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10X ELISA Wash Buffer

ELISA Dilution Buffer

Antigen (lyophilized)

Primary Antibody (lyophilized)
Secondary Antibody (lyophilized)
TMB Substrate

Stop Solution
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Small transfer pipets
Strip tubes (12-well)
15 mL conical tubes

1.5mL Snap-top microcentrifuge tubes
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Figure 4: Optimized ELISA workflow
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HEHY EUSA= F 7HA SN E EQ=2 oLth gxt gH2td 28l= o X 2y
CHEE AMPLICH OE S0, Ab M ES HESH= ELSAE Ab O R0[Ho = Zeldt=
SHE AH8Y AYUCL O[XF EXl= Lt YHME AMTLCE - TOf E7|7F RE|2 LA SHE
GMUAUCHH, RE|= E7| SHE AMSt= OlAF SHE AT AYLICL OfXt EHM= &H-2 &
=gHel EME ZRY = YA diFs ZACIA| HIAICHH(HRP)El= 242 S5 ZEEO
UAELICHFigure 4). HRP = =2 H0| g4 7HX2 A - 7|2 &0l =T 100
ZARLICE - ObF M2 | Sk WEH HEY = ASLILCL

Sixtel Aol LR[S Hi=TOoM xiFHT 22

CSF M ol = 1A[ZE O|L{O &t2E 5= QoM CSFOA Ab
CHe Aol EXHE HES = USLICE BXF U = MED Hwst7| s B M2 U=

SN A0 ES YXSHO[HEHO| Ot =2 E0|F 0= HAE Apd2 2f CSF(cerebrospinal
fluid-=| & =W)LHO| M SItE tau X2 T YLICL (AROl= CHYSH SHA oligomer 7t O &

AB42 & 7t =/40] U3). A= 7|0 SHES0A ARFXI7F 2 AD(Alzheimer Disease)@HAt ME
5702 ABX|7F =2 CHET 2HAF ¥E 5718 =H|of 2 =0t LhEELUCHL 4 d ME 2

X ASHS "HI*HOF gLCE 25 78 245 dY © EQAM] 4C 222 OfF2 O

HY FH ZHg A Z=H| A7 a8 Azt
IX M etz F=H| AKX =X 5=
S F=H| o A1 F:L A 58
REI 1 X g ZH| Ao Mg 1 F:L A 58
ELISA =¥ 2 X} g4 FE| HY st& A 58
ABTS Z=H| Ao A1 A 58
Aot 2F E S e By Q= | 302
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1X ELISA M| 2t5%(Wash Buffer) £H|

1. 10X ELISA M& gtEl(p)
H7|gLCH

i

BE TFF 525mL °F A2 F "X wash buffer'2

2. Zt Z=Orck 22 H|AHE LHEF1 07|10 55mL ¥ @2 = “Wash Buffer"2 ®E7|gL|Ct,

lok

| 2H= M (Dilution Buffer) =H|

10 7o RIMEZ|7] 5EE0| ELISA Dilution Buffer(B) TmL %! =1 “Dilution Buffer"2t1
s E=ill ] g

CH=Zat AD(®Z3sto| E'E) Xt

]
M

1. ELISA Dilution Buffer(RE B) 7mLE 15mL ZLIZEE0| A4 EH&LICH "Antigen”0[2t1
H7|gLC}

2. 1 HojM Bz 3Ié ets %OM 0.5mL & Antigen(C) HtO|2Ho| E&LICt mBIE E=

3. H 42 antigen 2FE CiA| 15mL ZLZFEO E&LC]
4. 10712 |MEE|7| FEO| Antigen 120uL % 1 “Antigen"2 2 B 7|2 L|CL

5 £ CHE 10 7He| Y{MEzZ|7| FHO| Antigen 175uL % E31 “Positive Control’2
#7|gLCH

6. £ CHE 10 7io |MEE|7| 5EE0| Dilution Buffer(RE B)E 175uL % 1 “Negative
Control"2 ®7|gtL|C},

Q IFYoM e FH2 100pg/mL sE0|0 Xt MES DHET|RISH S|Asfor gLt
AdEe27| FEO| =X BHizE HA[SID Dilution Buffer(B)2t &@E ALEs EAIE HMES
FHIRLICEL Of &AE2 M2 A" AFAY SHE &= ASHCL

* O BMQ A82 MSHQ SHOZEH AFGEO{0F 5o Halt EDVOTEK, Inc. o Y&LIck



7. Y9 A BX ME@EIRF 1, BXF 2, BXF 3, BX 4)2 TS| ol FMEE|7| FEO

Table2 & FZof SMPLICE Zf FEO= 20 3 =0 Oist S8 WE0| SOUASLICL
A

SHE AW BYYSAL HEA FE MeUc
8. Ztztel ¥4 X0l Ceh 3 Mol ANET| FHol EIIELCL 2t MFo 1750 M

9. 29| 24 AD %xr MBS, 6,7, 8, 92 EHISH7| 2ok 2742] AuEE|7| Fof %
L=

29 EXAHE X1 Dilution Buffer(B) 175uL X @& L|C}

Zb =0Otct 1 7H9] Yd(positive), 1 7H2] Sd(negative) At ME, 2|10 X4 2719| Xt MEES
2222 Lt FoF gL Ch

2 XNEotAL 2 S E =295ty ¥d ® 29 HE0l o

o=
[=]
AL

o &xt ME0 7teel of
|

o

SO =HIEIEE & & 2

Table 2: Dilutions of Patient Samples
Patient # Dilution Antigen () Concentration ler;r;lze;t?f
Buffer (B) (175 pL/tube)

Patient 1 300 pL 300 pL 50 pg/mL 3

Patient 2 525 L 75 pL 12.5 pg/mL 3
Positive .

