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Figure 1.3. Schematic representatic of Hsp27 and the related af-crystallin. ( lapted
from Gusev et al., 2002).
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as Actin
Figure 1.4. Hsp27 binds the grov *  :nd of actin, reducing its polymerization. Under
stress Hsp27 is phosphorylated, e MAPKAP-K2 pathway, and demonstrates
reduced ability to bind actin, thu: easing polymerization.
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Figure 3.1. Western blot and accc wying densi  1etry shows u letectal :  els of
Hsp27 in untransfected cells. Cortical neurons we  plated on poly-D-lysine ¢  ed

dishes and allowed to mature for sinculhn - Cu 1res were heat shoc  1for 15
min at 45°C and allowed tc o land 48  Hsp27 is not detectable . 4 or 48
hrs post HS. All data in figure is dasme +SEM. *** p <(0.000] n=2
(ANOVA).
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Figure 3.4. Phase micrographs prc  le an examg

experimental conditions. Panels’: show cultur
control at 24 hr, b - AB, 4, at 24 hr, ¢ - control at ¢
clear degeneration in a-d, wk ‘ons in e-h

24 br,f- AB,ssat24 g-con 48 hr, h - ¢
by arrows.
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of cortical cultures under different

in absence or presence of A, . a -
r,d- AP, 4, at 48 hr. Arrows show
ated with AB,s ;s do not. e - control at
535 at 48 hr. Degeneration indicated









Figure 3.5. AB,,, but not AP, 1k
determined using 0.4% trypan bl
counted in relation to total numb
are presented as % of untreated ¢
death at 48 hr from AP, ,,. Hower
decrease in survival at 24 anc

hundred neurons from at least 6 f
(n=3). All data in figure is displa;

intransfected neurons. Cell survival was
lution and cells positive for trypan blue :re

zells per w
1 (control r
B) demons
me points. |
; of view frc
1s mean = S
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f a 16 well chamber slide. Values
thown). (A) Shows significant cell
2s that A, ;s does not result in a
1 data point represents se  ral
nultiple experimental replicates

. *¥p < 0.05. (t-test)
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Figure 3.7. Hsp27 cDNA can er
transfected at the time of plating
for two days in culture before b
using 0.4% trypan blue solution
total number of cells per well of
untreated controls (control not s
at 48 hr time point, while WT ¢
30 neurons from multi] :exper
mean + SEM. *p < 0.05, ***p<

arviv of yloid-treated neurons. Cells were
1-D-lysine coated slides and allowed to recover
osed to AP, 4,. Cell survival was determined
ositive foi 'ypan blue were counted in relation to
)1l chi  ber slide. Values are presented as % of
EV cells shows a significant decrease in survival
iin at cont  levels. D. 1 is composed of at least
replicates  =3). All data in figure is displayed as
(ANOVA)
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Figure 3.8. p38 is less active

p38 is part of the stress assoc:
of Hsp27 (Gusev et al., 2002’
response to AP, ,, treatment. .
EV or WT cDNA using Ama
Cells were exposed to AP, 4,
measured relative to its inacti

densitometry. Western blot and

transfected with Hsp27WT dem
with EV. It should be noted that
from two separate blots and is d

insfected cells, as indicated by phosphorylated p38.
P-kinase pathway that leads to the phosphorylation
study [ sov  to investigate p38 activity in

were trans  ed at the time of plating v h either
»fector and allowed to recover for 2 days in culture.
and co :ct for Western blot analysis. P-p38 was
»rm and Western blot was subjected to

panying de  tometry shows that those cultures

ed less acti  p38 than those cultures transfected
sult was not significant. Figure represents data

d as mean = SEM (ANOVA) n=2.
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Figure 3.9. Western blot shows u
untransfected and transfected cel
poly-D-lysine coated dishes, allo
with A, ,, for 24 and 48 hr. We
hr after A, ,, treatment.

table levels of endogenous Hsp27 in
ed wit AR, . Cortic: neurons were plated on
mature for two days in culture and then treated

lot shows
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at Hsp27 is not detectable at 24 or 48
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Figure 4.1. Hydrophobic regions i \,4»and AP,s ;5. It is thought that hy ophobicity is
related to toxicity (Adapted from |  eral., 1993).
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Figure 4.2. Stress response involv’
phosphorylation of Hsp27 (Adapt

/Cdc42 Small G-proteins
PAK MKKK
5 MKK3/6 MKK
\ \J
MAPKAP-2 kinase Kinases
l andj ein-targets
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several sign ng pathways, including the
rom Gusev et al., 2002).
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