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stress only after significant loss of cell viability. The results
were very similar in both the HepaRG and HaCaT cells,
suggesting that xenobiotic metabolism has negligibl
impact on toxicity.

A- Control HepaRG cells: Cells are a mixture of hepatocyte-like cells

. . that form a cord like architecture with a cobblestone appearance

Objectives and cholangiocytes that are flat and diffuse cells with poorly defined
nuclei.

B - Mid dose level of Glystar Plus: Some areas of the culture appear to
be pulling apart from one another while other areas appear normal.

Little evidence of dead cells. Cellular ATP is approximately 50% of

Gly and its formulations did not induce DNA
damage and oxidative stress
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+ Determine whether GLY and GLY formulations cause
double strand DNA (dsDNA) damage using the y-H2AX
assay which detects DNA double strand damage.
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Methods

The cells were seeded into 384 well plates, with HaCaT
incubating for 24h and HepaRG for 5 days. The dosing
scheme consisted of 10 concentrations in duplicate at
third log intervals. Plates were run in triplicate.
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A~ Control HaCaT cells: Cells human keratinocytes that form a
monolayer of small cells.

8- Mid dose level of Glystar Plus: Focal areas of the culture appear to
be pulling apart from one another. Other areas of the culture appear
normal. Some evidence of dead cells. Cellular ATP is
approximately 50% of controls.

C- High dose of Glystar Plus. HaCaT cells display a condensed
phenotype, and a large number of cells appear to have detached
from the plate. ATP is < 10% of conrol.
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The plates used for the H2AX1 assay were fixed using These images are examples of the relationship between cell o bl \ § represent any final NTP determination or policy. This work was supporled

4% formalin, followed by exposure to primary mouse momhology and the corresponding cell viability, as measured by ATP- - § o \ o in part by the National Toxicology Program, and by the Intramural

antibody (EMD Millipore # 05-636) and secondary goat depletion. I cultures where cellular ATP levels were less than 10% of g - g - V- £ Rescarch Program of the National Institute of Environmental Health

y y the controls, there is considerable evidence of cell death based on o] N vl F N 3 o Sciences, National Institutes of Health (Z01ES102045 and Z01ES102046).
anti-mouse antibody (Invitrogen# A11-029), stained morphology (B). In cultures where cellular ATP is approximately 50% of Concenston (i) Consemsion i Concenaton . crcemaieni —

with Hoechst dye, and imaged using the IXM imaging
system.

controls, cells demonstrate modest levels of stress (C).
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