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Stellaris® RNA FISH
C. elegans @20
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[ Stellaris RNA FISH Wash Buffer A & Wash Buffer B ]
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TE /\wJ7— (10 mM Tris-HCIl, 1 mM EDTA, pH 8.0)
37% MILATITERER
10X Phosphate Buffered Saline (PBS) (RNaseJ')—)
NucleaseJ!)—7K
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I5)-) (DFEHNZRIL-R)
Stellaris RNA FISH /\1JU41t—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)
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iv.

¥ IEoO0—J XA MY ODOBIE:
ShipReady 7 O-7tvb (1 nmol): ShipReady JO-JtyhTld. EASOED/\ATVI( -3 % {THTENTEE
9, 8OULOTE/\wI7— (10mM Tris-HCl, 1mM EDTA. pH8.0) TEZZAVIXILAFRIO-TEEY =2 EBHREL.
12.5 pMOTO-T AN ZARUFET . L TFICIKERYT( IV TREUE. BRBARILTYIZZNHROLET .
DesignReady Fkld hAFATO-TtYh (5 nmol): DesignReadyFz(EHAYATO—T 2y TlE, BA400ED/\
ATYHL L =23V BITITENTEET, 400 pL OTE /NyI7— (10 mM Tris-HCl, 1 mM EDTA. pH 8.0) TEZ&AUTR
IUAFRIO-TREWEBBHEL. 12.5 pMOTO-TAMNIZARLET , L TFICILKERYT(OIUVTRE U, SEIFRER
WFYI2EMNHROUET

M9 Ny J7—:

RIEEE 1L DIRS. UTE2RALFET :
5.89 NaHPO4

3.09 KH2PO4

0.5g NadCl

1.0 g NH4CI
NucleaseJ!)—KTRESFE21000mLICARULET,
Re&R:

7.2 mL 5N NaOH
4.5mL 6% NaClO
40 mL NucleaseZU—K

BEE{E/I\y I 7 —:
1X PBS (23.7% (vol./vol.) RILAZILTERNSENDLIICHBELET,
RIRBE 10mL 0iF&. UTZEA&LEY :
1 mL 37% RILLATZITERER

1 mL 10X Phosphate Buffered Saline (PBS), RNaseJ!)—
8 mL Nuclease JUJ—7K
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v. \JUSGALE—>3>N\yIT7—:
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MITVILE =33 Ny T7—FRERT EICFRHEREDERARU TS
BRIHENDDID. ETOYY IINCHUT P RER BRI IHIHIEETE210%BEREICHR T I HEBELET,
RIEEE 1 mL 0BA. UTEZRALET :
900 pL Stellaris RNA FISH /\1JU54¥—-23>/){wIJ7— (LGC Biosearch Technologies Cat# SMF-HB1-10)
100 pL RRAAAELRILLATZIR
i N JUFLE -2 N7 —(FEREEURB VTR L,
Z2E NLATIREEEEZBLTEB(RNENZESEITIOT. (L2 MEIRTT— RN TERL TR,
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vi. Wash Buffer A (10 mL):

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

Wash Buffer A [FRERTEICHBHREDZRES - HBIRULTCEZL:

REEE 10 mL 0IBS. UTZRE&LET :

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

1 mL ARAAACRIL AT ZRZ N0

BOMNINLTYIREMNITREELET .

vii. Wash Buffer B:

BRAIDEERICHIED. Wash Buffer B ®RMVICNucleaseIV—KERIMULET,

{ERAFICRMNL (LGC Biosearch Technologies Cat# SMF-WB1-20) (288 mL®NucleaseJ')—K&HRILEY .
TRCEEUET,

viii. \ATUYAE—> 3 OB E:

4',6-diamidino-2-phenylindole (DAPI) %5 ng/mLICB3L3(CWash Buffer A ( EEESIR) (OBRLET.
COBERE. FEED/\ATVF(t—3>Step 10TERALET .

iX. YO>FTA D8R :
Vectashield Mounting Medium (Vector Laboratories #H-1000)
¥ RROER%ZE3HIC. Vectashield Mounting MediumTYY> MUz > FIVERE B HITIRGKL TSEE L,

I1. C. elegans @70 )L

3F 1 Zo7OMIUE Raj FAZRZ=EOSOMIIL 3 #ZEELTERRLTLE I, LGC Biosearch Technologies # TIFREESN TLER
Ao BRTE LGC Biosearch Technologies 1Tl C.elegans [CFU Stellaris FO—-J%ERAURSEERCEAL T, BBSNYR—MUD
RIMITIENTEE A

