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Fig. 1 CD24"CD49f* and CD24™CD49f* cell populations possess of different abilities for attaching plate
(a) Gating strategy used to purify cells from the two CD24" plus CD49f" double-positive populations. (b, ¢) In monolayer culture assay, the cells from
CD24"CD49f" population could not attach to the plate. (d, €) The cells from CD24™/CD49f* population could attach to the plate and grow.
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Fig. 2 CD24™/CD49f* cell population are capable of regenerating mammary ductal units

(a) No outgrowths were detected after the transplantations of CD24MCD49f" cells into cleared mammary fat pad for 7 weeks. (b) 7-week GFP* duct

outgrowth regenerated in cleared mammary fat using CD24™/CD49* mammary anlagen cells. (c) Expressions of K14 (green) and K18 (red) were

detected in regenerated mammary duct.
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Fig. 3 CD24"CD49f* and CD24™!CD49f* cell
populations possess of different cell adhesion
molecule gene expressions
(a) Quantitative RT-PCR of 7 cell adhesion molecule genes that are
highly expressed in the CD24"CD49f * cells. Error bars, + standard
deviation (SD). "*" indicate remarkable statistical differences (P < 0.05).
1: CD49c¢; 2: CD104; 3: p-cad; 4: CD54; 5: CD49b; 6: CD50; 7: CD102;
(b) Quantitative RT-PCR of 12 cell adhesion molecule genes that are
highly expressed in the CD24™CD49" cells. Error bars, + standard
deviation (SD). "*" Indicate remarkable statistical differences (P < 0.05).
1: CD29; 2: CD49¢; 3: CD49d; 4: E-cad; 5: CD49a; 6: CD44; 7: N-cad;
8 CD51; 9: CDlla; 10: CD56; 11: CDIllc; 712: CDI1b. M :

CD24"CD49f*; O : CD24™/CD49".
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Expression Pattern of Selected Cell Adhesion Molecules in
Mammary Duct Repopulating Cells Sorted From
The Mouse Mammary Anlagen”

SONG Jia-Zhe", XUE Kai", LI Song?, LI Ning"™
(" State Key Laboratories for AgroBiotechnology, College of Biological Sciences, China A gricultural University, Beijing 100193, China;
2 Ji Pulin Biotech Ltd, Beijing 100193, China)

Abstract Mammary stem cells (MaSCs) is an ideal model for studies of organogenesis, cell proliferation,
differentiation, survival and apoptosis. Recent researches showed that many adult stem cell surface markers
belonged to cell adhesion molecule (CAM) family. Therefore, analysis of relationship between mammary
stem/progenitor cells and the expression pattern of CAM have directive meanings for identifying embryonic
mammary stem/progenitor cells and understanding their properties. Here, cells in E14 mouse mammary anlagen
were purified using the adult mouse mammary epithelial stem cell (MaESC) markers of CD24 and CD49f. It was
found that CD24 and CD49f double-positive cells contain two distinct cell populations: CD24"CD49f* and
CD24™CD49f ", and their percentages in total mammary anlagen cells were 16% and 47%, respectively. In the
following monolayer culture and in vivo transplantation tests, it was found that the CD24™CD49f * cells could
attach plate and regenerate mammary ductal units; correspondingly, CD24"CD49f* cells did not possess of these
capabilities. These results indicate that the two mammary anlagen cell populations represent different cell types,
and CD24™CD49f* population may contain the self-renewal mammary anlagen stem/progenitor cells. Afterwards,
the differences in the expressions of 19 mammary-related CAM transcripts in the two cell populations were
validated by quantitative real-time PCR analysis. The data show that the CAM gene expressions of mammary
repopulating-CD24™CD49f * cells are dramatically different from that of CD24"CD49f * cell population. The
expressions of several adult stem cell markers in CD24™CD49f" cell population are remarkable higher than those
in CD24%CD49f* cell population.
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