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ABSTRACT Objective: To explore the method of DAPI staining in the process of flow cytometry to remove dead cells and elimi-
nate the influence of dead cells on flow cytometry results. Methods: An orthotopic transplantion tumor model of hepatoma in mice was
used to detect the dead cells effect on the result of MDSC in splencyte by flow cytometry. PI was used as a positive control to contrast the
influence of different DAPI concentration and staining time on the proportion of dead cells. Results: The data showed that while the
DAPI concentration was less than 1 g/mL, there had a similar result of the proportion of dead cells compared with PI staining; however, if
the concentration of DAPI was more than 1 g/mL, the proportion of dead cells was increased. Stained the cells with 0.2 g/mL of DAPI
within 30 minutes had a little influence on the proportion of dead cells. But when the staining time exceed 30 minutes, the proportion of
dead cells increased obviously. Conclusion: The DAPI staining method is a reliable and easy detection method applied to remove dead
cells effect on the flow cytometry, 0.2 g/mL of DAPI stained 1-5 minutes was recommend.
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Fig.1 The effect of dead cells on the result of flow cytometry

A. The parameters scatter plot of the tissue samples of FSC and SSC; B. The influence of dead cells in tissue samples of MDSC.

C. Cell death in T cell proliferation experiment effects on T cell proliferation.
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Fig.3 The cell activity of tissue samples were detected by different DAPI concentration

A: the ability of tissue sample detect by PI satin;; B: the ability of tissue sample detect by different concentration of DAPI; C: the statistical data of PI
stained and DAPI stained. *P<0.05, ns P>0.05.
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Fig.4 Different DAPI staining time detection of the tissue samples activity

A the ability of tissue sample detect by PI satin;; B: the ability of tissue sample detect by different stained time of DAPIL;
C: the statistical data of PI stained and DAPI stained. *P<0.05, ns P>0.05.
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Fig.5 The expression MDSC with or without removed dead cells

A: the expression of MDSC before remove dead cells; B: the expression of MDSC after removed dead cells; C: the statistical of P1 and P3; D: the
statistical of P2 and P4. *P<0.05, **P<0.01.
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