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quantitative PCR, A5 [¥ AR, SidqPCREIE. FURAIG I,

gPCR (Quantitative PCR)BIE&PCR, WFRELH % E B PCRE LM &£ &PCR (Real-time quantitative PCR). SZHfPCR
(Real-time PCR), /2 —Fi7EDNAY R FEr, DAZEE EIE SR &R N (PCR)IEING =P S &1 7. qPCRE
FRIPR 75 ZSYBR GreenSs o Y RHEFIIR 4, SYBR GreenZ 7 YA R M AT A M. IR FIIDNALE &Ykt
SYBR Green&s AR PCRISFZEHFIRIPCRY /=) ; MitRET1%(Probe method), WHE#SHFATagManiRErE, MERDE LS
e, TSR 2 e RN AR K 5 ] (Quencher) FRIC A DNAFREH#E A 0MS PCRAGII B FRFF(1,2],

XFSYBR GreenFHekhE, 5IMEXEE, ARFI5IWZMRABARIFRIEIMEITED, LT FIHESRIE, Rk
B, VRS, 51 R RR R, qPCREWERTSE,; ARYI5 1N —BER ML T (Span exon junctions), S 7
FNZIDNA (gDNA)Y#[3,4]; ARSI~ RAEEEE, JLPFEESTHE AFNRNER; 5170 TmEL60°C, KZE
I =Y (Amplicon) UK EZ190-160bp, IR = KRIETRALE A& ME 5@ G Y2 & (Primer Panel/Primer Array),

AP EATIRGE TR, S8 & ER519% (Forward primer, AR _EH7519)f & A51% (Reverse primer, thFR RilF5(4) %
1nmol, ##2nmol, ~&EEEES(Nuclease-free), HFEMMA400pfBAKIARK2.5uM each, BRI, 1%20ulsk25ulikZ

F2u15 14, AP= R T U F200RqPCREE K

Gene Information

Gene Name agouti signaling protein
Gene Symbol ASIP
Synonyms ASP; AGSW; AGTT; AGTIL; SHEP9
Organism Human
Gene ID 434
UniProt ID P42127
Main Accession No. NM_001672
Other Accession No. | NM_001672, NM_001672.1, NM_001672.2, BC104238, BC104239
Map Location 20q11.2-q12
Pathway AMPXK Signaling Pathway

Gene Summary

In mice, the agouti gene encodes a paracrine signaling molecule that causes hair
follicle melanocytes to synthesize pheomelanin, a yellow pigment, instead of the black
or brown pigment, eumelanin. Pleiotropic effects of constitutive expression of the
mouse gene include adult-onset obesity, increased tumor susceptibility, and premature
infertility. This gene is highly similar to the mouse gene and encodes a secreted protein
that may (1) affect the quality of hair pigmentation, (2) act as a pharmacological
antagonist of alpha-melanocyte-stimulating hormone, (3) play a role in neuroendocrine
aspects of melanocortin action, and (4) have a functional role in regulating lipid
metabolism in adipocytes. [provided by RefSeq, Jul 2008]

Amplicon Information

Amplicon Length (bp) | 126
NCBI mRNA ID NM_001672.3
NCBI Protein ID NP_001663.2
Ensembl Transcript ID | ENST00000374954.4
Ensembl Gene ID ENSG00000101440.10
Ensembl mRNA ID ASIP-201
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PCRY ™ i K L a] RE X Rk IR e ) e 17 £ 2 MBI RE s A T 22 5%

BIRARYN 1 SR SRR GF, EOYRBGHETERIZ (Melt curve) 7 #T ABEY 14 S W AR T, WS A —Mafgdh
26 (0f I IR AR B BEDNA Y TmAE), BERRE R — 4, WSRAE AR LR BN, s i, mIREZ S|P
“RASARR R Y B, PR KADNAG R, IR KGR AR, BB E A SER AR (No template control, NTC),
B BAR R PR S BREAR DASNII TR ML 73, ARFEAE L FLRITCEAON BR LI RN 2 57, Al AR P AES 1Y) —RIAsHE
AR S PR S

