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» Human ITCH qPCR Primer Pair, BIAITCH qPCR5I¥1xf, FZH TATSYBR GreenffJqPCR. One-Step qRT-PCREL

>

semi-quantitative PCR, A5 [¥IATSERIE. SidqPCREIE, FRAF 11X,
gPCR (Quantitative PCR)BIE&PCR, WFRLH %% E B PCRE LM & BPCR (Real-time quantitative PCR), SEHfPCR
(Real-time PCR), 2 —M{EDNAY R MdFEA, DS E&NE SR AR N (PCR)IEING = WE &5, qPCRE
FAIIPFR 7T 2SYBR GreenZ ¢ e ekREFIR 1, SYBR GreenZ 7tk 2 M AT AN, IR R IDNALS & Yokl
SYBR Green¥ ARG IPCRIGFE IR PCRY H/~¥); iMiiREH1%(Probe method), WHEBAATaqMantREHE, NMEATCHR
L, TR IR SR AR K EE A (Quencher) ARIE I DNATREHT M UE I PCRAGIY B AR 41 (1,2]0

XMTFSYBR GreenfFduklz, 5IMEXREE, KRF5 W= RAEZRIFLNS LT ER, RATFFPFESRIE, FEk
fE, VHERES, 5IM_RERERAERK, qPCREGERSE; AFRF5 1PN —RBHATESSME T (Span exon junctions), MG T X
HFZHDNA (gDNA)MIYIE[3,4]; ARFINSIWr=RdbEFEE, JLPFES TITE AFV/MNERER; 5190 Tm{EZ60°C, KEZH
P =) (Amplicon) UK EZ190-160bp, R = KIETRELE A& ME 5@ G Y E (Primer Panel/Primer Array),

AP EATIRG TR, &8 & ER51% Forward primer, AR _EH7519)f1 519 (Reverse primer, thWFR RilF5(9)%
1nmol, #2nmol, ~&EEEEE(Nuclease-free), HFENNA400plBAKIARK2.5uM each, BRI, 1%20ulsk25ulikZ
M2ul51Y, AF=&EER DA T200/RgPCRE S,
Gene Information

Gene Name itchy E3 ubiquitin protein ligase
Gene Symbol ITCH
Synonyms ATF4; ATP4; ADMFD; NAPP1
Organism Human
Gene ID 83737
UniProt ID Q96]02

Main Accession No. NM_031483
NM_001257137, NM_001257138, NM_031483, NM_001324197, NM_001324198,
NM_031483.1, NM_031483.2, NM_031483.3, NM_031483.4, NM_031483.5, NM_031483.6,
NM_001257138.1, NM_001257138.2, NM_001257137.1, NM_001257137.2, BC006848,
BC011571, BG928040, NM_001257137.3, NM_001257138.3, NM_031483.7
Map Location 20q11.22

Pathway Hippo Signaling Pathway; ErbB/HER Signaling Pathway

Other Accession No.

This gene encodes a member of the Nedd4 family of HECT domain E3 ubiquitin ligases.
HECT domain E3 ubiquitin ligases transfer ubiquitin from E2 ubiquitin-conjugating
enzymes to protein substrates, thus targeting specific proteins for lysosomal
degradation. The encoded protein plays a role in multiple cellular processes including
erythroid and lymphoid cell differentiation and the regulation of immune responses.
Mutations in this gene are a cause of syndromic multisystem autoimmune disease.
Alternatively spliced transcript variants encoding multiple isoforms have been
observed for this gene. [provided by RefSeq, Mar 2012]

Gene Summary

Amplicon Information
Amplicon Length (bp) | 118

NCBI mRNA ID NM_031483.7

NCBI Protein ID NP_113671.3
Ensembl Transcript ID | ENST00000374864.10




Ensembl Gene ID ENSG00000078747.17
Ensembl mRNA ID ITCH-202
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RIEFFMG:
-20°CHRfR, BENEIBEHTIE Y 7058, B9 E iRl
AREI
> PCRY YK E R e RE R F G L ML MG E R,
> BIAAARRYN G|V mRR R EAEE G, BEBGETERIIZ(Melt curve) At DAFEY 18 = N R Tk, R A — Mafh

