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Stellaris® RNA FISH
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Stellaris RNA FISH JO-JEyM3 49—y NRBBEEMCRIRMICHES I BLOIERE TN, B 48 D> -SN)LE
NEAVTXIVAF ROSIEBRRESNTVEY . 5—Fwb RNA (CHES U Stellaris RNA FISH JO-JEEASIFINELECEFT 2O
JFIUCED, BE—0D RNA D FHEHFBRFRZMY heU THERDE FEBRMERIE TIRE PTREICRDET .

J0-7 - RREFOHA RS1>
[ Stellaris RNA FISH J'0-7' ]

Stellaris RNA FISHTO-J(3EIRUITIRRE THITEIANE T . CORRET+2~+8 CTIRIFRIRE T, IBRRLIZTO—T2vIR
(&, FRESBRRYA V) i/ \BRICEEDH TIZE W SBEE DT O TV, +2~+8 COREPRCTRALNA ETORFNHE
BINET, REHRNLNBZBR25E. TO0-J%537E0. -15~-30 COBPRICTURTFI B EEHRLET,

[ Stellaris RNA FISH N{JUYLE-33>N\yT7— ]

Stellaris RNA FISH /\{JUF1E€-23>\vI7—(&. JEEAEIZRIBOFERICEVTE, +2~+8 CTRELTIZEL,
[ Stellaris RNA FISH Wash Buffer A & Wash Buffer B ]

Stellaris RNA FISH Wash Buffer A & Wash Buffer B (&, 8HAFERIAOERICEVTE, +2~+8 CTHREFEL T
220,

[ EEELER ]

REE(CARE. SFHRFERAOERICBVTE, ERTREFL TWZEL,

[ & Wash Buffer ]

F& Wash Buffer(d., f2HAFERIADFERICBVTE, R TRFLTWIZAV,

[ 50% Mifaik ]

BRI, FEHAEERIOERCBVTE. EXUTERTHRELTUZEN,

SR & 2R
[ mtsRLiNEs )

e TE /\wJ7— (10 mM Tris-HCI, 1 mM EDTA, pH 8.0)

o X)) (DTFEMERIL-R)

o REIBEREESTNUDLA

o IE{LFNIA

® TritonX-100

® Tween-20

® 10% MILATITER, X5.)—)LJY—-Ultra Pure (Polysciences Cat# 04018-1 Fl(IEZEmM)
o A~JTHY

e TH)-) (BTFEWMERIL-R)

® 10X Phosphate Buffered Saline (PBS) (RNaseJU—)

® NucleaseJ!)—K

o FiAAALRILLTZR

®  Stellaris RNA FISH J\1JU51¥—-33>/\wJ7— (LGC Biosearch Technologies Cat #SMF-HB1-10)
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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)
Prolong Diamond Antifade Mountant with DAPI (Life Technologies Cat# P36962%/(3E%Mm)
RNase JU—-DiHiER (ERYhFvTE)

37 CIRIN—-A-T>

A-Es1-h—-

® Wheaton J3Z/N4/7)l (Sigma Cat # Z115053%z(3EZEM)

[ SAMES )

o [AREFHEILIAMER (e.g., Nikon Eclipse Ti Fz(ZR%Mm)
X HEERIEMERERUR7 VT —2a(8U T BRSNIER— NN TR TEE R A

o  AZHEACZ (NA >1.3)0 60-100x SHIEXHIL>X
o KERERFIAIIINTA RIS TOLSHIEVE (FTLVLEDAR—ZDHIBEETT)
o HNBRIGEISITZIIII-—tvh
o EEMMAHICCDINS (RE—ROBEELDEEEOLAILDAA— S SELEEONEER (E/L YA X 13upmL T At
IBAE )
AR

iE: Stellaris RNA FISH 233 2BR(&. RNA DEFZHIRI2ENRBIRTY . £ TOHFEmMERZEN RNase J)-THdILz
U TIZEV U T OEE [y MEEDSHDEDTY . BEIARIEIL,

i. BRI O-JRAMYODBIEM:

ShipReady 7 O-7tvb (1 nmol): ShipReady JO-JtyhTld. EASOED/\ATVI( -3 % {TITENTEE
9, 8OULDTE/{wI7— (10mM Tris-HCl. 1mM EDTA. pH8.0) TEZIEAVIXILAFRIO-TEREMEHBHRL.
12.5 pMOTO-T AN ZARUFET . L TFICIKERYT(IUTREUE. BRBARILTYIZZNHROLET .

