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Immobilization of non-adherent cells (Suspension cellsg A& & Z <) for Seahorse XFe96, Agilent

Suspension cells (ex. Lymphocytes or platelets)S 0|83t0] OCR/ECAREEZ 37| ?ISHM= adherent monolayer conditiong Zd5t7| |5 Cell-Tak
(Corning, Cat. #354240)2f Z& tissue adhesives?t AL&E = UELICH 0] ZL, otzfel & protocoltlZ TIMSHAIH, suspension cells2

OCR/ECAREHO| =30| & == JUSL|Ct

Materials

Agilent Seahorse XF DMEM or RPMI Medium (MEZX[S L LA 50mL B9l 72 7ts
- Agilent Seahorse XF96 cell culture microplate (M| Z XSt HOIA 7HE 2L 715)

- Sodium bicarbonate (NaHCO;) (Sigma, Cat. #S5761) -> Working sol. 0.1M (pH 8.0)

- Sodium hydroxide (NaOH) (Sigma, Cat. # 38215)

- Autoclaved 3DW

Preparation of Cell-Tak solution & application
1) 0.1M Sodium bicarbonate solution (pH 8.0) 2.5mLE ZTH|$tCH,
2) Cell-Tak powder 56ug2 ZH|E 1) 0.1M NaHCO3 (pH 8.0)0f =¢QIC}.

3) Seahorse XFe96 cell culture plate Zf well0f 25uL® 2) Cell-Tak master mixE £ 20 min/RT
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4)
)
6)
7)
8)

9)

Rinse twice each well with 200uL of 3DW

Cell seeding ™7HX| 4°C HEH DM EZ Ths(less than 1 week)

A0 ESIE Cell-Tak coated Seahorse XFe96 cell culture plateE clean benchO|A] RT warming up

Preparation of 50mL of assay medium (XF base medium + D-glucose, pyruvate and glutamine, if necessary) pH 7.4 with 0.1N NaOH
Al

e XY (condition) EE& & B (pretreatment) 2 cell suspensiong FH|BECE ex) 1.5 X 10° cells/well X 96 well = 144 X 10° in conical tube

Centrifugation (200 X g/5 min/RT)

10) Remove supernatant

11) Resuspend with 7) “XF base assay medium” 50uL per well. ex) 1.5 X 10° cells/well X 96 well X 50uL = 4.8mL

12) Tissue culture reservoirdt multi-pipet= 0|83t Cell-Tak coated Seahorse XFe96 culture plateO| 50ul (1.5 X 10° cells/50uL)® seeding®tLt.

(A1, A12, H1, H12 well0| = XF base medium(only medium with no cells)Zt =3}y

13) Plate centrifugation (200 X g/1min with zero braking)

14) Non-CO, incubator at 37°C for 30min

15) 2= wellsOf| XF base assay medium 130uLE E0{F0{ total volumeZ 180uL2Z StFFECH.

16) Non-CO; incubator at 37°C for 20min

17) Sensor cartridged| drug treatmentE TllTt £, Seahorse XFe96HH| 0| A{ calibration £

18) Monitor QFLHO]| [}2} Utility plateE Cell-Tak coated Seahorse XFe96 cell culture plateE X

19) OCR/ECAR reading
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Seed cells in Cell-Tak-coated microplates Run assay

Prepare Cell-Tak-coated plates

Figure 1. Protocol flow chart.

(Agilent Technical Overview: Immobilization of Non-Adherent Cells with Cell-Tak for Assay on the Agilent Seahorse XFe/XF96 or XFp Analyzer)

Alternative method with Cell-Tak protocol [1]

= For JLat cells (subclone derived from Jurkat-based cells infected with a pseudotyped human immunodeficiency virus type 1 (HIV-1), Jurkat cells, T-

cells

= A master mix containing Cell-Tak adhesive:
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- sodium bicarbonate (75 g/L),
- sodium hydroxide (40 g/L)
- Cell-Tak (2.03 g/L)

at a volume ratio of 291:5:4.

