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INTRODUCTION & REAGENTS

This protocol describes a rapid method for achieving highly-accurate nuclei counts using the Moxi V system.
By utilizing the Coulter Principle for size-resolution down to 3um, the system identifies nuclei in complex
samples (e.g., stromal vascular fraction, bone marrow) where debris or RBCs typically hinder enumeration.
PCS Viability Reagent labeling is utilized for a second dimension of accuracy through fluorescence gating.

REQUIRED REAGENTS & INSTRUMENTATION

* Moxi V System & Type S+ Cassettes
» Ca2+/Mg2+-free PBS (or equivalent)
* PCS Viability Reagent (or Propidium lodide)

QUICK REFERENCE PROTOCOL (20X DILUTION)

STEP ACTION VOLUME
1 Add PBS to microcentrifuge tube 945 pL

2 Add PCS Viability Reagent 5puL

3 Add Single Nuclei Suspension 50 pL

4 Mix by inversion (10x) and Incubate (RT, Dark) 5 min
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MOXI V OPERATION & GATING

1. INSTRUMENT SETUP :

System Is Ready...
Touch Assay Icon to Begin

» Power on the Moxi V system. Once the 5-minute incubation is complete, select the
"Cell Count (Size + Viability)" assay from the home screen.

* Insert a Type S+ Cassette. The system will auto-align; for initial runs, it finds the laser el
"home" position before indicating readiness for sample loading.

» Monitor status bar. When it indicates "Enter the sample...", dispense exactly 60uL of
the nuclei suspension into the cassette loading well.

* Close the door firmly to begin the test. The analysis cycle will proceed automatically.

NUCLEI GATING STRATEGY

Size Gating (Blue Circles):

1. Rescale output to 2.7 — 11um.

2. Drag blue circles to adjust vertical
boundary lines. Gray = exclusion;
White region = inclusion.
Fluorescence Gating (Red Line):

Live Cell % = 16.8

Dead

jiun lodide (PIN)

Propidi

Live

1. Toggle to red horizontal gate.
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3. Verify with histogram overlay.

2. RECORDING RESULTS

» Record concentration in "Dead Cells" box. Figure 2. Plot Size Rescaling.
 Multiply by 20 (or your own dilution factor).

Flle

Note: Isolated nuclei lack intact membranes and stain positive for Pl. On the Moxi V,
Pl-positive particles are displayed in the "Dead Cells" field.
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Figure 4. Fluorescence Gating.
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ALTERNATIVE: SIZE-ONLY ASSAY

For rapid counting without PCS Viability Reagent labeling, use the Coulter-principle size resolution.

Procedure:
* Select the "Cell Count (Size only)" assay on the home screen.

* Load cassette and dispense 60uL of prepared sample.
» Rescale the histogram output to the 2.7 — 11uym range.
* Position the left gate in the valley between noise and peak.
* Position the right gate to the far right of the histogram.

Results:
Record the "Gated count" and multiply by 20 (or your own dilution factor)

to obtain the final nuclei concentration.
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SUMMARY & CONCLUSION

® PRECISION
Coulter Principle ensures exact size resolution down to 3um.

® SPEED
Complete analysis and gating in under 5 minutes.

® VERSATILITY
Robust performance across varied samples and assay types.
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