B RNAAZAFAEY W= P)i5 5, HEEERIBG R qPCR Mix,

AR T LW AR, M TIRRZEERY, MR T RS, MIFRTEEETN,

N T ISR Z 2RERE, KRR — T BRI,
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PCRIRZ IR BEHE :

a. JREAT AT, 3000-8000 X gBL17r#h, DARGH S5 W) FREUR, BEMA400pl@8AIK, Joiir s FaEiRS %R, R
JE BRSO TLERY, FFEEERERITIRS), Bf$400ul 2.5uM eachfyPrimer Mix, ali/K#E#E # F BeyoPure™
Ultrapure Water (DNase/RNase-Free, Sterile) (ST876),

b. RlfEHIESIPCRI M T & #IIA . SYBR Green qPCR Mix#5E £ mlfEHIES G & Tk Ls8ivk&aE W, #HEEHH
BeyoFast™ SYBR Green qPCR Mix (2X) (D7260/D7262/D7265). BeyoFast™ SYBR Green One-Step qRT-PCR Kit
(D7268). BeyoFast™ SYBR Green qPCR Mix (2X, Fii5%#%Y) (D7501/D7503/D7507)8kBeyoFast™ SYBR Green One-Step
gRT-PCR Kit (Fii5 %) (D7509).

c. ZETREERIKG LIREPCRRMIFR, PA6FLEAIBeyoFast™ SYBR Green qPCR Mix (2X) 9,

Reagent Volume for One PCR Reaction
SYBR Green gqPCR Mix (2X) 10ul
Primer Mix (2.5uM each) 2ul
Template DNA 2ul
RNase-Free Water 6ul
Total Volume 20ul

WL BESIYLIREDN0.2-0.5uM eachN ATERTG REFAVRIIZCSR, HATRIEE I7E0.1-1.0uM each it IAEES MR
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W4 ABOZE AR AIBA M B,

d. FABESBREITIRISHEM VortexiRs), EimELED, FRANRETER, #H#E 8 HBeyoFuge™ HEAlB ML E O
(FEE X, 2500rpm) (E6758)3FTHIHBIL,

e. KIREIFHIPCRR M EHPCRIMARE THOCERPCRIN L, FHaERPCRII,
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ABI QuantStudio™ 6 Flexi& Y€ & PCR{CHH:

AR 95°C 24744,
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1. AAZ5194:
e S 7 AR %
QHO00001 Human ACTB qPCR Primer Pair 200/1000/5000¢X
QH00005 Human B2M gPCR Primer Pair 200/1000¢%
QHO00009 Human GAPDH qPCR Primer Pair 200/1000/5000¢X
QH00013 Human GUSB gPCR Primer Pair 200/1000/X
QH00017 Human HCK gqPCR Primer Pair 200/1000¢X
QHO00021 Human HMBS qPCR Primer Pair 200/1000¢X
QH00025 Human HPRT1 gqPCR Primer Pair 200/1000¢%
QH00029 Human HSP90AA1 qPCR Primer Pair 200/1000¢%
QHO00033 Human HSP90AB1 qPCR Primer Pair 200/1000¢X
QH00037 Human LDHA gPCR Primer Pair 200/1000¢X
QH00041 Human NONO gPCR Primer Pair 200/1000¢X
QHO00045 Human PGK1 qPCR Primer Pair 200/1000¢X
QH00049 Human PPIA qPCR Primer Pair 200/1000¢%
QHO00053 Human RPL30 qPCR Primer Pair 200/1000¢%
QHO00057 Human RPLP0 qPCR Primer Pair 200/1000/5000¢X
QH00061 Human RPLP1 gPCR Primer Pair 200/1000¢X
QH00065 Human SDHA gPCR Primer Pair 200/1000X
QHO00069 Human TBP gqPCR Primer Pair 200/1000¢X
QHO00073 Human TFRC qPCR Primer Pair 200/1000¢%
QHO00077 Human YWHAZ gqPCR Primer Pair 200/1000¢%
QH00081 Human PPIH qPCR Primer Pair 200/1000¢X
QH00085 Human RPL13A gPCR Primer Pair 200/1000/X
QHO00089 Human TUBB gPCR Primer Pair 200/1000/5000¢%
QHO00093 Human RNA18S5 qPCR Primer Pair 200/1000¢X

1 @ HGAPDH, RPLPO, ACTB. TUBBFMIB2MfENNZ, HUMRX=FLEMELRFTFR, 7JUAZIAEHHPRT1
RNA18SSTEANS, NIKFHREAISLIRMER, EIRs [Py a] i [5-6].

