CHAPTER V

DISCUSSION AND CONCLUSION

CD 45" cells human lymphocytes are nuclear hematocytes, which can
engrafte in the peripheral blood of sheep by In utero transplantation. Despite the wide
use of different techniques for investigation of donor cells engraftment, lack of
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confirmed by FISH analysi assays were rapid and
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mean of C¥ human lymphocytes at all dilutions 0.01%-1% in mixed experiments of
FISH analysis was less than Flow Cytometry analysis, indicated that our FISH analysis

demonstrated smaller variations than Flow Cytometry analysis.
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Concerning the sensitivity of the different cell types to be detected by Flow
Cytometry analysis which may depend on the cell population and the antibodies used.
There was unambiguous and correct retrieval of the lowest number of added different

cell types equal the limit of identification and has been reported to be as low as 1in 10

(87) (88)

® of prostate cancer ® 1in 10° of stem cells®” and 1 in 10 7 of breast cancer.
Fuchimoto et al ® recently reported the detection of donor cells in pigs after kidney

transplantation reported a frequency of daonor — derived cells in the range of 0.5%
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The results from this study, a comparison of the actual measurement of the

lymphocytes are unintért due

percent human lymphocytes ( CD 45 " cells ) taken from artificially mixtures human
and sheep lymphocytes at various dilutions 1:100 (1%), 1:500(0.2%), 1:1,000 (0.1%),
1:5,000 (0.02%) and 1:10,000 (0.01%), has demonstrated the percent human
lymphocytes at dilutions 0.1% - 1% of Flow Cytometry is lower than FISH analysis
without statistical significance. This reason may be explainéd that the concentration of

human lymphocyte at 0.1% - 1% was higher ,thus the actual measurement of the
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percent human lymphocytes was not different from both method. However, the results
of measurement CD 45 cells at ratio 0.01%- 0.02% by Flow Cytometry was difference
significance those obtained in FISH analysis. The actual measured number of human
lymphocytes by Flow Cytometry analysis was tended to be lower than FISH analysis
and the values of CV was tended to be larger, indicating that the use of Flow

Cytometry in measuring a low concentration of human lymphocyte is less reproducible
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This appr@gch was applied to detect ( in vivo experlments )donor cells (
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found to be low than 1% of human lymphocytes in peripheral blood (PB).The

techniques but this cou l no er Blectronic problem of our

FACSort .

percentage of donor cells engraftment of both lambs in the PB at 2 stages : 10 days
and 1 month showed higher decrease with longer intervals by Flow Cytometry
analysis. In contrast, FISH analysis did not show any evidence of human lymphocytes
engraftment. These results agreed with several reports which had been shown lower

levels of engraftment ranging from 0% to 1.2% by karyotyping at about chimeric
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lambs age of 2 weeks after birth 7 and Zanjani et al found that cells expressing of
CD 45" antigen in PB of these two lambs at 3 weeks were less than 0.5% of human

cells detected by Flow Cytometry analysis.

In our results the percentage of donor cells engraftment in newborn lambs
was below 1%, as this frequency of donor cells engraftment is called microchimerism,

defined by a rather low amounts of donor cells in the organism of recipients after

transplantation and its contribution {e teler 4 idtiction. Thus, the interpretation of
a positive event as being trulyPesifive” or norseSe w as not different detected by

Flow Cytometry analysis. The reasem=of I e gra -.Tmu. Flow Cytometry may be
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In conclusign, Flow Cytometry an d FISH eth ds were designed to provide

measureqw Crl ?meﬂ maTk;X mﬁ" Oanxtures of
human/shqp lymp ocytes 1:10 Our results

had shown that FISH analysis produce less variation in the concentration of human

cells in mixed experiment than Flow Cytometry analysis. This technique could possibly
be applied to detect donor cells engraftment in sheep chimeras after in utero
transplantation. The level of donor cells engraftment or microchimerism was lower than
1% at 10 days and 1 month of age of newborn lambs.stem cell in utero.Exp

Hematol.1999;27:1569-1575.
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