Establishment of zebrafish metastasis model
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EH|E]
Vybrant™ Multicolor Cell-Labeling Kit (DiD, Dil); Thermo, Cat.no: V22889
Zebrafish embryo
Needle
Microinjector
Microloader pipette tip; Eppendorf, Cat.no: 5242956003
Phenol red solution; Sigma, Cat.no: P0290-100ml
1X Tricaine (MS-222); Sigma, Cat.no: E10521
1.5% Agarose plate (H|AS%H ZAF2| Morpholino inection&, BE$ cancer cell injection -8)

Fluorescent microscopy
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[Cancer cell =H|]
1. Cancer cell2 trypsing O|&310] HiStn UAE plateO| A H O H.
2. Mol NZE FtRE 31 centrifuge & plain mediaZ 107/ml0| =5 =&
3. Cancer cell injection &5 307/nl (= 6x10°/ 20ul)
et flel M= 274 F 60ul (6x10°)E HO MZ2 e-tubed|
. 440p12| plain mediag O EO0{F0 & 500pI2] M= EFAUS CHF.
. DID cell labeling solution 2.5ul& @1 2E#A pipetting
. 2HX|2 X 2, 37°C CO2 incubator0®f €11 30& incubation.
. Centrifuge 2500rpm 5&
MEHS suctiondt pelletO 1% FBS media 10ul + phenol red 10ul 20 &.
S EEA pipetting & Y=0| £Oof 2EX|E fE E&.
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[Cancer + macrophage coinjection Z£H|[]

1. Coinjection &= (cancer cell 4X10° + macrophage 4X10°) / 20ul

2. Cancer cell &4

1) & 2%t cancer cell 3= 2t 728 810 plain mediadll =% e-tubel

0& =0, g} O™ M= Macrophage o 27} 37 Y B2, cancer cell
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2) plain mediag O XMe 20 F 1mlel MZE ERHSZ TLE Z DID cell labeling
solution 5plE 21 REZH| pipetting

3) 2HX|E K& F, 37°C CO2 incubator0® €11 30& incubation

4) Centrifuge 2500rpm 5&

5) &3NS suctiondt 1% FBS mediag (10 X B F)UIE ERFAIHA BEEZHHA pipetting

3. Macrophage &M
1) Macrophage= plateOfl Al O] = centrifugedtO pain mediaZ =% 107/ml2 ZhHs.
2) 2lo] MZ 28U 40ul 4X1095 MZ2 e-tubel EI plain mediaS 160yl €0 &
200ul2 Pt

3) Dil cell labeling solution TuIE €11 'Z'EEU'H pipetting

4) 2EX|2 A 2, 37°C CO2 incubator0] E11 10& incubation.
5) Centrifuge 2500rpm 5&

6) &ESUZ 23| suction

4. Cancer cell + Macrophag =g
{4 10ul2 OFZZIHX| pelletO] EAHUE e-tubel| ES

2) phenol red 10pl& E0{F0 EEZA pipetting

3) €30 =0F 2% Xz fIE ES.

1) 39| cancer cell &



[Zebrafish embyo preparation]
1. HIE2}tO|4{E mating t0] embryoS &3,
2. 22~24hpfo| embryol| egg waterE ZF W{FD 1X PTU X0 =ZEAAHE.

3. 48hpf M| choriong 7l £ injections EAlg

[Morpholino injection]
1. 2mME 1Y ZFE MorpholinoE ™M ZF0| HS10|M THLHLE 65°COIA 10&
incubation.
2. Brief centriguge & phenol red 1pI& 20| %X|&F 1mMZE THE = microloader pipette tipQ 2
injection needled]| 22 %

3. Zebrafish& mating Al7|1 €& 22 XZ 1-cell stage (8 F~F 4582)9 &S 23,
4. HIAESHH ZBAFE THE 1.5% agarose plate (in DW)O|| 1-cell stagel &S L= M2

cello] Q101N 455 HAIR 7t QEZOR HHTE XA,
5. Zofo|ZAz JHERE RY0| WX 27|18 HoHE MAHBZO| Lo SFo|ALt 22| o

Al g
5. Injection needleS 20{ H0f chorionS 1 blastodics £S5 XILt, cell /0 IXIAIZI
(o]

1.5%
agarose
plate

[Zebrafish cancer cell injection]

. 48hpf M E 2| 2| choriong ZEMO|LE 1ml FAZ|Z2 EAAEHA H.
. M =2tm|sE 0.5X tricaine (MS-222, Sigma) OFFK O =ZA|7{ ORFA|Z.
. OFFE M EZtm e E B8 1.5% agarose platel] 22{&2.

. EHIE MZEE ZMAEA pipetting EE£ tapping & microloader pipette tip0l 22 %t
. M E2tm]+{Q| perivitelline space F2/0] QXM S HA|EH

0| E22 447t TO|E atEg.

. cancer cellO] O|AEl ERIZEE head, 212|1 tunk {2 FO|=El NM=ZE = 7}
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