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Stellaris® RNA FISH
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ShipReady 7 O-7tvb (1 nmol): ShipReady JO-JtyhTld. EASOED/\ATVI( -3 % {THTENTEE
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12.5 pMOTO-T AN ZARUFET . L TFICIKERYT( IV TREUE. BRBARILTYIZZNHROLET .
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5mL 10X Phosphate Buffered Saline (PBS), RNaseJ!)—
35 mL Nuclease J')—7K
Z&E! RLATITERIBIAIOL MEEYIETIOT. (LEWMEIRG T — RATERAL TZEW, MAFISETRSDS(ZE
T=H3—NESRUTIZEL,

TEA J\y J7— (10X):
i CONYI7—(FREAET T SMEANMZRII TBOEEHERELET,
RIRBE 100mL 0iF&. UTERALFT :
13.3 mL NMIZ/-I7z>

60 mL  NucleaseJ!J—K
RWT, HCl (~5~10 mL) ZAWTpH8.0(CFRAZEL. /KZNNX THREE2100mLICARLEY.

NTUVAALE—=3 >Ny IT7—:
JATUIAE =232\ TF—I210% (vol./vol.) HILATIRISENBLSICHRUES .
MITVILE =33 Ny T7—FRERT EICFREREDERARU TS
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v. Wash Buffer A (50 mL):

1X Wash Buffer A (C10% (vol./vol.) RILAPZRNEENDLIIGARLET .
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10 mL Stellaris RNA FISH 5X Wash Buffer A (LGC Biosearch Technologies Cat# SMF-WA1-60)
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Wash Buffer B:
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Day 2 - In situ %%
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21. Wash buffer AZ$E T, O EEREBOHICDAPIEZERER (Wash Buffer A i 5 ng/mL DAPI ) ZRINLE
EB

22. 37°COBBFRT3072 A >FaR—-R &S,

23. DAPI RE&%IET. 251 M Wash Buffer B [C30RIZELE Y.

24. 231 R% 50% I5/-IUBHEREVET.

25. Z51R% 85% I4/-I3PREEELET.

26. A31R% 100% I5/-JUBHRISELVEY.
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B JERD Materials and Methods #1z(3 Methods t7723>(C. Stellaris RNA FISH JO-J&&U/ &30V ={ER
UleZ &z EeiiUT<IZaW, LT DOflE Stellaris RNA FISH JO-Jtybhs&U/E(E TONIVESIAT DA 1RIA>ELTS
LT,
ShipReady $4&U" DesignReady J'O0—-Jty M ESIAT 354! “Stellaris® FISH Probes recognizing
<iBE{zFtvh&> and labeled with <i#iRUjz23=> (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.” #52ilU. </AFSNTVWSTONIILEER:
DB FIFERRCATolCEDIEIE > BRGRICEEIRL TUEE W,
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Stellaris® FISH Probe DesignerCi&stUEDAS AT O-T Y bEEIAY315E: “Custom Stellaris® FISH
Probes were designed against <xZM RNA (BiEI2IFEENM#A LHN\-ENEAIVAFRESHD)> by
utilizing the Stellaris® FISH Probe Designer (LGC Biosearch Technologies, Inc., Petaluma, CA)
available online at www.biosearchtech.com/stellarisdesigner. The <t>7J)L> were hybridized with the
<IERMRNA> Stellaris FISH Probe set labeled with <3#iRUzt23=> (LGC Biosearch Technologies, Inc.),
following the manufacturer’s instructions available online at
www.biosearchtech.com/support/resources/stellaris-protocols.” %ZEEikU. </AFSNTVWSITOMIILEERZHN
BELEEBRATORIEDOHIE > BRIRICERU THZE W,

BlaiciREN RS IZBWEHARAI LT D-J Yy bSIAT3BE& : “Custom Stellaris® FISH Probes
recognizing <xJZkM RNA (BiEI2IHEENMHE EQN-SNEAILAFRESHS)> and  labeled with <3&ERL
Jzt235>, were purchased from LGC Biosearch Technologies, Inc. (Petaluma, CA). Probe set sequences
utilized in the experiments have been previously described <5|fHd 25w % & >. The <H>7)L> were
hybridized with the <¥IZ&MDRNA> Stellaris® FISH Probe set, following the manufacturer’s instructions
available online at www.biosearchtech.com/support/resources/stellaris-protocols.”ZsgikL. </ FASI1T
WS TORIIVERBRDNBEEEIRCATOIRIEDIE > BREFRICEIRU THZEW,

Stellaris RNA FISHICfEB Y936 dD3’ Amine Oligos (7L — M) 25|A9 3154 (Stellaris® FISH
Probe DesignerTa%stUEE&): “Custom 3’ amine oligos in plates were designed against <#i5kd RNA
(BIET2I5EENM# LhN—cnzAILAFREEH2)> 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#{RUJzB3> using <®EHROIANY
2O OTORIIVEF IR RSN ZSAUSI OOV ES|IFUTEE >, The <> 7))L > were hybridized with the
<Hf5¢RBRNA> oligonucleotides (LGC Biosearch Technologies, Inc.), following the manufacturer’s
instructions available online at www.biosearchtech.com/support/resources/stellaris-protocols.” %zt
L. <2BEINTVSTORNIIVERBDINBEZEERRCATOILOEIE > BRFRICEIRL TIZEW,

Stellaris RNA FISHICfERY3/$ D3’ Amine Oligos (U —MMitiR) Z5IB9315E (BlAICHREhEES%Z
AW3i%&): “Custom 3’ amine oligos in plates recognizing <xIZkM RNA (BEIZHEEENM# EhN-anfz
AL AFREEHS)> were purchased from LGC Biosearch Technologies, Inc. (Petaluma, CA). Probe set
sequences utilized in the experiments have been previously described <5|fH 935w % 0% >. Probes
were labeled with <#IRUZE3R> using <BEHEOINUZJOTORIIVEFEIRRENZAU>T 0T0RIVE
5|FUTEEE>. The <H>TJ)L> were hybridized with the <3ZRMORNA> oligonucleotides (LGC Biosearch
Technologies, Inc.), following the manufacturer’s instructions available online at
www.biosearchtech.com/support/resources/stellaris-protocols.”%50ihU. <ABIENTWSTONIILEERDA
BERFEBRATECEOME > BRFRICEEIRU T,
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AFORILIE. LGC Biosearch Technologies #t @ [Stellaris® RNA FISH Protocol for Fresh Frozen Mouse Brain Tissuel
(UI-207727 Rev. 1.0, Eff. Date: 03 Feb 2016) ZE(/ERRUEUI,
Stellaris®(d LGC Biosearch Technologies #f OZEFEIZETY,
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