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Single cell trackingE &% migration ability analysis (Operetta CLS, PerkinElmer)

NEHstEHM 2] 59 Operetta CLS (PerkinElmer, MA, US)E high content analysis (HCA)7} 7hs®t 96-well & 384-well 7|2t imaging
screening &H| 2 A, well-based & cell-based fluorescence quantification, target cell counting & distribution analysis, apoptosis rough screening & cell

scoring without specific fluorescent marker (with Hoechst only), cell morphology & classification, texture (specific superficial features on cells) analysis
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MZX st M FH|El Operetta CLS M-8 96-well EE= 384-well plate (Cat. 6055302 or 6057302, PerkinElmen 0l 5% 5l= cells2 seeding®fL|Ct.
O|M, cell culture media®l =2 200 LS HX| A== THL|CE £ cell seeding density= 1x10* (96-well plate) &2 0.1x10* (384-well plate)S =%
5104, 24-48 hrsO| = cell confluency?} 80%% = (over growth& &<, auto-focusing error?t &d)7t T2 & TtL|CH 2A8t0X}F ShE wellQ 7H=7t 6
7ff D|2tO|2tH, well plate (96-well 7|F)2| ZFEAtE|= HIQIFL, 720 Y (B2-11, C2-11, D2-11, E2-11, F2-11, G2-11)2F AFESIE= & SHH, 7HI A}
2| wellsOl= PBSE *H humiddt &4 2 =0 FLICE MZE7} exogenously transfectionEl fluorescent proteins (CFP, GFP, YFP EE= RFP)E &

SHA| %2 82, live cell & dye (cell tracking fluorescence)E O|83t0] labelingdt®] &L|LCt
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Short-term cell tracking dyes: CellTracker Green CMFDA, , CellTracker CM-Dil, CellTracker Deep Red
Long-term cell tracking dyes: Qtracker 525, , Qtracker 585, Qtracker 655

HCS™-& dyes: HCS CellMask Blue, HCS CellMask Green, , HCS CellMask Red, HCS CellMask Deep Red
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XM Process:

Input image (IF&& EE= digital phase contrast; DPC) -> Find Cells (specific fluorescent dyeOfl labelingE cellsE threshold®t cell sizeE 7|E2 2 At
S92 FOtA counting -> Unlabeled cells®| 42,

-> Track objects: cell countingZH’3 0| A markingZ! cells®| migration movement Q10| THYOA cellsC| O|SAZO0| 2t SHatE7} SHHO| LIELE)

digital phase contrast (DPC)7|& O|&3}0] cell auto counting (specificity is lower than dye labeling)

-> Calculate kinetic properties: 0| &3t cells?| £k, BaHd(X,Y7|E) -> Calculate Track properties: tracking® individual cell2| & (generation, age,

BROIS%

(s), A2l(um), displacement)E A &t5t0 SHXtE HMA| -> Define Results: ™A well242 {2t formula build-up
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Image Analysis Results
Results Summary Properties Cells
Current Current Number of Accumulated >
Field Number of Agel[s] Current Step Currgnt Speed M_ean Square Displacement X | Displacement Y Number of Timepoints per Distance [um] Displacement Avefage Speed
Tracked Cells [pm] [pm/s] Displacement [um] [um] Tracks Track per Track [pm] per Track [pum/s] per Track
1 1179 14863.02 |6.17968 10.0171666 14492.59 |4.29472 8.06232 475 9.55789 52,0547 35.1853 0.0175587
HCS M8 2 29| MEHNEAS M (ext. 1714 / e mail: 21117@snuh.org)
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