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[ Stellaris RNA FISH Wash Buffer A & Wash Buffer B ]

Stellaris RNA FISH Wash Buffer A & Wash Buffer B ([338HAFIGFREAOERICBVTE, 42~+8 CTHREFLEE
AN
it a7 )
[ HEELHFEm ]
TE /\wJ7— (10 mM Tris-HCI, 1 mM EDTA, pH 8.0)
37% MILLATITERER
10X Phosphate Buffered Saline (PBS) (RNaseJ')—)
NucleaseJ!)—7K
BRAAACRILLATZR
Triton X-100
—IRFUK
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Stellaris RNA FISH /\f U451t —23>/\wJ7— (LGC Biosearch Technologies Cat #SMF-HB1-10)
Stellaris RNA FISH Wash Buffer A (LGC Biosearch Technologies Cat #SMF-WA1-60)
Stellaris RNA FISH Wash Buffer B (LGC Biosearch Technologies Cat #SMF-WB1-20)
DAPI (4',6-diamidino-2-phenylindole)
Vectashield® Mounting Medium (Vector Laboratories Cat #H-1000)
18 mm Hu#1 HI-4H35R
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iE: Stellaris RNA FISH Z3ht 3 2BR(&. RNA DEFZHIRIZENMRBRTY . £ TOHFEmMERZEN RNase J)-THdIL%
HRU TV U T ORER Yy MEEDODOEDTY . BEIARITIL,

¥ IEoO0—J XA MY ODOBIE:
ShipReady 7 O-7tvb (1 nmol): ShipReady JO-JtyhTld. EASOED/\ATVI( -3 % {THTENTEE
7, 8OPLOTENwT7— (10mM Tris-HCl. 1mM EDTA. pH8.0) TEZEAUTIILAF KT O-T RSV EEDAREL.
12.5 pMOTO-TRAMIZRABLET . L TFICIHLKERYTOIUVTREURE. BN TYIREMNHROULET,
DesignReady Fkld hAFATO-TtYh (5 nmol): DesignReadyFz(EHAYATO—T 2y TlE, BA400ED/\
ATVIAE - BITISTENTEET, 400 pL OTE JWyT7— (10 mM Tris-HCI, 1 mM EDTA. pH 8.0) TEZEAUTR
IUAFRIO-TREWEBBHEL. 12.5 pMOTO-TAMNIZARLET , L TFICILKERYT(OIUVTRE U, SEIFRER
WFYI2EMNHROUET

BE{E/IN\Y IT7—:
1X PBS (23.7% (vol./vol.) RILAZILTERNSENDLIICHBELET,
RIEEE 10mL DIRA. U TZRALFT :
1 mL 37% HRILATILTERER

1 mL 10X Phosphate Buffered Saline (PBS), RNaseJ!)—
8 mL Nuclease J'J—7K

INATUAALE—=>3 > N\y T7—:
JATUILE =332\ T7—I210% (vol./vol.) IILATERISENBLSICHRUES,
MNITVFLE =330 Ny T7— IR EICFRHREDZRARL TR
BRICHEEN DB, 2TOY T INHUTDRELER T 3D ERETEX10%BREAECTHR I L fEELET.
BEBE 1 mL OIFE. UTZR&LET :
900 pL Stellaris RNA FISH /\1JU514t€—-23>/){wJ7— (LGC Biosearch Technologies Cat# SMF-HB1-10)
100 pL BRAAALRILLATZR
i N TUFLE =230 )\ I7—(BFE LRV TLUIZE L,
281 RVATIRIEEZBL TERICRNENZESTEITIOT, ({EEMBIRKT— RN TERLTIZE W,
Z2E&8 KMV EBEGEICR I RILATIREZERICRU TUZEW,

Wash Buffer A (10 mL):

1X Wash Buffer A (C10% (vol./vol.) RILAPZRIEFENDLICGRAELFET .

Wash Buffer A [FRERTEICHBEREDZRS - HBIRULTEZ L

RIEE=E 10 mL OIBE. UTERE&ULET :

2 mL Stellaris RNA FISH 5X Wash Buffer A (LGC Biosearch Technologies Cat# SMF-WA1-60)
7 mL NucleaseJU—sK%z&7N0

1 mL BRAAALRILATZRZZN

BN TYIZZMNITRELET,
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v. Wash Buffer B:

RYOOFERICHED. Wash Buffer B DR MLUICNucleaseIU—KERIMLET .
{ERRIRNL (LGC Biosearch Technologies Cat# SMF-WB1-20) (C88 mL®Nucleased)—/KEZHILET .
+HTRELET.
N TUAHLE -3 3 2 EDi%ieE:
4',6-diamidino-2-phenylindole (DAPI) %5 ng/mLICR3L5(CWash Buffer A (EEEESIR) (SBRRLET.
COBERE. FEED/\ATVFL1tE—3>Step 10THERALET,
vii. Y>> OER
Vectashield Mounting Medium (Vector Laboratories #H-1000)
¥ RROEREZE3HIC. Vectashield Mounting Medium TY > MURB > FILIZEI B ITRIKUTIEE L,

VI.