DesignReady Fitld hAAL'OD-TtYh (5 nmol): DesignReadyZiz(3hRIATO-T YR T(E, EA250ED/\
ATVIL L -2 RITSENTEET, 400 UL OTE /WyTy— (10 mM Tris-HCl, 1 mM EDTA. pH 8.0) TEZ&AUTR
IUAFRIO-TREWEFBHEL. 12.5 pMOTO-TAMIZRABUES . ETICIKERYTAOIUVTREURE. ERRER
WTYIZEMNHRLUET .

50%fREiR :

NucleaseJV)—/KERBBIEREE T NIDLAZ]L @ LISEESULED.

iii. & Wash Buffer:

RIESE 1L OFS, UTEERALFT :
1L NucleaseJU—7K

6g 1E{EFNIIL

2mL  20% TritonX-100

iv. REE(LER :
RIESE 10mL DIFA UTZEALFT :
0.5 mL NucleaseJ')—7K
0.5 mL 10X Phosphate Buffered Saline (PBS), RNaseJY—
4 mL 10% Ultra pure RILATILTER
5mL AT

v. PBT

1X PBSIC 0.1% (vol./vol.) Tween-200"& N 3L IGRAEUET.
REBE 10mL DIFE. U TZEALET :

10 mL 1XPBS

10 L Tween-20
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vii N\ TV E—->a>N\yvIT7—:
JATUILE =232y TP —(C10% (vol./vol.) RLATZRISENBLSCHRUES,
IMIVALE-3ay Ny T7—(ERERT ECHRIFRBOERARL TEEL:
BRICHEEN DB, 2TOYYTINHUTDRELER I 3D ERETEX10%BREAECTHR I L fEELET.
RIEEE 1 mL 0BA. UTERALET :
900 pL Stellaris RNA FISH /\1JU54€¥—-23>){wJ7— (LGC Biosearch Technologies Cat# SMF-HB1-10)
100 L BRAAALRILATZR
i ) UTVILE =230 )\ I — (EREE LBV TLIEE L,
Z2E NLATIREEEEZBLTEB(RNENZESEITIOT. L2 MEIRTT— RN TERL TR,
Z2E8 KMV EBEEICR I RILATIREZERICRU TUZE,

vii. Wash Buffer A (10 mL):

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

Wash Buffer A [FRERTEICHBHREDZRS - HBIRULTEZ L

REEE 10 mL DIBS. UTZ2RE&LET :

2 mL Stellaris RNA FISH 5X Wash Buffer A (LGC Biosearch Technologies Cat# SMF-WA1-60)
7 mL NucleaseJU—sKz&ZxN0

1 mL BRAAACRIL AT ZRZ N0

BN TYIZZMNITRELET,

viii. Wash Buffer B:

RYIOEAICHIED. Wash Buffer B Ok MLUICNucleaseIU—KERIMLET .
{ERAFICRNL (LGC Biosearch Technologies Cat# SMF-WB1-20) (288 mL®MNucleaseJ)—/K&RIILEY .
THITRELET .
iX. ¥NIO>54 208K :
Prolong Diamond Mounting Medium with DAPI (Life Technologies #P36962)

II. >33 do)N\IiEozaba)L

iE : COFO0RLIE Matthew Ronshaugen B(C o TIRMEESNTON N EZEEL THER L TWEI M. LGC Biosearch
Technologies # TIREEEN TL\ER AL IRTE LGC Biosearch Technologies #1 T3, F4/0339239/NI(HU Stellaris 70—
J#MERAUREERICBAL T, IRANEYR—NUMRB I BTENTEER A

JobaviE:

a)  H3AWheaton/\17ILEHSAERY N, TSAFYIOIYRY RIVIF1— T BIEICHENMGE T 20%F<THI(CStellaris
Wash Buffer A&)\ATVF1E—33>)\wI7—%2 WS ATYSTIERLET .

b) IEESNRVIRD, SFROIHATLIC0.5mLZERLFT.

23939 )\IIEDOEEIL

1. BEER-ZAMEMURUCIRAERIR EORERN\INSIIZEDET .,

2. EXFMA_L(CHEwash bufferzii FU. $8ETEX EORZEZEFAL Xy 2/\AYNDRICANE T MESOREE
OiffceN i EE Rz wash bufferTERLET,

3. ME50%BRERICREL. ERANCARERZMRO LISRINUD D1~ 23 RIFE0MNIRE#H T2 L TEF U EZERDBREE
ED

4., WEOMERZINTEERELIIC, ZEZEBENzddH0F z[ENucleased)—7KE. Fiwash bufferz VR B
FRICIOTHRCHERUET . ddH0FZ(ENuclease ) —K(EHAz st SE S . ffiwash buffer(3ifz3EsEE T, =&
(FddHO0TEZER(SHFRUET .
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5. #@BEEZAVT Fz10mLOMREFEICERZE020mLS > FL—23> - KITINBEILE T, IF. ZABORIOFREIIC
FEFTY,

