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REAGENTS & CELL PREPARATION

01 | REQUIRED REAGENTS

Staining Buffers & Dissociation:

+ Cell Staining Buffer (BioLegend cat # 420201 or PBS with 0.5% BSA, 0.1% Azide)
* Optional: Accutase (PCS MXA020) or Accumax (PCS MXA021)

* Optional: Moxi Cyte Flow Reagent (PCS MXAQ079/MXA080)

Antibodies & Detection (Moxi GO Il Filter Set):

» 525/45nm Filter (PMT1): FITC or Alexa Fluor 488 labeled antibody
* 561nm/LP Filter (PMT2): Phycoerythrin (PE/R-PE) labeled antibody
* Optional: Human TruStain FcX - Fc Receptor Blocking Solution

CELL ISOLATION & PREPARATION GUIDELINES

1. Single-Cell Suspension:
Prepare cells into a suspension free of large (>30um) particulate.
E.g. Ficoll-Paque PBMC isolation.

2. Primary Harvests (Blood/Tissue):
» Pass sample through a 40um cell strainer (e.g. BelArt FlowM]).
« If RBCs are present, apply an RBC lyse method to prevent masking.

3. Handling Aggregation:
* Protease treatment: Suspend in dissociation reagent (Accutase/Accumax).
* Pipette trituration: Repeatedly pipette (10x) to break up clumps.
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PRIMARY ANTIBODY STAINING

02 | STAINING WORKFLOW

1. Cell Preparation & Aliquot:

» Suspend cells at 2-5 x 108 cells/ml in staining buffer.

* Aliquot 100l (2-5 x 10° cells) per tube.

» Prepare compensation controls (Unstained, Single-Color, etc.).

2. Fc Blocking (Optional):
» Add 5pl Fc Receptor Blocking Solution.
* Incubate 10 mins at RT. Quick spin to collect volume.

3. Primary Antibody Incubation:
» Add appropriate antibody. Vortex gently.
* Incubate 15-20 min at 4°C (Protect from light).

4. Wash Steps:

» Wash 2x with 2ml Cell Staining Buffer.
* Centrifuge at 350 x g for 5 mins at < 18°C.

PATH A: DIRECT CONJUGATE PATH B: PURIFIED ANTIBODY

1. Resuspend: 1. Resuspend:

* Resuspend in 1ml Buffer. * Resuspend in residual buffer.
(Target 2e5 — 5e5 cells/ml) * Bring volume to 100pl.

2. Optional Flow Reagent: 2. Proceed to Secondary:

* Add 20ul Moxi Cyte Flow. » See Page 03 for

Secondary Antibody Staining.
3. Analyze:

* Invert 10x to mix.

* Run "Open Flow Cytometry
or "GOFlow" App.
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SECONDARY STAINING & ANALYSIS

03 | SECONDARY ANTIBODY WORKFLOW

1. Secondary Antibody Incubation:

* Add 1 test volume (2-5 ul) of Secondary Antibody.
 Concentration approx. 0.2 ug/ml to 100 pl cells.

* Incubate 15-20 mins at 4°C (Protect from light).

2. Wash Steps:
» Wash 2x with 2ml Cell Staining Buffer.

3. Final Preparation:

* Resuspend pellet in 1 ml of Cell Staining Buffer.
* Target 2e5 — 5e5 cells/ml.

* Optional: Add 20 pl Moxi Cyte Flow Reagent.

4. Analysis:

* Invert 10x to mix.

* Analyze with Moxi GO Il Apps.

TIPS FOR OPTIMAL ANALYSIS

* Ensure single-cell suspension to prevent clogging.

* Always use unstained and single-color controls for compensation.

» Check PMT gain settings to keep signals on scale.
» Use Moxi Cyte Flow Reagent for improved viability assessment.
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