2. /NERAZ5IPI

P S et (25
QM00002 Mouse Actb qPCR Primer Pair 200/1000/5000¢%
QM00006 Mouse Rplp0 qPCR Primer Pair 200/1000/5000¢X
QMO00010 Mouse B2m qPCR Primer Pair 200/1000¢%
QM00014 Mouse Gapdh qPCR Primer Pair 200/1000/5000¢X
QMO00018 Mouse Hck gPCR Primer Pair 200/1000¢X
QMO00022 Mouse Hmbs qPCR Primer Pair 200/1000¢X
QM00026 Mouse Hprt qPCR Primer Pair 200/1000¢X
QM00030 Mouse Hsp90abl qPCR Primer Pair 200/1000¢X
QMO00034 Mouse Hsp90aal qPCR Primer Pair 200/1000¢%
QM00038 Mouse Ldha qPCR Primer Pair 200/1000¢X
QMO00042 Mouse Pgkl qPCR Primer Pair 200/1000¢X
QMO00046 Mouse Rn18s qPCR Primer Pair 200/1000X
QM00050 Mouse Rpl30 qPCR Primer Pair 200/1000¢%
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QMO00054 Mouse Tbp qPCR Primer Pair 200/1000¢%
QMO00058 Mouse Tfrc qPCR Primer Pair 200/1000¢X
QMO00062 Mouse Rpl13a qPCR Primer Pair 200/1000¢X
QMO00066 Mouse Tubb4a qPCR Primer Pair 200/1000/5000¢%
QM00070 Mouse Ywhaz qPCR Primer Pair 200/1000¢X
QMO00074 Mouse Nono qPCR Primer Pair 200/1000¢%
QMO00078 Mouse Rplpl qPCR Primer Pair 200/1000¢%
QMO00082 Mouse Ppih qPCR Primer Pair 200/1000¢X
QM00086 Mouse Sdha gPCR Primer Pair 200/1000X
QMO00090 Mouse Gusb qPCR Primer Pair 200/1000¢X
QM00094 Mouse Ppia qPCR Primer Pair 200/1000¢X

#: #HEEM#HGapdh. Rplp0. Actb. TubbMB2mfEANZS, (HUMRIX=FHILHEH ALK, ATAZIA M HHprt1siRnl8s
TERNZ, AIREHESSRRCE, LiRg Y] R EH[5-6],
3. EFZDNA (gDNA)5|1¥rxt (F T gDNAG Fefanil) -

R E =2 R 2y GBS
QH00101 Human HGDC Primer Pair 200/1000¢k
QMO00098 Mouse MGDC Primer Pair 200/10007k

iE: To obtain reliable qPCR data, genomic DNA contamination should be tested by qPCR with genomic DNA
contamination primer pair [7].
4. SYBR Green qPCR Mix X 4E#1:

2 S I AR (2R3
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 gRT-PCR Kit 100/500¢X
D7501 BeyoFast™ SYBR Green qPCR Mix (2X, {5 4%) 1/5/25ml
D7503 BeyoFast™ SYBR Green qPCR Mix (2X, Low ROX, Fii5 §+%) 1/5/25ml
57507 BeyoFast™ SYBR Green qPC;I?IPJ{) Mix (2X, High ROX, Bji5 4% 1/5/25ml

=
D7509 BeyoFast™ SYBR Green One-Step gRT-PCR Kit (Bji53¢%) 100/500%%
FASAO011-1pc BeyoGold™ i i 1IM/AR
FSF002 wHEE B PCRASMRE (ABI 7 2) 20 /%t
FSF035-100pcs BeyoGold™ %'t 8 PCR A 4R 5 (1 B2 100y /futs
FSF039-20pcs BeyoGold™#)'t7E Bt PCR A B (R B8, 3 11574%) 207 /0
FSF039-100pcs BeyoGold™ %)t B PCRAHIR B (B, i 177 2%) 1004 /0%
FTUB325-1box BeyoGold™ gqPCR/\BkHFE (0.2ml, &, &) 1258k/&
FTUB325-10bxs BeyoGold™ qPCR/\BXHFE (0.2ml, “F-35, 1EHA) 125Hk/&, 108/46
FTUB333 PN E EPCRA96FLIR (ABLF %5) 207 /0%
FTUB384 WHEE mPCRAI384 LR (ABI732%) 20/t
FTUB335-1box BeyoGold™#¢ )& s PCRAI96FLAR (0.2ml, FotR iz, iEHA) 104N/&
FTUB335-5bxs BeyoGold™Ze e B PCRAI6FLIR(0.2ml, TotEid, BEHH) 100N/&, 5E/F8
FTUB337-1box BeyoGold™Z K E &PCRAII6FLAR(0.2ml, 4814, 1#EHA) 100N /8
FTUB337-5bxs BeyoGold™Z i &PCRAI6FLAR(0.2ml, 4814, 1#EHH) 101N/8, S&E/F
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