








































































































































































































DEWEY (continued)

Figure. Construction of radiation Production of Radiation Hybrid Cells
hybrids. The cell line (Peromyscus) of%’;‘}g‘,;?;';%ufg’%’,?,’g‘,,ﬁ’gi?,%?es

donating DNA of interest is lethally Sotootab ————

irradiated (5000 R for whole genome marker of donor cells y 8
hybrids) and fused with a recipient 8 |

hnea immortalized Chinese hamster Peromyscus Cells\%ecipient TK-Hamster Celt

ovary (CHO) cells. The CHO cell line i
rescues chromosomal fragments from Setootable EF“S"’;‘ngfgﬁ’,‘f't‘:gggfe“r"“es
the irradiated cell line, which contains marker i

a selectable marker (thymidine kinase)
allowing selection against non-

recombinant CHO cells. Individual

hybrids so derived contain random Peromyscus celis Radiation hybrid containin Nonrecombinant
lethally irradiated Peromyscus chromosoma Hamster cells
groups chromosomal fragments. fragments on a Hamster selected against

genomic background

Thus, each hybrid will contain a

unique mixture of fragments.

Primary fibroblasts were harvested from midgestation P maniculatus embryos and expanded a
few days in culture. Subsequently the cells were irradiated with 5000 rad and were fused with
a thymidine kinase-deficient Chinese hamster cell line, A23, provided by WJ Murphy (NCI).
Cell fusion was induced by polyethylene glycol and subsequent selection was in HAT medium.
Colonies appearing after two weeks were picked and subcultured in larger flasks. One aliquot
of each was frozen for future expansion, and another aliquot subjected to DNA extraction for
further characterization. At this point we have 108 hybrid clones frozen on liquid nitrogen. A
panel of this size is the norm for providing an adequate statistical foundation for linkage
analyses of whole genome radiation hybrid panels. In a preliminary characterization of 14-24
hybrid clones DNA PCR characterization with 5 randomly cloned Peromyscus microsatellites
(Prince, 2001) as well as primers that selectively amplify Peromyscus PL1 and PL5 (placental
lactogen). The overall retention frequency of these seven was determined to be 44%, thereby
establishing the legitimacy of these clones for future linkage analysis.

We are in the process of developing a set of microsatellites (Type II markers) to
supplement ones we already have on hand and that are already published. - Microsatellite
location will be anchored with Type I loci. We’d appreciate getting any unpublished
Peromyscus Type I or Type II sequence information anyone may have on hand. The linkage
map of P maniculatus microsatellites will likely be very useful for genetic studies of other
peromyscines. In a recent survey of microsatellites isolated from P polionotus we found that
the majority of them gave comparable signals with other species including P maniculatus, P
leucopus, P eremicus, P melanophrys, P aztecus, and P californicus.
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