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Figure1 (A)shows arepresentative microphotograph A
of isolated human tissue including a colored afferent ———
lymphatic vessel of sentinel lymph node. The marker B

is 10 mm. (B) shows a representative microphotograph
of the human afferent lymphatic vessel cannulated cen-
tripetally with a sterile polyethylene tube.

The marker is 1 mm.

Based on reference 11.
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Figure 2 Representative microphotographs of phase contrast and immunohistochemical im- A
ages of PECAM-1, LYVE-1, Prox-1, podoplanin, and VEGF R3 in cultured HALECs (A) and -
HDLECs (B). Each marker is 50 wm. The lower panel shows the expression of each gene using B
the RT-PCR method. The ordinate shows the ratio of expression level of each marker to that of
cyclophilin A.

*Statistically significant at p<0.05, NS: not significant. C

Based on reference 12.

HALEC

HDLEC

Figure 3 Representative microphotographs of immunohistochemical images of ecNOS, iNOS, A
COX1, and COX2 on HALECs (A) and HDLECs (B). Each marker is 50 uwm. -
Based on reference 12. B
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Figure 4 Representative tracings of constitutively expressed, cell type specific genes of two sets of
HALEC:s (1,2) and HDLECs (1,2), by using oligonucleotide microarray method. The pseudo-color
images show relative log fold change; green and red are lower and higher expression, respectively.

Based on reference 12.
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Table 1 Effects of oxygen concentration (5% and 21%) on
the proliferation activity of HALEC and HDLEC

O: concentration MTS score
5% 0.277 £+ 0.029
HALEC ] *
21% 0.195 = 0.024 *
5% 0.404 £ 0.043
HDLEC ] NS
21% 0.346 £ 0.047

* p<0.05, significantly different between HALEC and HDLEC,
NS: not significant
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Figure 5 Representative microphotographs of the supernatant of culture medium of breast
cancer [MCF-7(A) and MDA-MB-231(B)]-mediated time (4hrs and 48hrs)-dependent immuno-

histochemical expressions of E-selectin, P-selectin, VCAM-1, and ICAM-1 on the HALECs. Each

marker is 50um.
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Current Topics of Immunohistochemical and Biological Properties
of Human Lymphatic Endothelial Cells

Yoshiko Kawai and Toshio Ohhashi
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We examined the immunohistochemical properties of selective lymph vessel markers such as LY VE-1, podoplanin,
Prox-1, and VEGF R3, as well as NO synthase (NOS) and cyclo-oxygenase (COX) in two kinds of human lymphatic
endothelial cells isolated from collecting and initial lymph vessels. The constitutively expressed genes in the two kinds
of lymphatic endothelial cells were also evaluated by using oligonucleotide microarray analysis and RT-PCR. We also
investigated the effects of oxygen concentration in culture conditions on the proliferative activities of the two kinds of
human lymphatic endothelial cells. Immunoreactivity to LYVE-1 and the RT-PCR expression level of LYVE-1 mRNA in
endothelial cells of initial lymph vessels were stronger than those of collecting lymph vessels. Immunoreactivity to
ecNOS, iNOS, COX1, and COX2 was also found to be significantly higher than in collecting lymph vessels. In contrast,
the increase of Oz concentration ranging from 5% to 21% caused a significant reduction of the proliferative activity of
endothelial cells in collecting lymph vessels. In conclusion, these findings suggest that there exists a marked heterogene-
ity in the immunohistochemical, genomic, and proliferative activity of human lymphatic endothelial cells between initial

and collecting lymph vessels. (J Jpn Coll Angiol, 2008, 48: 125-130)
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