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CHAPTER 2, MATERIALS AND METHODS

Chapters 3 and 4

Pregnant dams were administered plain corn oil, TCDD (5 or 10 ug/kg) or DES (48
ug/kg) on gd 14 and 16 by oral gavage. Animals were sacrificed and organs harvested on
gd 18.

Fetal organ weights, pooled by litter, were measured after harvesting, and fetal numbers
per litter, as well as fetal litter weights were recorded to assess for thymic atrophy or
alterations in thymus/body weight ratios for control, TCDD and DES treated fetuses.
Thymus cellularity was assessed by pooling litters and releasing thymocytes by
mechanical disruption into RPMI, washing, and resuspending thymocytes in HBSS.

Cells were then counted on a cell counter.

Flow cytometric evaluation of the CD4 CDS cell surface antigens, as well as co-
identification of early apoptosis by 7-AAD staining was performed with the use of FITC-
labeled anti-mouse CD8 antibody, and PE-labeled anti-mouse CD8 antibody.

Histologic evaluation was performed on twenty (20) thymuses from control, 10 ng/kg
TCDD, and 48 ng/kg DES treatment groups (2 thymuses arbitrarily removed per litter).
Thymuses were placed in cassettes with sponges and submersed in 10% buffered
formalin for a minimum of 24 hours prior to paraffin embedding, sectioning at 5 microns,

and staining with hematoxylin and eosin. Indices of apoptosis and mitosis were recorded
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as events per high power field at 600x magnification. Qualitative alterations in

architecture were also noted at 40x, 100x, and 600x magnifications.

Chapters 5 and 6

Pregnant dams were administered plain corn oil, TCDD or DES on gd 14 and 16 by oral
gavage. Animals were sacrificed and organs harvested on gd 18.

Pooled fetal liver weights were recorded, as well as pooled fetal weights and fetal
numbers for each litter.

2 livers per litter were arbitrarily removed after weighing and placed in 10% buffered
formalin for a minimum of 24 hours prior to embedding in paraffin, sectioning at 5
microns and staining with hematoxylin and eosin. Qualitative alterations in architecture
were noted as well as cellular morphologic changes. Cell counts were performed at 500x
magnification.

For gene expression studies, treatment and harvesting were on the same dates using 10
ug/kg dose of TCDD and 48 ug/kg dose of DES. Fetal livers were removed, pooled by
litter, and immediately immersed in RNAlater and placed in a -20C freezer per
manufacturer's instructions. RNA was isolated using the manufacturer's protocol, and
cDNA made by using a kit and manufacturer's protocol. Real time PCR was performed
using pre-developed primers and probes, and comparing results to baseline expression of

rl8s.
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