= For each Seahorse XFe96 cell culture well, 20 pL of master mix should be added, incubated at room temperature for more than 20 minutes, and

completely dried off.

= Next, cells should be added to the wells at a concentration of 1.5 x 10° cells per well, suspended in 70 uL of DPBS (Do not seed cells on A1, A12, H1,

H12 wells for these wells are going to be used for background signal correction)

= Incubate the cells at 5% CO2, 37 °C for 60 minutes, and un-adhered cells were carefully washed off with Seahorse XF RPMI media (with D-glucose,

pyruvate, glutamine).
= Top off each well with 180uL of XF RPMI media

Follow the Seahorse XFe96 OCR/ECAR experiment protocol uploaded in the archive of SNUH Cellomics Core.

How to deal with OCR/ECAR experiment with HEK293T which is easily detached cells

293T (ATCC # CRL-3216)& parental 293 cells (Human Embryonic Kidney)% neomycin/G418 (Geniticin) resistant SV40 large T antigen (pRSV-1609) plasmid
£ stably transfection2f 2 2M FH=O{ %l cell line ! LICt. SV40 large T antigen= HEK293T cells| tumor suppressor proteins (p53, p105-Rb)0f| ZAgteto 2

HEK293T7} G1 phaseX|A S phaseZ ZIlSI=E UOLHH O] E3l cell DNARL &7 incorporationE viral genome?l| replicationS 74 Zl&tist

rir
S

O XN USFLICE [2-4]. £ M=ol 7|H 48 HoA7|= A2 HIE|/}U=0], collagen type IV -> type I2E2| HZt} Na+/K+ pumping
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X3tet disruptive effect on actin cytoskeleton 2| EF2 2 cell adhesive?t ZA8h= A2 2 A= ELICH [5,6]. 0|21t cell lines (TC treated polystyrene
flat bottom platesOl ££H2 E[Lt rinsingZ’d E= drug treatmentdd S0 &A ®EtEl= MZF)E 0|8310] Seahorse XFe960|A| OCR/ECARE &7
Sl= 42, Cell-Tak coating, collagen coating [ PDL coated plates®| AFE CHAl 7|E0| NMZXNSAEHHON THZUFE OF2f O] alternative
experimental approachE A|L5t0] datag Y= WREZ AUSLICL

)

Day-1: Sensor cartridge hydration (Calibrant soaking: 200uL/well, 37°C/non-CO: incubation overnight)
D-day:

@ Prepare XF assay media (100mL) with D-glucose, pyruvate and glutamate (37°C/non-CO2 incubator warming-up)

@ Conical tube0ff HEK293T cells suspension (XF assay media 10mL) -> centrifuge (200 X g/5 min/RT) x 2 times

(3 HEK293T cell suspension 1.5 X 10° cells/well X 92 well X 180uL = 13.8 X 10° cells/16.56mL (XF assay media)

@ Tissue culture reservoirdt multi-pipet2 O|-&35+0] Seahorse XFe96 culture plate®| 180uL (1.5 X 10° cells/180uL)® seeding®!LC}.
(A1, A12, H1, H12 wellO|| = XF base medium(only medium with no cells)2t 180uL &3}

® Non-CO2 incubator at 37°C for 60min

® Prepare compound stock solution for A, B, C, D ports ex) oligomycin, FCCP, rotenone and antimycin A

@ Seahorse XFe96 sensor cartridge calibration

©)

OCR/ECAR reading using Seahorse XFe96
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Qo W2 S proliferation rate?t CHYSIH 27| CHE

ZH0| EEl primary cells@| seeding confluencyE HF0] A TIHSHY| 3t o
B2 2&8F = JASUCLL T, non-adherent cellsOiM= && & £ SELICH 0] B2, BHEA| Cell-Tak coating &= PDL coated cell culture plateE
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