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Consumables
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High Stability
High Reproducibility



OCR (pMoles/min)
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Media

e Culture media V.S. Assay media
» Sodium bicarbonate

> HEPEs L
) .
» Serum (2%) <8 20 he
: Qo _G |C \\\
¢ Nutrient g2 6007 .
o & ; I'1I_'| '
» Glucose (Low, High) 2% W +Glc
. = 2
» Sodium Pyruvate & 200 2
» Glutamine B mm—— .
0 40 80 120 160
e pH BASAL ECAR
(mpH /min/108 cells)
> 7.4
Agilent Seahorse XF Media, Buffer and Supplement Products
Real-Time ATP Cell Mito Glycolytic Glycolysis Cell Energy Mito Fuel
Part No Product Name Rate Assay Stress Test Rate Assay Stress Test Phenotype Test Flex Test
103575-100 Seahorse XF DMEM Medium, pH 7.4
103576-100 Seahorse XF RPMI Medium, pH 7.4 v v v v v v
103335-100 Seahorse XF Base Medium (without Phenol Red) e v e v v v
103336-100 Seahorse XF RPMI Medium (without Phenol Red) e v e v v v
102353-100 Seahorse XF Base Medium, 2x 1L
103334-100 Seahorse XF Base Medium, 500 mL ® v ® v v v

103193-100 Seahorse XF Base Medium, 100 mL

Recommended
v Compatible
® Not Compatible
® Require addition of HEPES
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Hydrate Catridge

Add 1000 mL Calibrant Solution
Place in a non-CO, 37 "C incubator s
OverNight

Keep catridge humidified
Remember to REMOVE the
Hydro Booster and Lid before experiment

'WARNING:

Remember to remove the | Hydmsoomrmd
Cartridge Lid prior to placing the Sensor
Carlridge and Utility Piate In the XF=24 Analyzer.



Too Less cells -- Low signal
Too Many cells — Cell stress

OCR (pmoles/min)

Seed Cell

Test with commercial 96well plate
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Seed cell to Confluent condition as assay the experiment
Optimal cell seeding numbers are typically between

10,000 — 80,000 cells per well
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Cell Reference Database

http://www.seahorsebio.com/learning/cell-line.php



2 Step Seeding

Suspend the cells to desired conc. to seed
in 100 pL of growth medium.

100 pl cells 150 pl medium

After cells have adhered, add 150 uL of
growth medium to each well.

1-5 hours @ 37°C/CO, incubator

Do not seed cells in background
correction wells (A1, B4, C3, D6)

Monitor growth and health of cells
using a microscope before assay the
experiment. D
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Prepare assay medium

e Warm assay medium to 37°C

e Look at cells under the microscope to:
a. Confirm cell health, morphology, seeding uniformity and purity (no contamination).
b. Ensure cells are adhered, and no gaps are present.
c. Make sure no cells were plated in the background correction wells.

e Remove all culture medium from single well.

e Add 675 pl of assay medium to well.

e QOperate whole procedure per well.

e Also add 675 ul of assay medium to blank wells.




Prepare and load compound

Assay Concentration
Medium Injection in Port
675 uL 75 ul

‘ === 10X Compound A
750 uL 85 Ul

§) ¢ 10X Compound B
835 uL 95 ul

‘ === 10X Compound C

930Ul qpguL
‘ ¢ 10X Compound D

1030 uL

Dilute compound to correct conc. with warmed assay medium
Load compound to correct position

Triangular notch

Assay Concentration
Medium Injection in Port
675 uL 75 ul

‘ === 10X Compound A
750 uL 75 ul

‘ === 11X Compound B
825 uL 75 ul

‘ === 12X Compound C

900 uL 75 ul

‘ ¢ 13X Compound D

975 uL

/
/

v \

/ Bar Code



XF Dilution Calculation

FINAL Conc. (% 4~ 3% Jk & ) x 10 (7% % #k) x VOL TO PREPARE (§ & % & %)

= STOCK (% % %73 Jk /& ) x VOL STOCK SOLUTION (% Stock®~ % - i i chi¥ 3

.{fv &) : f= % Oligomycin
1uM x10x 1600 uL =500 uM x VOL STOCK SOLUTION
VOL STOCK SOLUTION = 16000/ 500 = 32 uL

B~32 ul stock oligomycin 3] 1568 uL + 1% # 32 % &



Design and Load Protocol

e 3 Steps complete assay design.

- New Design E3 ‘

0 sove "‘ Group Definitions Instrument Protocol Review and Run

‘U Measure”' ! Injection lECustom ﬁ ﬁ

£ Initialization

Calibrate

The XFe always performs
calibration to make sure
measurments are accurate.

W Equilibrate

Equilibration occurs after
Calibration and is
recommended (which is why it's
checked).

U | Basal |

4 Measurement Cycles

ix Wait Meas.
03:00 02:00 02:00

~ | Edit Measurement Details

00:32:00
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| Injection 2

pore P O]

v Measure after Injection

Select DD
Ports P )
v Measure after Injection
3 Measurement Cycles

Mix Wait
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3 Measurement Cycles
Iix Wait
03:00 02:00

Meas.
02:00

~ | Edit Measurement Details ~ | Edit Measurement Details

~ | Group Summary ~ | Group Summary

00:24:00

00:24:00

Meas.
02:00

Total Time: 01:56:00
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|E:i Ly | Injection 3
Select [:]I:]
Ports } D@

v Measure after Injection

3 Measurement Cycles
i Wait Meas.
03:00 02:00 03:00

~ | Edit Measurement Details

~ | Group Summary

00:24:00



Run assay

e Put on the plate with right direction.
e Barcode toward the front
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FCCP Titeration Test

[ J \ \ [ J

AN

One Cell Line
CTL
Exp
Two Cell Line
CTL
CTL

Normal Cell Line
FCCP:4,2,1,0.5 & 0.25 uM
Cancer Cell Line

FCCP: 2,1,0.5,0.25 & 0.125 uM
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