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SYSTEM COMPONENTS & REAGENTS

REQUIRED MATERIALS
Instrumentation: PCS Moxi GO Il Next Generation Flow Cytometer (Cat #MXG102)

Cassettes: PCS Type S+ Cassettes (Cat #MXC030 / MXC032)
Annexin V: FITC-Annexin V conjugate (e.g. BioLegend, cat#640905)
Binding Buffer: Annexin V Binding Buffer (e.g. BioLegend, cat#422201)
Viability: PCS Viability Reagent (CONCENTRATED STOCK)

PRE-PROTOCOL CONSIDERATIONS

Positive & Negative Controls:
It is recommended to process a sample of healthy, untreated cells as a negative control. For comparison,
induce apoptosis with a pharmacological agent (e.g. 30 uM Camptothecin) for use as a positive control.

Cell Suspension Quality:
Isolate cells to a single-cell suspension. If necessary, use a protease and/or pipette trituration to
break apart clusters. Verify counts on the Moxi GO Il prior to staining.
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STEP-BY-STEP STAINING PROTOCOL

1. CELL PREPARATION

* Pellet cells at 300 x g for 5 minutes.

* Re-suspend pellet to 1 x 1076 cells/ml in Annexin V Binding Buffer.

« Aliquot 100 pl of cells (~1x10”5 total cells) into a clean microcentrifuge tube.

2. ANNEXIN V STAINING
« Add 5 pl of FITC-Annexin V conjugate. Mix gently by low-speed vortexing.
* Incubate for 15 minutes at room temperature (25°C), protected from light.

* OPTIONAL WASH:
To lower background, wash once (300 x g, 5 min) with binding buffer to remove
excess FITC — Annexin conjugate.

3. PCS VIABILITY REAGENT STAINING
* Add 300 pl of Annexin V Binding Buffer to the tube.

* Add 2 pl of PCS Viability Reagent concentrated stock.
(Maintains standardized 1:50 ratio for optimal fluorescent signal).

* Incubate for an additional 5 minutes, protected from light.

4. FINAL PREPARATION & LOADING

* Mix the stained sample well prior to loading.

* Load the sample into a PCS Type S+ Cassette.
* RUN IMMEDIATELY:

Run on the Moxi GO Il within 15 minutes of staining. Protect from light
during transport and prior to acquisition.

TECHNICAL NOTE: OPTIMAL SIGNALING

The PCS Viability Reagent is highly sensitive to hydrolysis. By using
1 the standardized 1:50 ratio (2 pl reagent per 100 pl cell volume),
the user ensures maximum brightness and population separation.
DO NOT PRE-DILUTE THE REAGENT.

Pre-dilution with PBS or water will degrade the dye before it can
effectively intercalate into the DNA of dead/apoptotic cells.
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DATA ANALYSIS & INTERPRETATION

MOXI GO Il APP SELECTION
Turn on the Moxi GO Il and select the:
"Apoptosis (Annexin V - FITC & PI)" application.

This application is pre-configured to detect fluorescence in both the Green (PMT1) and
Red (PMT2) channels simultaneously.

HARDWARE CONFIGURATION: NO COMPENSATION

To eliminate the requirement for mathematical compensation of FITC spillover into the
viability channel:
Ensure the 646nm/LP filter is installed in the PMT2 (back) slot.

This optical configuration provides clean separation between FITC and PCS Viability Reagent.

DATA ACQUISITION & GATING

1. Define Population:
Adjust the size gates on the histogram to encompass the target cell population and exclude
debris. The Moxi GO Il uses precise Coulter Principle sizing for this initial exclusion.

2. Scatter Plot View:
Touch the "X/Y" icon to toggle the display to a Scatter Plot (PMT vs PMT). Set the
FITC-Annexin (PMT1) to the X-axis and PCS Viability Reagent (PMT2) to the Y-axis.

3. Quadrant Interpretation:

* Lower Left: Live Cells (Annexin V negative, Viability negative)

* Lower Right: Early Apoptotic (Annexin V positive, Viability negative)

* Upper Right: Late Apoptotic / Necrotic (Annexin V positive, Viability positive)
» Upper Left: Necrotic (Annexin V negative, Viability positive)
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