCER B 70 4 M A H 1) B I 3R B AT H e e o B R AR, AT LK 4 B 2 6L AR 10em
KR ILATY K F:. — )G, puromycinik BRI . 0 S A 002 5 20T DUB S 40 A B2 2.54/ml, SR 5 1284
FL200pl A 2196 FLAR r (REFLT- 3405 4H ), GRiVE A s BE L IR . 75 BRI GLI¥ U7V IT 2 % Polybrene (CO351) KA A U
https://www.beyotime.com/product/C0351-1ml.htm,
4. EEFLANR S5 ERNRL

a. IEFEEEREER H IS 9400, {3 ] Lipo8000™% JLi7f(C0533). Lipo6000™ ! Jeis7(CO526) B & 51 [ He ik
A, B G2 B i) 2 SRS 2 e e e ek 7 U B

b. i puromycin KA AMIIE 5 % AR 124LEk24 9L, $ZIR0. 0.2. 0.5, 1. 1.5 2. 3. 4. Spug/mUXFEKIK
FEE IR X puromyecin FIBBUR N, HEFEE 28 = K A Puromycin Dihydrochloride (FEMS 2 3K) (STS551). K JE 4l 4= 4E
TC R B AR UK BE BT O % 40 M B9 puromycin B UG WK B2, B A B R S E E & R A7 6 KA U -
https://www.beyotime.com/product/ST551-10mg.htm.

c. FEYLJEL48/NEE, FRHR FARAT I ZR AT ) puromycinfii 6 R BN A\ puromycin, fEEFHTEAIM . —MIRIE2 KRG, BITEAERIE
Wist . RiFR RS, TLUE A 2 ofLR B 10emBF R ILATY Ki%FR . — B2 /5, puromycind B Ay RF 0
BLE ] DOd e 4 M AR 222,50 ml, AR F IR A FL200 43 Rl 296 FLAR T (1AL 350.5/1 4t ), 975305 B e o 4 R AR

5. EERmBHLE:

a. XWFZIREANNE, ] LUEIET7 Endonuclease I (T7EDFEAT 4 E, BIFEEANM M AHDNA, TEsgRNAJT S ML TH51 4
HATPCRY 1Y, RFHATTIEIGY), HKES53 5 KIITT Endonuclease T (CRISPRAE 2 K 28745 4 72 ) (D7080) 5 (Al
2H a4 I AR A I £ (DOS508) s AR AT LUie Ik AF S (1) A4 AT A I

b, X TERTCFEANN, WS PCRY 1Y H sgRNAKE ) ()5 K] v BOG #EAT 8 M A2 1) 77 QAT S0 AIE, (RIS ] UASE FH AR R R T

PREAT LI -
X/

L] LLELS (e
L00002-5pug CRISPR/Cas9 Packaging Vectors Set A Sug/each
L00002-100pg CRISPR/Cas9 Packaging Vectors Set A 100pg/each

L00011-5ng pLenti-Control-sgRNA Spg
L00011-100pg pLenti-Control-sgRNA 100ug
L00013-5ug pLenti-GFP-sgRNA Spg
L00013-100pg pLenti-GFP-sgRNA 100ug
0222 O R-FEE R T(100X) 100ml
C0351-1ml Polybrene (Hexadimethrine Bromide) 1ml
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{ 55| 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/mlx5ml
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 £ 3L 2%(0.45um/28mm, PES, Sterile, 3k K 4)3%) 10/M/48
FF345-50pcs 3L B 8(0.45um/28mm, PES, Sterile, Sartorius 7 3%) 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™#%] 3k i #%(0.45um/13mm, PES, Sterile) 100/™/4:
FUF158-2pcs ABIEE (15ml, 100kDa MWCO, PES, Sartorius?)2%) 2448
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FUF158-12pcs | HEEPEE (15ml, 100kDa MWCO, PES, Sartorius7#%) | 124/4%
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