I1. 553D IF + FISH Efga> 0L

¥ 2oJORIVEE 12 9T — M RAFAITERLTWEYD , cOTORN IV 2B EFORIRSNEZIONILIGEESES
eo(lld. BEXBEHEARLTIZEL,

EifEEY IF + FISH Dfcsb il iatkDEE1L

1. 12-91)VHRSETL - bho18 mm FE #1H\-J5A0_ L THIfRZEECFT,
2. EBEMEIESIL. 1 mL O1IXPBSTHFELET .

3. 1 mL OBEIEN\yIr—2RMmuEY.

4. ZERTI0DMEA>FINR-MNZFT,

5. 1 mL ®1X PBST2EI%EFRUET,

6. FBLAIEDIs, fig%Z1 mLD0.1% Triton X-100 in 1X PBSICERICTSHRISELET,
7. 1mL O1X PBSTHFRLET,

8. WHICHRIRENIZIXPBSHO—KFLiA%Z1 mLARILET .

9. ERTIKREA>FIN-KFT,

10. 1 mL ®1X PBST1073fElsEi U, BIC2EHENRLET

11. @EICHRIRENTZIXPBSHORITAZ1 mURIILES .

12. ERTIEEA>FIN-MNFT,

13. 1 mL ®1X PBST1073fElsEi 0. BIC2EHENRLET

14. 1 mL OEEL/\YI7—2RINLES.

15. ERTLI0DRM>FIR-MFT,

16. 1 mL ®1X PBST2EIEFUET,

ESPERY IF + FISH lzshissfifatkd/\rJUSE—>3>
BFREFOTO-JZFELTVBIES., FAICTI-TERESRICRUVET . RLTYIATICEY, BEIEOLET.
IV =230 )\ I7—%E0TO-TORARUCIE. 1 L OTO—-T R\ A T4 —23>)\WwT7—Z w4 100 pL (N
U MILTWIRTREEAL. mOUEYT (WIN—F3X 1 MHUTDRE). INICED 125 nM OEET 3 T0-TBRIFARTEFI,
OB step 4 & 5 TERALED,

1. 12-9n7L—bhoiEEMESATWSHN-J35ZIN5, 1X PBS #IR5|ILET,
.1 mL ®Wash Buffer A (LEEDEEZEER) ZRNU. R T2~5921>F1R-MNFT,
3. MEEFvoN—%EBEUFI : 150 mmOBHIEETL — MEEC. KE2RABICESERRR-N-IA)2F5(CEE.
ZOLECIS I Le—BEETED. COFvoN—(FHN—JSZATFENSTO- BRI ERFE TR L 2BEET,
4. MBEFvON-hONFIIVLAD L, TO-T2ED100 pLD)\ A TIFA(E -3 N\yI7—% - FLET,
5. HN=FSROMIBMEELTVBEN TICRBLIIC, TO-T%2ESB100 uLd/\ATVF(E -3/ \wI7—DFED (T
A= 2A%BPOMFBLET,
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6. HEEETL-POBETINEFvIN-ICEEL. NTIIWALATI—ILLET,

37 COBBPTICTERARABSRE A >FaR— N ET (A>FIR-aVIBRA16BRIET).

8. HN\—JSRAOHMEENMEELTVWBEN LICRBLI(C. 1 mL @ Wash Buffer AzZDEFLW 20TV L — MC
A= 32 BOMNRLET,

9. 37COBBFTT300MM>F1R—- NFT,

10. Wash Buffer AZIKS|U. BDIFLEREDRHICT mL ODAPIRZLER (Wash Buffer A 50 5 ng/mL DAPI)
ZRIUET .

11. 37°COBEFT T30 ™A >F1R—MNFET,

12. DAPIRERZMSIL. 1 mL ®OWash Buffer BERIMUET . R T2~591>FI1X-MNET,

13. Vectashield Mounting Mediumd/\iE (#915uL) 22354 RIS EICEE. DI SR 2 HREA T (CBB L3I
ASARISRICEHEET,

14. AN=T3208N5. @NHBEEREPSURERDET,

15. BABY=F17RTHN-ISRAEDEBZE AL, FZRSEFT,

16. WEGU. WN-J3R LOEIERHKTOEUEREEDET,

AA=TIJBEN

N
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EERZICH TS Stellaris® RNA FISH J’'O0—J#EBD5IH8 - Methods Dtk (CRIT B
HLRS1>
X EFROD Materials and Methods Z/z(3 Methods 7733>(C, Stellaris RNA FISH JO-J84&U/F=30MN2{ERA

Ulec e U TRV LT Ofl% Stellaris RNA FISH JO-JtyhdLU/FrRiE JOMNIESIBIZHOHA RS12ELTS
BBL T2,