C. elegans EDEIE{L

1.  ERUEI#EREOTL — NIEMLOMON\yI7—%HRINL. RENSHEFFRSEDLICHERILET,
HE15MLIZHLEROF1I-INEEETEET,

TNECOEDIATYTT. NucleaseJ—KEMIDRDDIERITBZENTEEY,

AEAIL. BERERIUEY,

HB&E4~873. ENRIBBOIEDHIRDLICRDETHNILTYIRZMNIET

AL, EEEREIU. HrLWTMIN\yI7—T2EEULET .,

1 mMLOEE{L/N\wI7—(CBREEBL. X/IORLF1—T(BL. BRETI5DMA>FIR—-MNET.
MILTYIZENT RWTES(CF1-TERAERICIDREIZEL CREL. FROIIRRICOUE AN,
EROKOPTERBRELET,

N A WN
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9. BRRULIS. RILTYIREMT. 203K EICEBEET.

10. ZESAIDLTLEBEZIRSIL. 1 mL O1X PBST2EEERUET

11. EB{CIEDs. 1ImLD70% (vol./vol) I7/-)&HDIL. +2~+8 CICT—IRZFLET . FRE70%I45./ -
FT+2~+8CICBVWTRELEMETREFRIEETY .

C. elegans $hHRDEE(t

OPS0%IBRELIES L — M LTI REEFLET .

S5mLOMINYI7—ZFHINL. RENSREFRRSEILICHERL, BE1SMLIZHILELFI-INBESEET,
ZNECDEDIATYTT. NucleaseI)—KaEMIDRDDIIERITBZIENTEET,

REAESAIU. EEEIRSILETD,

SmLOMINyI7—THERLET .

REAES AU, EERIRSILET

IMLOBEIELN\yI7 %X, XA I0RLF1-T L, ERTA5DMA>F1R—MNFT,

BT EEERSIL. 1ImLD1X PBST2EEZEUET .

BEB(LAEDfz&. 1mLD70% (vol./vol) IA/=)ZHRIU. +2~+8 CICT—IRFLET . $HR(E70%I5./—
IHT+2~+8CICBVWTRELAMETHREF T,
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HIN—=DSXAF+v > )\—&ZALIE C. elegans DI\ T VSHAE—>3>
BEREHOTO-TEEELTVBEE, ERRICTO-TaRESRRUET. RILFvIATLCRY, EERBELLET,
TO-TEED)/ A TVIAP -3 Ny T7—DFBIC(E. 1 pl OTO—T A%\ TUFLE—23> )\ T7—Z ~v/7 100 pL (SN
L RILVFYIZTREL BOLET (W-I32 1 THU+HRE). TNICED 125 nM OEEES 30— ERNAR TEET,
OB step 4 TERALET.

1. BEEUHRZ=ROU. 70%I5/ - 2K5IUEY.
.1 mL ®Wash Buffer A (LE2DECEZEER) ZRIL. R T2~50f1>FIN-MNFT,

3. IBEFrIN-ZEEUFT : 150mmOERIEETL — N, KERARISHEZUR-N—4A—zRAI0Fv> ) (-
DB TRWEBD. ZOF 7N - - SZADTFTHSTO-TBRNEF S 20%HEET,

4. Wash Buffer AZIR3|U. TO-J%ZZB100uLD/\A TVFAE =232 \wI7—%HIN-JS5ZAF 7> )\—HDC. elegans

FREESRISHTUET,

FNVA 18 x 18 mm #1 HI\-H32%. WN—JSZAFv> I\ - ORET(E4H RO L (RS HEET,

W=D SZ2Fv N =ZIBEF v >N —ORICANE S IBEF N —(CEZU. NSTIVLATS-IULET,

37 COBBPTICTERARARSR A >FaR-MET (A>FIR-23AVIRA16B/EIET).

1 mL ®Wash Buffer Az H/\—JS52F v IN—(CHRINUET . hI\—J S FORREIFShRZEDIRVELS, Eotyh