Sl O LAY IR KR FE R EEDNA VI TmAE), WiRHRE —REa—/; RGN IINE, ZIgsiglE, ATaER 5%

TRIREAER R G, FRAEEFADNAG S, B ORGSO BN SERATX B (No template control, NTC),

RV BT A 22 B & BRASAR DASNRT R G IR L EE 77, ARAEARE S FLAIJCREON FRF LB IR I ZRI E 5, FTAIBT R SIS 1 _RIKsH T

HIARR ey 1,

> HRMAKRTFEY W54, HESERPHE B qPCR Mix,

> AERURTFEWAREERTH, AMEATIMRSHEGETT, AMEATRRNZE, NMEERTEEEEN,
> RTERNZEMERE, EEIRREE — R ETERE,

fERAE:

1. PCRIRMIERINBEHE

a. FFEA T, 3000-8000 X g0 1438k, DABTFF &IN5 YR8k, BEMA400ulBaiK, SEEirETFEERSIER, R
JEEONPREEOLR, HAHEEEREREWITIRS, 154000 2.5uM eachfyPrimer Mix, B4k # F BeyoPure™
Ultrapure Water (DNase/RNase-Free, Sterile) (ST876),

b. FlfRHIESPCR M FT TR & MIEK, SYBR Green qPCR Mix 52 RRIF RS G E T KB L8kEN, HEMH
BeyoFast™ SYBR Green gqPCR Mix (2X) (D7260/D7262/D7265). BeyoFast™ SYBR Green One-Step qRT-PCR Kit
(D7268). BeyoFast™ SYBR Green qPCR Mix (2X, Fii544!) (D7501/D7503/D7507)8BeyoFast™ SYBR Green One-Step
qRT-PCR Kit (Bii54¢%) (D7509).

c. SETFREZRBUKNA LIRBEPCRRMNAR, PL96FLIRFIBeyoFast™ SYBR Green qPCR Mix (2X) 94,

Reagent Volume for One PCR Reaction
SYBR Green qPCR Mix (2X) 10ul
Primer Mix (2.5uM each) 2ul
Template DNA 2ul
RNase-Free Water 6ul
Total Volume 20ul
H1: JEESIWLIKRIERN0.2-0.5uM eachi IS RAFIIRETIRCEE, HARIBEME0.1-1.0uM eachyEEIATES P&
W,
H2: WMEDNAERAFEPAL-10ng cDNANSEHE, FARYAMBERESERBERPEERF, EHE RIINK
WA SO AR TR SRR RE, DA E SRR 2, RT-PCRMIFEIMCDNAEZE AR, HRMEAEET
PCRZ M EMAFIRT10%,
W3 9L IR R AR 920], AT DURIBSERRSERn 7R oK, T2y Reigs/ R MIA R,
W4 ABOZEAINNRAIBA M R,

d. ABHSRREUITIRS S EM VortexiRs], HEiRELERD, HRAERRETER, MM HBeyoFuge™ EA T ML ES O
(EEX, 2500rpm) (E6758) A THIEE L,

e. HREFHPCRRNEBPCRRMRE TRICERPCRIN I, FFIHEEPCRR I,

2. PCRIZFiFEF:
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fEReal-time PCRM AT, J@H ENISC 2508, HZolm GCHRMIE YK M Z5-105 %, ARFE
ABI QuantStudio™ 6 Flex#é )& & PCRIHH:

WAEME: 95°C 253741

5P 95°C 1580,

JBK/FEMH: 60°C 15-30F);

BEE LSBT, SIL40MEL,

YaIRIIER S (R3%) . 95°C 158D, 60°C 1589, 95°C 15F;

