DVS Suiamegs

MaxPar® Cell Surface Staining Protocol

Reagents and Materials

Equipment and Reagents to be Supplied by User:

e [Included in Panel Kit] MaxPar® Metal Conjugated Antibodies

e [Included in Panel Kit] MaxPar® Cell Staining Buffer (Cat# 201068)

e [Included in Panel Kit] MaxPar® Fix and Perm Buffer (Cat# 201067)

e [Included in Panel Kit] MaxPar® Water (Cat#f 201069)

e [Included in Panel Kit] MaxPar® Intercalator —Ir (Cat# 201192A [125 uM] or 201192B [500 uM])
e [Optional] MaxPar® Intercalator-103Rh (DVS Sciences Cat. 201103A [500uM] or 201103B [2000uM])
e [Optional] Fc-receptor Blocking Solution

e Polystyrene Round-bottom Tubes, 5 mL capacity, 12 x 75 mm

e Polystyrene Round-bottom Tubes with Cell-Strainer Cap, 5 mL capacity, 12 x 75 mm

e 1.5 mltubes

e  Pipet tips with aerosol barrier

e  Centrifuge capable of holding 5 ml polystyrene tubes

e  Vacuum aspirator

e Vortexer

Important Notes Before Starting:

e  For cell centrifugation steps, centrifugation should be performed for 5 minutes at 300g before cell fixation, and
for 5 minutes at 800g after cell fixation. The increased centrifugation speed after cell fixation will result in greater
cell recovery.

e  Before starting staining protocol make a cocktail of MaxPar Metal Conjugated Antibodies by combining 1.1 pl per
sample of each of the kit antibodies in a 1.5 ml tube with the appropriate volume of MaxPar Cell Staining Buffer.
See Antibody Cocktail Table for mixing volumes. Antibody Cocktail can be stored for up to 24 hours before
staining.

e DVS Sciences antibodies are pre-titrated and we recommend staining with 1 pl of each antibody for 3 million cells
in a 100 pl staining volume; however antibodies can be titrated for individual experiments.

e  Prior to Step 1 of the protocol, cells can be stained with MaxPar Intercalator-103Rh to identify viable cells. Stain
cells with Intercalator-103Rh as indicated in the protocol available on the DVS Sciences website, and proceed with
step 1 of the protocol.
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Protocol:
1. Prepare cells of interest from cell culture or primary tissue.

2. Resuspend cells in MaxPar Cell Staining Buffer and aliquot 3 million cells, in a volume of 50 pl, into 5 ml
polystyrene tubes for each sample to be stained.
a. [Optional] Block Fc-mediated antibody binding: add 5 ul of human Fc-Receptor Blocking Solution to
each tube and incubate for 10 minutes at room temperature.
b. Without washing off Fc-Receptor Blocking Solution continue with protocol.

3. Add 50 pl of the antibody cocktail to each tube so the total staining volume is 100 pL (50 pl of cell suspension
+ 50 pl antibody cocktail) (See Antibody Cocktail Table for mixing volumes).

4. Gently vortex samples and incubate for 30 minutes at room temperature.

5. Following the incubation, wash by adding 2 mL MaxPar Cell Staining Buffer to each tube, centrifuge and
discard supernatant by aspiration.

6. Repeat for a total of two washes, and resuspend cells in residual volume by gently vortexing after final
wash/aspiration.

7. Prepare 1 mL of cell intercalation solution for each sample by adding MaxPar Intercalator-Ir into MaxPar Fix
and Perm Buffer to a final concentration of 125 nM (a 1000X dilution of the 125 uM stock solution) and mix
by vortexing. For example, if 10 samples have been stained, prepare intercalation solution by adding 10 uL of
125 puM Intercalator - Ir to 10 ml of Fix and Perm Buffer.

8. Add 1 ml of the intercalation solution prepared in step 7 to each tube and gently vortex. Incubate for 1 hour
at room temperature or leave overnight at 4°C. Note: Cells can be left at 4°C in the intercalation solution up to
48 hours.

9. Wash cells by adding 2 ml of MaxPar Cell Staining Buffer, centrifuge and discard supernatant by aspiration.
10. Repeat for a total of two washes with MaxPar Cell Staining Buffer.
11. Wash cells with 2 ml of MaxPar Water, centrifuge and discard supernatant by aspiration.

12. Leave cells pelleted until ready to run on CyTOF®. Immediately prior to CyTOF data acquisition, adjust cell
concentration to 2.5-5 x 105/ml with MaxPar Water and filter cells into cell strainer cap tubes.

13. Acquire data on CyTOF.

© 2012 DVS Sciences Inc. The trademarks mentioned herein are the property of DVS Sciences Inc. or their respective owners.

For Research Use Only. Not for use in diagnostic procedures.

Information in this document is subject to change without notice. DVS Sciences Inc. assumes no responsibility for any errors that may appear in this document. This document
is believed to be complete and accurate at the time of publication. In no event shall DVS Sciences Inc. be liable for incidental, special, multiple or consequential damage in
connection with or arising from the use of this document.

DVS Sciences Inc. products are warranted to meet stated product specifications and to conform to label descriptions when used and stored properly. Unless otherwise stated,
this warranty is limited to 6 months from date of sales for products used, handled and stored according to DVS Sciences’ instructions. DVS Sciences’ sole liability for the
product is limited to replacement of the product or refund of the purchase price. DVS Sciences products may not be resold, modified for resale or used to manufacture
commercial products without prior written approval from DVS Sciences Inc. DVS Sciences strives for complete customer satisfaction. If you are not satisfied with the
performance of a DVS Sciences product, please contact DVS Sciences.
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