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Figure 2. 4F promotes the brain efflux of 125I-Aβ42. Mice were infused with saline or 4F (2 mg) 

via the left internal carotid artery over a period of 60 minutes. At the end of infusion, 125I-Aβ42 

(0.7 µCi) was stereotaxically injected into the right hippocampus. After 40 minutes, the mice were 

transcardially perfused with excess PBS, and the radioactivity retained in the whole brain and right 

hemisphere was measured. The bar charts indicate the radioactivity in whole brain or right 

hemisphere relative to the radioactivity at the injection site. Data represent mean ± SD (n=3). *p 

< 0.05; unpaired two-tailed t-test. 
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Figure 3. 4F inhibits the brain influx of 125I-Aβ42 but not 125I-Aβ40. (A) Experimental scheme. 

Mice were infused with saline or 4F (2 mg) via the left internal carotid artery over a period of 60 

minutes. Following which, 100 µCi of 125I- Aβ42 or 125I-Aβ40 was bolus injected via the femoral 

vein. Blood was sampled periodically from the femoral artery from 0-15 minutes. Post-perfusion, 

the brain regions were harvested and the radioactivity was measured. (B) The permeability-surface 

area (PS) product estimates for 125I-Aβ42 in the left/right hemispheres and hippocampus are 

shown. Data represent mean ± SD (n=3). *p < 0.05; unpaired two-tailed t-test. (C) The PS product 

estimates for 125I-Aβ40 in the left/right hemispheres are shown. Data represent mean ± SD (n=3).   
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Figure 4. Impact of 4F on 125I-Aβ42 and 125I-Aβ40 plasma pharmacokinetics. Mice were 

infused with saline or 4F (2 mg) via the left internal carotid artery over a period of 60 minutes. 

Following which, 100 µCi of 125I-Aβ42 or 125I-Aβ40 was bolus injected via the femoral vein. Blood 

was sampled periodically from the femoral artery between 0-15 minutes. The plasma was 

separated, the intact protein was precipitated with TCA, and the radioactivity was measured. The 

plasma concentration vs. time profiles for 125I-Aβ42 (A) and 125I-Aβ40 (B) were evaluated by 

noncompartmental analysis. Inset tables show estimates for the area under the concentration vs. 

time curve from 0-15 minutes (AUC0-t) and the terminal clearance (CL). Data represent mean ± 

SD (n=3). 

 

 

 

 

 

 

 

This article has not been copyedited and formatted. The final version may differ from this version.
JPET Fast Forward. Published on August 10, 2020 as DOI: 10.1124/jpet.120.265876

 at A
SPE

T
 Journals on O

ctober 19, 2020
jpet.aspetjournals.org

D
ow

nloaded from
 

http://jpet.aspetjournals.org/


JPET #265876 

31 
 

 

Figure 5. 4F promotes the abluminal-to-luminal flux and inhibits the luminal-to-abluminal 

flux of 125I-Aβ42 across BBB cell monolayers. Polarized hCMEC/D3 monolayers cultured on 

Transwell filters were treated with 4F (10 µg/mL) and 125I radiolabeled Aβ42 (10 µCi/mL) 

together on the abluminal side to investigate A-L flux (A), or on the luminal side to investigate L-

A flux (B). The receiver medium was periodically sampled from the contralateral side, and the 

radioactivity was measured. Cumulative radioactivity was plotted against time, and the linear 

region was fit to a linear regression model. Data represent mean ± SD (n=4). (C) Flux was obtained 

by dividing the linear regression slope by the surface area (1.12 cm2) of the insert. Data represent 

mean ± SE (n=4). *p < 0.05; unpaired two-tailed t-test. 
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Figure 6. 4F inhibits the accumulation of fluorescein-labeled Aβ42 in BBB cell monolayers. 

hCMEC/D3 monolayers were treated for 60 minutes with 10 µg/mL 4F peptide, followed by 

another 60 minutes with 12.5 µg/mL of fluorescein-labeled Aβ42 (F-Aβ42) (A) or F-Aβ40 (B). 

The fluorescence uptake was assessed by flow cytometry. Shown are representative histograms 

and bar charts of the group mean ± SD (n=3). *p < 0.05; unpaired two-tailed t-test. (C) Confocal 

micrographs are shown depicting F-Aβ42 internalization in hCMEC/D3 monolayers cultured on 

coverslip dishes following 4F treatment as described above (representative images, n=3). Green = 

F-Aβ42; blue = DAPI-stained nuclei. 
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