5 E B PCRIVIRBERI R BT SR
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E: DLERBINEIQPCRR MRS, (MfESH, LR N AAFRENR, SIYFMEEARTT SR, FRERER. 517, BIOR
BR RUIRE RN 5, FHRRE ELBIOR S/ N ONAA R, IR IEQPCR, AR = 1KqPCR, KRR K /TN

JE—#72°C 30%), BE/EEESED, cEIANX —SEIL40MEIARTAT,
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1. ANAZ51¥A:
P RS et (2B
QHO00001 Human ACTB gqPCR Primer Pair 200/1000/5000¢%
QH00005 Human B2M gPCR Primer Pair 200/1000/X
QHO00009 Human GAPDH qPCR Primer Pair 200/1000/5000¢X
QHO00013 Human GUSB gPCR Primer Pair 200/1000¢%
QHO00017 Human HCK gqPCR Primer Pair 200/1000¢%
QH00021 Human HMBS gPCR Primer Pair 200/1000¢X
QH00025 Human HPRT1 gPCR Primer Pair 200/1000/X
QH00029 Human HSP90AA1 gPCR Primer Pair 200/1000X
QHO00033 Human HSP90AB1 qPCR Primer Pair 200/1000¢X
QH00037 Human LDHA gPCR Primer Pair 200/1000¢%
QH00041 Human NONO gPCR Primer Pair 200/1000¢%
QH00045 Human PGKI1 qPCR Primer Pair 200/1000¢X
QH00049 Human PPIA qPCR Primer Pair 200/1000/X
QH00053 Human RPL30 gPCR Primer Pair 200/1000/X
QHO00057 Human RPLP0 qPCR Primer Pair 200/1000/5000¢X
QH00061 Human RPLP1 qPCR Primer Pair 200/1000¢%
QH00065 Human SDHA gPCR Primer Pair 200/1000¢%
QH00069 Human TBP qPCR Primer Pair 200/1000¢X
QH00073 Human TFRC gPCR Primer Pair 200/1000/X
QH00077 Human YWHAZ gPCR Primer Pair 200/1000X
QHO00081 Human PPIH gPCR Primer Pair 200/1000¢X
QH00085 Human RPL13A qPCR Primer Pair 200/1000¢%
QHO00089 Human TUBB gPCR Primer Pair 200/1000/5000¢X
QH00093 Human RNA18S5 qPCR Primer Pair 200/1000¢X

¥ #EFFEHGAPDH, RPLPO. ACTB. TUBBFIB2Mf{EAMNZS, (BRI =FTCEMELR TR, 7 A2 A HPRT18

RNA18SSEANZ, NIXBIHRAISKIACER, ks Py 2 [5-6].
2. /NEAANZSTIPIX

RS L %
QM00002 Mouse Actb qPCR Primer Pair 200/1000/5000¢X
QMO00006 Mouse Rplp0 qPCR Primer Pair 200/1000/5000¢X
QMO00010 Mouse B2m gqPCR Primer Pair 200/1000/X
QM00014 Mouse Gapdh qPCR Primer Pair 200/1000/5000¢%
QMO00018 Mouse Hck gPCR Primer Pair 200/1000¢X
QM00022 Mouse Hmbs qPCR Primer Pair 200/1000¢%
QMO00026 Mouse Hprt qPCR Primer Pair 200/1000¢X
QMO00030 Mouse Hsp90abl qPCR Primer Pair 200/1000¢X
QMO00034 Mouse Hsp90aal qPCR Primer Pair 200/1000¢X
QMO00038 Mouse Ldha qPCR Primer Pair 200/1000¢X
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QMO00042 Mouse Pgkl qPCR Primer Pair 200/1000¢%
QMO00046 Mouse Rn18s qPCR Primer Pair 200/1000¢X
QMO00050 Mouse Rpl30 qPCR Primer Pair 200/1000/X
QM00054 Mouse Tbhp gqPCR Primer Pair 200/1000¢k
P9
QMO00058 Mouse Tfrc qPCR Primer Pair 200/1000¢X
QMO00062 Mouse Rpl13a qPCR Primer Pair 200/1000¢%
QMO00066 Mouse Tubb4a qPCR Primer Pair 200/1000/5000¢X
QM00070 Mouse Ywhaz qPCR Primer Pair 200/1000¢X
QMO00074 Mouse Nono qPCR Primer Pair 200/1000¢X
QM00078 Mouse Rplpl gPCR Primer Pair 200/1000¢k
pIpl g
QM00082 Mouse Ppih qPCR Primer Pair 200/1000¢X
ping
QM00086 Mouse Sdha gPCR Primer Pair 200/1000¢%
QMO00090 Mouse Gusb qPCR Primer Pair 200/1000¢%
QMO00094 Mouse Ppia qPCR Primer Pair 200/1000¢X

