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Flow Cytometry Assay Kit 1 for
S-Adenosylmethionine (SAM)

Catalog No. FK00201
Packaging size 100 tests

Purpose

This kit is designed to measure the amount of SAM in the cytoplasm and nucleus compartments of cells conveniently and quickly
using Flow Cytometry (FCM).

About the assay

S-adenosylmethionine, a sulfur-containing molecule, is a biologically very active metabolite and its important roles in methylation as a
key methyl donor, transsulfuration and aminopropylation have been well understood. SAM is an intrinsically unstable molecule with
molecular weight of 398.44, and its optical density maximum of 258-260 nm is not a distinguished absorption, accurate and timely
determination of its concentration in various biological fluids and tissues has always been a challenging task. Therefore, finding a way
that can quickly and specifically determine the amount of SAM becomes essential. With the advent of specific anti—-SAM monoclonal
antibodies, measure SAM from living cells directly, quickly and sensitively becomes possible with flow cytometry. Alexa Fluor®
647conjugated mouse anti-SAM antibody has been used (Refer to Cat# MAF00201) after cells are fixed and permeabilized. In this kit,
both cytoplasm and nucleus fixation/permeabilization buffers have been include. With nucleus fixation/permeabilization system, all
targets from cytoplasm and nucleus will be detected, whereas with cytoplasm fixation/permeabilization buffer, only cytoplasmic portion
of the target is detected.

Components
AF647-anti-SAM Antibody 25 pl Nucleus Fix 1 2.75 ml
Antibody Dilution Buffer 1.2 ml Nucleus Fix 2 8.25 ml
Cytoplasm Fix 10.5 ml Permeabilization Buffer (10x) 6.5 ml

Components not included in the kit:  Distilled water; PBS pH 7.4; Flow Cytometer; Centrifuge
Procedures

1. Prepare the cells to be tested in the amount of 5 - 10 x 10%sample in Eppendorf tubes.

2. Centrifuge the cell suspension at 1500 rpm for 5 min, and discard the supernatant.

3. Fix the cells with 100 pl fixation buffer (either nucleus or cytoplasm system) for 30 min at room temperature in dark. For nucleus
fixation, mix one portion of Nucleus Fix 1 with 3 portions of Nucleus Fix before use.

4. Centrifuge at 1500 rpm and remove the supernatant.

5. Prepare the proper amount (3 folds of the fixation buffer) of the working permeabilization buffer by diluting Permeabilization Buffer
stock solution 10 times with distilled water. Wash the samples with 100 ul permeabilization buffer.

6. Incubate with 100 pl permeabilization buffer for about 30min at room temperature, centrifuge and discard the supernatant.

7. Re-suspend with 100 pl permeablization buffer, followed by adding 10 pl 1:40 diluted AF647-anti-SAM antibody included in the kit.
Incubate at 4 °C for about 60 min.

8. Wash each sample with 1mlI PBS 2-3 times and re-suspend it with 0.5 ml PBS.

9. Run each sample through a Flow Cytometer.

Notes

1. Depending on the type of cells, the amounts and incubation time of cytoplasm and nucleus fixation and permeabilization buffers to
be used might be slightly different.

2. Different cell cycles, metabolic status and health of cells may cause SAM level to change significantly in cells. Therefore, the
amount of the antibody to use could be optimized for better results.

Storage and expiration date

1. All components should be stored at 2-8°C.
2. The components packaged with brown vials should be kept away from light as much as possible.
3. Valid for at least a year.
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Figure1 The levels of SAH and SAM in L02 (A1: FL1-H for SAH, A2: FL4-H for SAM), HepG2 (B1: FL1-H for SAH, B2: FL4-H for
SAM), K562 (C1: FL1-H for SAH, C2: FL4-H for SAM), and MCF (D1: FL1-H for SAH, D2: FL4-H for SAM) cell lines cultured for 24h
and 48h, respectively from FCM stained with Flow Cytometry Assay Kit 1 for S-Adenosylhomocysteine (Cat# FK00301) and this kit.
Cells were used for analysis with BD FACSCalibur Flow Cytometer. Color legend: Green: 48h blank; Orange: 24h blank; Blue: 48h test
cell line; Red: 24h test cell line.

Geometric means of fluorescence for cell lines after cultured for 24h and 48h (from Figure 1)

Group HepG2 L02 K562 MCF
Antibodies Conc. (u g/ml) CP NU CP NU CP NU CP NU
AF488-301-3 24h 70 173.98 387.19 174.76 428.4 177.03 470.85 139.88 605.81
AF488-301-3 48h 70 79.34 364.86 81.02 311.86 108.86 349.13 80.29 274.6
AF647-118-6 24h 9 1586.97 | 3136.13 | 705.04 | 2564.91 965.05 | 2817.77 | 850.72 [ 2903.33
AF647-118-6 48h 9 515.82 | 2295.18 253.3 1708.25 | 625.73 | 2366.94 | 477.05 1510.53

CP: Cytoplasmic fixation/permeabilization buffer, with which only cytoplasmic targets are stained.
NU: Nuclear fixation/permeabilization buffer, with which both cytoplasmic and nuclear targets are stained.
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