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WARNING! Read the Safety Data Sheets (SDSs) and follow the handling instructions. Wear appropriate protective eyewear,
clothing, and gloves. Safety Data Sheets (SDSs) are available from thermofisher.com/support.

This protocol demonstrates the procedure for reconstituting and pooling 12 antigen standard vials, but can be modified for any number
of standards greater than 5. Each vial needs to be reconstituted in at least 50 μL and the total volume at the end will be 250 μL. A video
demonstrating the procedure by mixing 6 antigen standard vials is available at thermofisher.com/multivial-antigen-prep

1. Remove one of each standard stock vial. Centrifuge each vial at 2,000 x g for 10 seconds.

2. Choose the first 5 standard stock vials (std 1-5 below) and open carefully on the lab bench. Depending on the sample type, add 50
μL of either 1X UAB or cell culture medium. Vortex all 5 vials at high speed for 30 seconds.

std 2
50 µL

std 1
50 µL

std 3
50 µL

std 4
50 µL

std 5
50 µL

3. Centrifuge at 2,000 x g for 10 seconds to collect contents at the bottom of the vial.

4. Incubate on ice for 10 minutes to ensure complete reconstitution.

5. Transfer 50 μL from each reconstituted vial into the next 5 standard stock vials (std 6-10 below) and vortex the vials at high speed for
30 seconds.

std 1 std 2 std 3 std 4 std 5

std 6 std 7 std 8 std 9 std 10
50 µL 50 µL 50 µL 50 µL 50 µL

6. Centrifuge at 2,000 x g for 10 seconds to collect contents at the bottom of the vial.

7. Incubate on ice for 10 minutes to ensure complete reconstitution.
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8. Transfer 50 μL of each of the 5 reconstituted standard vials into the remaining 2 standard stock vials (std 11-12 below) and vortex
the vials at high speed for 30 seconds.

std 6 std 7 std 8 std 9 std 10

std 11
150 µL 100 µL

std 12

9. Centrifuge at 2,000 x g for 10 seconds to collect contents at the bottom of the vials.

10. Incubate on ice for 10 minutes to ensure complete reconstitution.

11. Pool the contents of the 2 vials (std 11-12 below) into a single vial so the final volume should be 250 μL.

std 11
250 µL
std 12

12. Vortex the working antigen standard vial at high speed and then centrifuge at 2,000 x g for 10 seconds to collect contents at the
bottom of the vial.
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