i M AGapdh, Rplp0. Actb, TubbfIB2mfEANZS, HURX=FILHEMHELRFTR, A HEAHprt1sRnl8s
TERNS, WIREHERSERICR, RIRS a2 H[5-6],
3. E[KDNA (gDNA)5 ¥4 (F T gDNATS Getaiil) :

7 g S P AR %
QHO00101 Human HGDC Primer Pair 200/1000¢X
QMO00098 Mouse MGDC Primer Pair 200/1000¢X

i£: To obtain reliable qPCR data, genomic DNA contamination should be tested by qPCR with genomic DNA
contamination primer pair [7]o
4. SYBR Green qPCR Mix M 4E#7:

k] 2 B A TR 2k
D7260 BeyoFast™ SYBR Green qPCR Mix (2X) 1/5/25ml
D7262 BeyoFast™ SYBR Green qPCR Mix (2X, Low ROX) 1/5/25ml
D7265 BeyoFast™ SYBR Green qPCR Mix (2X, High ROX) 1/5/25ml
D7268 BeyoFast™ SYBR Green One-Step qRT-PCR Kit 100/500{%
D7501 BeyoFast™ SYBR Green qPCR Mix (2X, [fji544%!) 1/5/25ml
D7503 BeyoFast™ SYBR Green gPCR Mix (2X, Low ROX, Fji5 %) 1/5/25ml
57507 BeyoFast™ SYBR Green qPSj) Mix (2X, High ROX, Biji5 4 1/5/25ml

il
D7509 BeyoFast™ SYBR Green One-Step qRT-PCR Kit ([}i75 4+7) 100/500%K
FASAO011-1pc BeyoGold™ i Il IR
FSF002 ®ICE B PCRAIRE(ABI772) 20/
FSF035-100pcs BeyoGold™)aE & PCR A BRI 5UR) 1007 /E4%
FSF039-20pcs BeyoGold™ e s PCRAIEIARE (B, BEC9345) 207 /0%
FSF039-100pcs BeyoGold™ e s PCRAEMR IR (R B, i 1157 4) 1007 /e
FTUB325-1box BeyoGold™ qPCR/\BXHFE (0.2ml, -2, 1EH) 1258k/&
FTUB325-10bxs BeyoGold™ qPCR/\BXHEE (0.2ml, 2%, JEH) 1258E/&, 108/
FTUB333 wWHEEZEPCRAYCTLIR (ABIJFZE) 204 /E3E
FTUB384 SOEE BPCRAI3844LR (ABI S %) 205 /B0
FTUB335-1box BeyoGold™# K E & PCRAII6FLAR(0.2ml, JotRid, 1#EHA) 100N /8
FTUB335-5bxs BeyoGold™Z i &PCRAI6FLAR(0.2ml, otz #EHH) 101N/ &, S&/5
FTUB337-1box BeyoGold™# )& & PCRAI96FLAR (0.2ml, 4R34, iEHA) 104N/&
FTUB337-5bxs BeyoGold™Ze e B PCRAIGFLIR(0.2ml, 4714, EHH) 100N/&, 5E/F8
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