ZFALT18 x 18 mm OAN-I 2% IEE(CEDBREET

9. 37CORPIT300M(>F1R—MFET,

10. Wash Buffer AZIR5|U. BO¥FLEREBDHICT mL ODAPI B2 (Wash Buffer A 1 5 ng/mL
DAPI ) &FHLET.,

11. 37°COBEFAT303 M >FIR-MUET,

12. DAPIZE®RZMWSIL. 1 mL ®Wash Buffer BZRNMUEY . BB T2~573 1 >FIN-MFET,

13. Vectashield Mounting Medium/)\E@(H5L&Z15~30uL) #HN—IS5ZFv>I\—thd C. elegans FR&Ef(E4hH
DOLISETUET, 18 x 18 mm #1 HN-JSARIREI(IMNRO_LCEH L. TWMI—(CENDLICUET,

AA=SVBIEA
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B/ XICH TS Stellaris® RNA FISH 2’O0—JEB®D5IA - Methods DigikICEEY B
H1RSAL>
FX R0 Materials and Methods F/z(3 Methods ©733>(C. Stellaris RNA FISH JO-J&4U/F=EO0MNI2ER

Ulecez SR TIZ2W IR OfI% Stellaris RNA FISH JO-Jyhs&U/ &zl TONINESIATIHOH1RS1ELTS
BRULTCIZ2 0,

ShipReady $&U" DesignReady J'O0—-Jty M ESIAT3HA: “Stellaris® FISH Probes recognizing
<E{nFTvh%> 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.” #5ilU. </AFENTVWSTONIILEER:
DB FIFERRCATol e DIIE > BRFRICEEIRL TUEE W,

Stellaris® FISH Probe DesignerTs&stUIE ARSI AT O—-J Yy MSIAT3E&: “Custom Stellaris® FISH
Probes were designed against <xZkM 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>7JL> were hybridized with the
<IERMRNA> Stellaris FISH Probe set labeled with <3#iRUfzt232> (LGC Biosearch Technologies, Inc.),
following the manufacturer’s instructions available online at

www . biosearchtech.com/support/resources/stellaris-protocols.” %ZsCikU. </AFHENTVWSTONIILEERDA
BELEEBRATOREDOEIE > BRIRICERL THZE W,

BailciREnzRFIZAWEIRAI AT D-Jy MEIAT35& : “Custom Stellaris® FISH Probes
recognizing <XiZ®M RNA (EBEIDIZEENM# ENN-SNAILAFREEDHS)> and labeled with <i#EiRU
Jz23= >, were purchased from LGC Biosearch Technologies, Inc. (Petaluma, CA). Probe set sequences
utilized in the experiments have been previously described <35|fH9 2% HE.>. The <H>TIL> were
hybridized with the <¥ZMDRNA> Stellaris® FISH Probe set, following the manufacturer’s instructions
available online at www.biosearchtech.com/support/resources/stellaris-protocols."Z&EikU. </Z2FHENT
WBTORIVERBDIAE EEEBRCATORIEDIIE > BRFRICEEHRU TTEEW,

Stellaris RNA FISHICfERBY3/z$®D3’ Amine Oligos (7L —Mitig) 25|A9 3154 (Stellaris® FISH
Probe DesignerT&%EtUIEE): “Custom 3’ amine oligos in plates were designed against <xf5M RNA
(BIET 2I5E(ENM# LhN—cNzAILAFREEHS)> 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
2 OTORLEGBTHRESNZSAUSI OTO0RVZ5I AU TEESE>. The <H>7)L> 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.” %&git
L. <2FENTVSTORIIVERBRDZNBEEEIRCAToORIEOMIE > BRERICERU TIZE,

Stellaris RNA FISHICfER Y37z D3’ Amine Oligos (J'L—Mitia) 23193154 (MlAICHRENEZESI%
AW3BEE&): “Custom 3’ amine oligos in plates recognizing <xJZ®M RNA (BiEI2IHSENM# Lh/-anjz
AL AFREEHD)> were purchased from LGC Biosearch Technologies, Inc. (Petaluma, CA). Probe set
sequences utilized in the experiments have been previously described <5|FH 935wz >. Probes
were labeled with <#IRUZ3R> using <BEHROIANUZIOTONIIVEFBIRRENZIAU>T0T0RNIVE
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, <ABIENTWSTONIILEERDA
BEREFEBRCITOCEOME > BRFRICEEIRUL TZEW,
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Izl EB5E 1 03-3816-0851 FTIIEIEITE L,

AJORILIE. LGC Biosearch Technologies ¥t @ [Stellaris® RNA FISH Protocol for C. elegans] (UI-207273 Rev. 1.0, Eff.
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