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Results are expressed as mean of duplicate values. Fluorescent intensity derived from AGEs were measured by Ex 340 nm/Em 430
nm. MGO concentration; 0 mM, 0.4 mM, 2.0 mM, 10 mM. T-Af, TAMRA-f3-amyloid(1-42); MGO, methylglyoxal; AGEs, advanced

glycation end products.
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Fig. 2. Glycation of T-Af by acrolein treatment.

Results are expressed as mean of duplicate values. Fluorescent intensity derived from AGEs were measured by Ex 340 nm/Em 430 nm.
Acrolein concentration; 0 mM, 0.4 mM, 2.0 mM, 10 mM. T-A, TAMRA-f-amyloid(1-42); AGEs, advanced glycation end products.

b c
Fig. 3.

T-Ap phagocytosis by microglia:
Fluorescence microscopy image

a) Non-T-Af group (no treatment), b) T-Af group,
¢) T-AB + Mel group, d) Gly-T-Af group, e)
Gly-T-Af + Mel group. Images (x 100) of cultured
cells 10 days after seeding (8 days after addition
of T-Af). Red color portions indicate T-Af-
derived fluorescence uptaken by microglia. Note
the enhanced fluorescence by Mel (¢) compared
with the T-Ap group (b). Gly-T-Ap is prepared by
MGO treatment (10mM, one day). T-Af}, TAMRA-
B-amyloid(1-42); MGO, methylglyoxal; Mel,
melatonin; Gly, glycated.
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Fig. 4. Comparison of T-Af} phagocytosis by MG: The first experiment

Y axis shows the values: T-Af fluorescence intensity / cell area (um?) followed by adjustment for the area of nonspecific background fluorescence (nonspecific
high intensity area in the non-T-Af group). Results are expressed as mean + SD of triplet values (n = 4 except Non-T-Af group and T-Af} + Mel group, n = 2),
*p <0.05, **p < 0.01 by Fisher's post hoc test (T-Af +Mel group excluded). T-Af} phagocytosis is inhibited by MGO-glycation while enhanced by Mel (100
uM). Gly-T-Ap is prepared by MGO treatment (10 mM, one day). MG, microglia; T-Ap, TAMRA-f-amyloid (1-42); MG O, methylglyoxal; Mel, melatonin;

Gly, glycated; SD, standard deviation.
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Fig. 5. T-Ap phagocytosis by MG: Comparison between MGO and acrolein treatment.

a) Non-T-Af group (no treatment), b) T-Af group, ¢) MGO-Gly-T-Af group, d) Acrolein-Gly-T-Af group. Images (x 400) of
cultured cells 10 days after seeding (8 days after addition of T-Af). Red color portions indicate T-Af-derived fluorescence uptaken by MG.
No difference between MGO (¢) and acrolein (d) treatment. Note the much less fluorescence in ¢) and d) than that in b). Gly-T-Ap is
prepared by MGO or acrolein treatment (10 mM, one day). MG, microglia; T-Af}, TAMRA-3-amyloid(1-42); MGO, methylglyoxal; Gly,
glycated.

700

600

500
400
300
200
100

Non-T-ARB group Gly-T-AB group T-AB group
(MGO) (Acrolein)

Number of microglia

Fig. 6. Live cell counts of MG 10 days after seeding.

Results are expressed as mean + SD of triplet values, counted the number of nuclei by image analyzer (n =4, except Non-T-Af group, n =
2). Gly-T-Ap is prepared by MGO or acrolein treatment (10 mM, one day). MG, microglia; T-Af, TAMRA-f-amyloid(1-42); MGO,
methylglyoxal; Gly, glycated; SD, standard deviation.
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Fig. 7. Comparison of T-Af} phagocytosis by MG: The second experiment

Y axis shows the values: T-Af fluorescence intensity/cell area (um?). Results are expressed as mean + SD, n = 3, *#% p < 0.001 vs other groups,
by Fisher's post hoc test. T-Af phagocytosis is inhibited by MGO- and acrolein-treatment (10 mM, one day). MG, microglia; T-Af3, TAMRA-
f3-amyloid (1-42); MGO, methylglyoxal; Gly, glycated; SD, standard deviation.
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