6. JAPIUCERL. S MPIRECT-T2FTA-EIIS1—h— LICEB®. ~220 rpm T30 HRESLET .

7. RES#E REOKEZFUIEEET IBRERY MY T TIRIRTEE T, 25| E LFRVESICLRNS, ERyhT—E
ToKBEHEDIEZTECEDBREET,

8. HIBMLOAY)—IZFNIL. N TIVCEZL T, 30MEFEF THBURESL AVFOLICEEFT , N DHEEL. &
EALENEF VRN BRESNIAREIAT ) - N DEEBICEBLE T ATHOO LAREZOFET, INTOMRETUSREE

TUZRNBRESNBN T ARG E DS BORICEEEDET,

9. BHIINTIZEDIRE, RVTHREDOINTOMAZEDIRE, 2L THIIA—NLOXT )=V &FET LU TREDAS
J=IVEBRDBREEY

10. FULWY =L THRZIIE, ERYMERWTXY =L OIEE L. SmLIYRY RILIF1-T (BT ET.

11, 1mLOXS) =)V 3E3 a0 THRZERUET . IRE-20°COAS )L R TEHERRIFEIRETY .

233 Ig)\IEDI\AITVSALE—>3>

1.  H35ZAWheaton/\17)UC1 R EBETEIHID~50uLICRD LM zETLET .,

2. BEEXF)-ILHS25% PBT. 50% PBT, 100% PBTALEEIEEET (FBRPTSHMIID. BRCTO-3—T7v

MR—LETIRESLED).

PBTT107fE] x 3EIRESULET

PBT:Wash Buffer A #'50:500/8 & T100EIRESUET .

Wash Buffer AT5 RIx2EIHRESLEFT .

TE3REIZL{DWash Buffer AZERDBRE . &/\A7IUZ0.5mLO)\ATVI( -2 3>/ \wI7 %L T, a5 REE

EHILEY,

R \ATVILE—23>)\wT7—0.5mLTEBHU. 37°COIA—F—/)\AT28ERIA > F1R— NUFT,

NATI&HIEN0.25mLD/\A TVILE =330\ I7—(CTO—T%#50NMICRBLIICHIRU T, StellarisyO—-TEE R E

FAHLET,

9. BEWBI\ATVFLE—-2a0\wI7—=EDRE. &/)\(T7IUC0.25mLOTO-TREERERIILET .

10. 37CUAx—5-N\X LT~ 1485/, BBPRICTA>FIN-MNFT,

11. JO-TRE®REEDRE, 0.5mLOFHRHE(37°C))\ A TVILE—-2a>)\wI7—&FHIULT. 37°COREFRICT3093ME
A>FaANR-MUFET,

12, J\ATVIAE -3/ \wI7—=E0RE. 0.5mLOTEHIZ(37°C) Wash Buffer ATHFELET .

13. 0.5mLOFHEDHIZ(37°C) Wash Buffer A T1553fEx3[E]. 37 CORBPRICTHRFELVET .

14. 0.5 mL®OWash Buffer AT1553 /. EROBPIICTIRESLET .

15. PBTT107/Ix3[El. EROIBFRICTIREOUEY .

16. BREZSARISACERDU. PREL —F—%ERALTRDBPBT 2+ BRELE TN, MERR(TEZRSHRUVELIICLT
(AN

17. Prolong Diamond Antifade with DAPI ZFAWTAIEZAN-ISADTFICRI>NUET .

18. AFARZIES(C, EROBFICT24FMRIEEEET, TORBELIRIKI DN, -20°CTHREFLET,
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o N
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EERZICHIT D Stellaris® RNA FISH J’'O0—J#EBD5IH8 - Methods Dtk (CRIT B
H1RSA>

FX R0 Materials and Methods F/z(3 Methods ©733>(C. Stellaris RNA FISH JO-J&4U/F=EOMNI2ER
UleCeBEBIRULTEZ W LT OHI% Stellaris RNA FISH JO-JwybhaLU/EzlE JOMNIVESIRT3RHOH1 RS1>ELTS
LT,

