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The system incorporates several new and novel features.
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Figure 1a: Representative example of Glycolytic Function profile
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Figure 1b: Representative example of Mitochondrial Respiration profile
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Figure 1c: Glycolytic profile of endometrial and cervical cell lines
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Figure 1e: Glycolytic profile of Ishikawa cells in air and hypoxia
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Figure 1d: Respiration profile of endometrial and cervical cell lines
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Figure 1f: Respiration profile of Ishikawa cells in air and hypoxia
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Figure1g: The effect of 24 Hours 10 pM simvastatin (SV) treatment on Ishikawa glycolysis in air and hypoxia
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Figure1h: The effect of 24 Hours 10 pM simvastatin (SV) treatment on Ishikawa respiration in air and hypoxia
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Methods

Maintained cell lines with RPMI1640 supplemented with 10% FCS and 2 mM L-Glutamine
ina 5% CO, incubator

don whitley
scientific

Plated Ishikawa, Hec1A, SiHa and CaSki cell lines at different seeding densities

Incubated cell lines in growth medium with or without simvastatin (SV) for 24 hrs

AIR
(5% CO, cell culture incubator)

Prepared XF base medium and
adjusted pHto 7.4

Replaced growth medium with
XF base medium +/- SV

Equilibrated cells for 1 hr at 37° in
a non-CO, incubator

Measured - Oxygen Consumption Rate (OCR)
Extracellular Acidification Rate (ECAR)

Results

HYPOXIA

(using Whitley H35 set at 3% 0,, 5% CO,, 37°C)

Prepared XF base medium, adjusted to pH 7/4

and equilibrated in Whitley 12

Replaced growth medium with
XF base medium +/- SV

Equilibrated cells for 1 hr at 37°C in
Whitley i2 internal non-CO, incubator

Measured - Oxygen Consumption Rate (OCR)
Extracellular Acidification Rate (EACR)

The metabolic profiles of endometrial and cervical cell lines differ from each other:

 |shikawa cell line utilizes glycolysis for energy production and has

than CaSki, SiHa and Hec1A cell lines (Fig 1c).

more glycolytic capacity

 Endometrial and cervical cell lines utilise respiration for energy production at slightly different

levels (Fig 1d).

The metabolic profile of Ishikawa cell line in air and hypoxia differs as follows:

* |shikawa cell line increases glycolysis and its glycolytic capacity under I

e Respiratory profile of Ishikawa cell line dramatically rec

Treatment of 10 uM SV for 24 hours significantly reduced:

uced unde

rhy

ypoxic conditions (Fig 1e).

poxic conditions (Fig 1f).

 glycolytic capacity and the reserve of Ishikawa cell lines in air and hypoxia (Fig 1g).
 basal respiration, maximal respiration and respiratory capacity in air and in hypoxia (Fig 1h).

e non-mitochondrial respiration in hypoxia (Fig 1h).

Conclusions / Future Direction

We have demonstrated the following:

e The combination of a Whitley H35 HEPA Hypoxystation and a Whitley
(Don Whitley Scientific) provides a suitable hypoxic environment in which a Seahorse Bioscience

XFe96 Extracellular Flux Analyzer can be used to measure cell meta

concentration.

12 Instrument Workstation

nolism at 3% oxygen

e Simvastatin treatment has an impact on glycolysis and could contribute to reports showing
simvastatin may be beneficial for the treatment of a variety of cancers.

Our future experiments will focus on:

e Determining hypoxia response in the remaining three cell lines with or without simvastatin

freatment.

e Determining the lowest oxygen level in which cell metabolism can be successfully measured

with a Seahorse XF¢96 Analyzer.

Whitley i2 Instrument Workstation connected to a Whitley H35 HEPA Hypoxystation
The Whitley i2 Instrument Workstation provides a controlled environment as defined
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p— by Seahorse Bioscience, in which to house their Extracellular Flux Analyzers.

Seahorse Bioscience XFe96 Extracellular Flux Analyzer
Seahorse Analyzers measure oxygen consumption and
extracellular acidification rate in real-time.
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