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Abstract: Objective To compare the effect of the lysis time of lab-prepared erythrocyte lysate on flow cytometric determination
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of peripheral blood T lymphocyte subsets in SD rats and cynomolgus monkeys. Methods (D About 50 .1 of heparin sodium
anticoagulated blood from 15 cynomolgus monkeys was taken, the blood sample was incubated with the fluorescent antibodies
PerCP-CD3/FITC-CD8/PE-CD4 and lysed by erythrocyte lysate for a period of time, the effect of lysis time on the mean
fluorescence intensities (MIF) of CD3'CD4" and CD3'CD8" lymphocytes determined by flow cytometry was compared. (2) About
50 plof EDTA-K, anticoagulant blood from 15 SD rats, the blood sample was incubated with the fluorescent antibodies APC-
CD3/FITC-CD4/PE-CD8a and lysed by erythrocyte lysate for a period of time, the effect of lysis time on the MIF of CD3'CD4"
and CD3°CD8" lymphocytes determined by flow cytometry was compared. 3 About 50 w1 of EDTA-K, anticoagulant blood
from 15 SD rats, the blood sample was incubated with the fluorescent antibodies APC-CD3/PE-CD4 and lysed by erythrocyte
lysate for a period of time, the effects of lysis time on the MFI of PE-CD4" lymphocytes determined by flow cytometry was
compared. Results (D) The peripheral blood of cynomolgus monkeys was lysed by self-made erythrocyte lysate and the MFIs of
FITC-CDS8" with lysis time of about 15 min and 5 min were 1 745 + 173 and 2 439 = 253 respectively, and the percentage of
lymphocytes was 47.9% = 7.2% and 42.1% + 7.6%. The MFIs of PE-CD4" with lysis time of about 15 min and 5 min were
12 924 + 892 and 13 695 + 984, and the percentage of lymphocytes was 38.7% + 7.2% and 33.1% + 7.2%.The MFI of in FITC-
CDS8" (t=8.779, P<0.000 1), PE-CD4" (=2.250, P<0.05) and percentage of lymphocytes(/=2.139, 2.162; all P<0.05) lysed for
15min were significantly lower than those lysed for Smin, and the differences were statistically significant. There was also a
difference in the percentage of FITC-CD8" and PE-CD" lymphocytes(#=2.131, P<0.05). The peripheral blood of cynomolgus
monkeys was lysed by commercially available erythrocyte lysate, and the MFIs of FITC-CDS8", PE-CD4" and PerCP-CD3" with
lysis time of about 15 min were 2 413 + 240,12 428 + 1 208 and 1 015 + 123, respectively. The MFI of PE-CD4" and PerCP-CD3"
lysed for 15min by homemade lysate were different from the commercial lysate (=3.150, 4.862, all P < 0.01). 2 The peripheral
blood of SD rats was lysed with self-made erythrocyte lysate, the MFIs of FITC-CD4" with lysis time of 5 min and 2 min were
55.72 + 14.10 and 225.08 + 12.44, and the lysis time of 5 min was significantly different from that of FITC-CD4" with 2 min
lysis (=34.89, P < 0.001 ) .The peripheral blood of SD rats was lysed with commercially available lysate, the MFIs of FITC-
CD4" for 5 min and 15min lysis were 277.02 + 30.36 and 310.04 + 43.56, and the MFIs for 5 min and 15 min PE-CD8a" were 3
453.43 + 443.19 and 3 211.28 + 357.85, and the MFIs of FITC-CD4" and PE-CD8a’ lysed for 5 min were significantly different
from those lysed for 15 minutes(t=2.409, P < 0.01). ® The MFIs of PE-CD4" lysed by homemade erythrocyte lysate in SD rats
were 1 766 £ 67, 1 765 + 51, and there was no significant change between the two(#=0.045, P> 0.05). Conclusion Compared
with commercially available lysates, homemade lysates could shorten the lysate time. When the FITC fluorescent antibody was
replaced with PE fluorescent antibody, the influence on the determination of lymphocyte MFI in rats could be eliminated within
the same lysis time. However, when the lysis time was extended to 3 times, the MFIs of FITC and PE fluorescent antibody were
affected to some extent.
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