ShipReady $4&U" DesignReady J'O0—-JtyMESIAT3HA: “Stellaris® FISH Probes recognizing
<E{nFTyh%> and labeled with <i#iRUjzt3=> (Catalog #, LGC Biosearch Technologies, Inc.,
Petaluma, CA) were hybridized to <> )l >, following the manufacturer’s instructions available online
at www.biosearchtech.com/support/resources/stellaris-protocols.” %Z5ilU. </AFENTVWSTONIILEER:
DB FIFERRCATolECEDIIE > BRFRICEEIRL TUEE W,

Stellaris® FISH Probe DesignerTs&stUIEHAS AT O—-T Yy MSIAT3EE: “Custom Stellaris® FISH
Probes were designed against <xIZM RNA (BhEIDIZEENM#A EHN\-ENAILAFRESHD)> by
utilizing the Stellaris® FISH Probe Designer (LGC Biosearch Technologies, Inc., Petaluma, CA)
available online at www.biosearchtech.com/stellarisdesigner. The <t>7JL> were hybridized with the
<ITZHRORNA> Stellaris FISH Probe set labeled with <i#iRUzE3%> (LGC Biosearch Technologies, Inc.),
following the manufacturer’s instructions available online at

www . biosearchtech.com/support/resources/stellaris-protocols.” %sCikU. </AFHENTVWSTOMIILEERDA
BEEFEBRTATOICEDIIE > BRERICEEIRU TZEL,

HailciREnzREFIZAWEARAI AT D-Jy MEIAT35& : “Custom Stellaris® FISH Probes
recognizing <Xi5®M RNA (EiET2I5SENM# NNV AFREEDHS)> and labeled with <i#EiRL
Jzf23= >, were purchased from LGC Biosearch Technologies, Inc. (Petaluma, CA). Probe set sequences
utilized in the experiments have been previously described <35|Fd 2% HE.>. The <H>TIL> were
hybridized with the <XIZRMDRNA> Stellaris® FISH Probe set, following the manufacturer’s instructions
available online at www.biosearchtech.com/support/resources/stellaris-protocols.”Zs2ik L. </ FEN TV
7OV EERDZANEFI(EEFCATo L OHTE > BTSSR L TEE L,

Stellaris RNA FISHICfERBY3/$dD3’ Amine Oligos (7L —Mitig) 25|A9 3154 (Stellaris® FISH
Probe DesignerT&%&tUIEE): “Custom 3’ amine oligos in plates were designed against <xJ5M RNA
(BHETDIZEENMHE LHN =NV AFREZ82)> 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 <BEHERODIANY
2 OTORIIVERFBIHARENZIAUSIOTORIVZ5I AU TEEE>. The <H>TIL> were hybridized with the
<I5REBRNA> oligonucleotides (LGC Biosearch Technologies, Inc.), following the manufacturer’s
instructions available online at www.biosearchtech.com/support/resources/stellaris-protocols.” %tk
Uy <BIZNTVWSTORNIVERRZNBEFERR AT EOMIE > BEFRICEERU TUZE W,

Stellaris RNA FISHICfEEY37z8®D3’ Amine Oligos (I — M) 25IB 935S (BlEIICHiRE NS %
BW3E4&): “Custom 3’ amine oligos in plates recognizing <XZk® RNA (BHiEI2I5EENM# Lh/N—ahnz
AL AFREEZ8HD)> 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 <i#IRUzB3R> using <BEAROINULJOTONIIVEEFTHRRENZSAU>I 07Oz
SIALUTEEE>. The <¥>7)L> were hybridized with the <¥I5DRNA> oligonucleotides (LGC Biosearch
Technologies, Inc.), following the manufacturer’s instructions available online at
www.biosearchtech.com/support/resources/stellaris-protocols.” %52k, <N TWSTONIILERRZA
BELEFEBRATOCEOIE > BREFRICEEIRL TIZEL,

FOZhIVYGR—bk

BANER AT R YR— MBI 2HRVEDE (.
reagents@primetech.co.jp
Flz(d E5E : 03-3816-0851 FTIEMRIZEL,
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AJORILIE. LGC Biosearch Technologies #t @ TStellaris® RNA FISH Protocol for Drosophila Embryo] (U1-207929
Rev. 1.0, Eff. Date: 27 July 2016) ZE(/ERKRULEUI,
Stellaris®(& LGC Biosearch Technologies #t OERFEHIZTY,

k4 BRI
' 77467y TIRRE1 www.primetech.co.jp
RIMETECH ¥ #:T112-0002 ERESCRE/A)1-3-25 I\GJIIKEE L 2F
SO HPO AT S Phone :(03)3816-0851 ({£%) Fax.: (03)3814-5080 E-mail : reagents@primetech.co.jp rev01 (201803E)
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