ShipReady &0 DesignReady J'O-JtybhE5IBY3184&: “Stellaris® FISH Probes recognizing
<BizFtwh&> and labeled with <i#RUzE3%> (Catalog #, LGC Biosearch Technologies, Inc.,
Petaluma, CA) were hybridized to <> 7). >, following the manufacturer’s instructions available online
at www.biosearchtech.com/support/resources/stellaris-protocols.” %Z&tiltL. <A\BENTWSTONILEERR
DABEIEERICIT oI CE DITE > BREFRICEEIRL THEE W,

Stellaris® FISH Probe DesignerTi&stUEDAS AT O-T Y bESIAY315E: “Custom Stellaris® FISH
Probes were designed against <xZM RNA (BEIDIZEENM#A LHN\-ENAILVAFRESHD)> by
utilizing the Stellaris® FISH Probe Designer (LGC Biosearch Technologies, Inc., Petaluma, CA)
available online at www.biosearchtech.com/stellarisdesigner. The <t>7)L> were hybridized with the
<XIZRMORNA> Stellaris FISH Probe set labeled with <i#iRUz3%=> (LGC Biosearch Technologies, Inc.),
following the manufacturer’s instructions available online at
www.biosearchtech.com/support/resources/stellaris-protocols.” ZEEikU. </AFSNTWSITOMIILEERDN
BEEEFEBRTAT O EDRIE > BRERICEEIRU TZEL,

BailciREn BRI ZBWEARAS LT O-0ty beSIAT3B& . “Custom Stellaris® FISH Probes
recognizing <xJZkM RNA (BhEIDIZEENMHE EHN-ENAILAFRESHD)> and  labeled with <3#IRU
Jzt23=>, were purchased from LGC Biosearch Technologies, Inc. (Petaluma, CA). Probe set sequences
utilized in the experiments have been previously described <5|fHd 25w %E>. The <H>7)L> were
hybridized with the <XiZRMDRNA> Stellaris® FISH Probe set, following the manufacturer’s instructions
available online at www.biosearchtech.com/support/resources/stellaris-protocols.”ZsgikL. </2FAEI1T
WS TORIIVEERDZNBEEEIRCATo LD > BRFRICEIRL THZE W,
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Stellaris RNA FISHICfER Y37z D3’ Amine Oligos (I'L— Mit#8) 25IA 93154 (Stellaris® FISH
Probe DesignerT&%itUIEE): “Custom 3’ amine oligos in plates were designed against <xJZM RNA
(BhEIZIHEENME EHN-SNEAILATFREEHS)> by utilizing the Stellaris® FISH Probe Designer (LGC
Biosearch Technologies, Inc., Petaluma, CA) available online at
www.biosearchtech.com/stellarisdesigner. Probes were labeled with <3#{RUJzB3E> using <BEHERODINY
2SI OTOMIIVERFAEIHRESNZSAU>I OOV ESIFUTEE >, The <> 7))L > were hybridized with the
<HZRERBRNA> oligonucleotides (LGC Biosearch Technologies, Inc.), following the manufacturer’s
instructions available online at www.biosearchtech.com/support/resources/stellaris-protocols.” %:git
U <DFENTOVSTONIWERRDZANBF(EERCIToECEDIIE > BRERICEHRU TUZE W,

Stellaris RNA FISHICfER Y37z dD3’ Amine Oligos (J'L—Mitia) 23193154 (MlAICHRENEZESI%
AW3BEE&): “Custom 3’ amine oligos in plates recognizing <xZ®M RNA (BiEI2IH5EENM# L/l
ML AFREEHD)> were purchased from LGC Biosearch Technologies, Inc. (Petaluma, CA). Probe set
sequences utilized in the experiments have been previously described <5|FH9 %@z %>, Probes
were labeled with <iEIRUZEEZE> using <BEROINUSJOTORVEELFETHRENZIAUSI 0T0RIVZ
5|FUTECE>. The <H>TJ)L> were hybridized with the <¥ZMRNA> oligonucleotides (LGC Biosearch
Technologies, Inc.), following the manufacturer’s instructions available online at
www.biosearchtech.com/support/resources/stellaris-protocols.”% 52k U. <ABIENTVWSTONIILEERZA
BELEFEBRTATOCEOIIE > BRFRICELIRL TIZEW,

FOZHIBR—b
EBAEFRPEAMRYR— MBI 38RVEDEE.
reagents@primetech.co.jp

Ffzld EB5E 1 03-3816-0851 FTIIEIEITE,
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AFORILIE. LGC Biosearch Technologies ¥t @ [Stellaris® RNA FISH Protocol for Sequential IF + FISH in Adherent
Cells] (UI-207268 Rev. 1.0, Eff. Date: 13 Apr 2015) ZE(CVERRLELR.
Stellaris®(d LGC Biosearch Technologies #t OEFEIZETY .
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