Quantification of a Neuronal Tau Standard
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* Phosphorylated Tau is quantified in units because the
percentage of the total Tau that is phosphorylated will
vary with different preparations of the standard.
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Detection of Phosphorylated (Thr231) and Total Tau in Mouse Brain Extract
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Mouse brain extract was prepared by
homogenization of whole mouse brain in MSD
Tris Lysis Buffer, followed by centrifugation to
clear debris. Dilutions were prepared in MSD
Tris Lysis Buffer. Samples were added to MSD
MULTI-SPOT 4 Spot 96-well plates coated with
anti-total-Tau and anti-phospho-Tau antibodies
on two of the four spatially distinct electrodes
per well. Phosphorylated and total Tau were
detected with anti-total Tau antibody labeled
with MSD SULFO-TAG reagent.
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Detection of Phosphorylated (Thr231) and Total Tau in Rhesus Brain Extract
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Rhesus brain extract was prepared by
homogenization of rhesus brain tissue in MSD
Tris Lysis Buffer, followed by centrifugation to
clear debris. Dilutions were prepared in MSD
Tris Lysis Buffer. Samples were added to MSD
MULTI-SPOT 4 Spot 96-well plates coated with
anti-total-Tau and anti-phospho-Tau antibodies
on two of the four spatially distinct electrodes
per well. Phosphorylated and total Tau were
detected with anti-rhesus Tau antibody labeled
with MSD SULFO-TAG reagent.
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Detection of Phosphorylated (Thr231) and Total Tau In Human Tau-441 Overexpressing CHO Cells

Ny

MSD MULTI-SPOT® >
Phospho Tau (Thr231) Total Tau 96-Well 4-Spot Plate /" it sutsoTmGr
L E P antibody
Ix10* | [x107 / pThr23|
E g Tau — Tau Cell Lysate
_ : /
100,000 E 100,000 E / — Capture antibody
£ 10000 L 10000 Y /
- - BSA
1,000 1,000 4/
; - Traditional Western MSD Experimental
| 1 1 | 1 1 | ] 1 1 | 1 1 |
100 01 | 1,000 0 oo | 1,000 s Mg Pos Neg
Concentration [ng/mL] Concentration [ng/mL] plau
Extract (ng/well) /8 Extract (ng/wel Uizl 1 /8
Average StdDev ~ %CV 20 g lysate per lane 0.1 g lysate per well
0 w4 |7 0 % | 8 [
| ® o [ n | n | 2605 | 41 | 9 | 7l :
3 3133 8 ) 1.6 3 1911 | 29 0 1.4 CHO cells were transfected with a human Tau-441
;g 3767; 37454 '9“ |36-69 ;g |3209,300345 |3é3||z|9 :; 3%'4 expression plasmid and harvested after 48 hrs.
00 [18233 | 80 | 4 | 85 o0 [asnose| 35082 | 1 [iams| Whole cell lysates were added to MSD MULTI-SPOT 4
1,000 [335282[ 26,040 | 8 [1,5643 1,000 [1778074[102560| 6 |48143

anti-phospho-Tau antibodies on two of the four
spatially distinct electrodes per well. Phosphorylated
Detection Limit of Lysate [pg/wel] and total Tau were detected with anti-total-Tau
phospho Tau (1h231) [ antibody labeled with MSD SULFO-TAG reagent.

Total Tau 108

Meso Scale Discovery

A division of Meso Scale Diagnostics, LLC.
Www.mesoscale.com