Patient 3 580 pL 20 L 3.33 pg/mL 3

Patient 4 590 L 10 pL 1.66 pg/mL 3

Patient 5 400 pL p.

Patient 6 400 pL 2
Negative Patient 7 400 pL 2

Patient 8 400 pL 2

Patient 9 400 pL 2

1 X} &#H|(Primary Antibody) =H]|

1. ELISA 3|A 2t=MB) 14mLE 15mL AL|ZAEE0| Y1 "1°AB"2t1 BE7|EHL|C|.

* O BMQ A82 MSHQ SHOZEH AFGEO{0F 5o Halt EDVOTEK, Inc. o Y&LIck



Primary Antibody(D) 32 Z=AAEA HA
e |

ZO{LHO| Primary Antibody

2 1]

MAME Primary Antibody 255 1 ¥ b

Mot

1074e] AL FHo| "1°AB'E BI|3 S 2 Fu

2 X} &H|(Secondary Antibody) Z|A

1.

ELISA Dilution Buffer(B) 14mL & 15mL ZL|Z FE20| E&LICt "2°AB"2t1 &E7|8LCt.

ol

BtL|Ct “1°AB"

Secondary Antibody(E) FE2 ZoAEA MAHELICH "2°AB
4

ZHO{LHO| Secondary Antibody 0 211 FZEZ 2

XM=l Secondary Antibody ZFE 1 H It

Mot

10742 YaEaY| EEO AR EI|S 3 2t Bo

TMB 7|&(TMB Substrate) =H|

1.3mL TMB Substrate(F)E 10 742| &

x| (Stop Solution) =H|

bl
A

N

1

*x O M2 ME2 1

=

1.3mL Stop Solution(G)E 10 72| &

g Zotorg MYE

12-well strip tubes

Wash Buffer H|7{ (55 mL)
Tube Dilution Buffer (1 mL)
Tube Antigen (120 pL)

Tube Positive Control (175 pL)

Tube Negative Control (175 pL)

= H =9 AELCH
15mL ZLZEE 25
of 1.3mL*% E&LCH

=1

ILZEFTEOA 0.5mL

ot

i

'Igr O”kl OSmL =

MEZ|7| REHO| B2 “Stop'Z E7|BfL|CH

MEZ|7| EE0| 21 "Substrate"2 E7|2L|C}.

S=ol 2Xo=0t ALRE|0{of 30 W2/ EDVOTEK, Inc. of A&Lich



1 Tube first patient sample (175 pL)

1 Tube second patient sample (175 pL)
1 Tube Primary Antibody (1.3 mL)

1 Tube Secondary antibody (1.3 mL)

1 Tube Substrate (1.3 mL)

1 Tube Stop Solution (1.3 mL)

1 o =l

1 HEy = HA
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1. 1. 3 4. S. 6. 1 8. 9.

LABEL the ADD 50 pL ADD 100 pL PIPET 50 pL MIX by PIPET 50 pL CONTINUE REMOVE FILL in
strip tubes. Dilution buffer Antigen from pipeting from well 2 serial dilution 50 pL from antigen
to wells 2-12. to well 1. well 1to 2. up/down 5X. to 3. MIX. for each well. well 12. concentrations
for each well in
12 2 12 <y Table A.

-
N
w

=)
~
N
N ® w9 o aN

i j}
9 89869

2

©
~
o

IO

- N W e Vo N e
]

N W E WV O e
w & n

14 2
13 1 (1

EFE ZM(Standard Curve) =H|

1. 12-well AEZ EH 2 J|E gh&LICE B0 WESH 2oz ot AERINE 1-12, CIE
2EZ0E= 13-24 XHE 73"%'—“4. 1-12 €2 “Standard Curve Strip” 13-24 €2 “Patient
Sample Strip’0| E O|FULICE X2 13-24H AEZQ| ¥g 3t Z0| £Of FLC

2. Dilution Buffer 50uL # 2-12 1 20| 20{FL|Ct

3. 100uL @2 #1 & 2o E&L(CE O] EAH2 100pg/mL e s=2 HIELICHL

4, #1H YoM 50uL E #2H HW=ZE FULCH

5 mugloz MEO| & MO|=E TLICt

6. Z2 HmIEIS Aol #2H oM 50uLE #3H 22 27 = muHEoz & MELICHL

7. 2 4ot 9ot 22 wioz sMIEE #12 H ENtX|

0%
o
-
o

8. #12H 2N ZME=l 2 50uL £ WHLY H 2IL|CL

OtMSH ZAZE AEEZ kHEL|CL Of2 Table A O] 3|A(1:2, 1:4..)1F &&

Table A: Dilutions and Concentrations
Well # 1 2 3 4 5 6

Dilution

Concentration | 100 pg/mL
Well # 7 8 9 10 1 12

Dilution

Concentration

*x O] 2M2| A82 usHQl FHo =T AEE|0{0F ot #2|= EDVOTEK, Inc. o A LICH.



10. 11. 12. 13. 14. 1S. l6.
RETRIEVE ADD 50 pL ADD 50 pL ADD 50 pL ADD 50 pL INCUBATE INVERT
Control & 2 Patient  Positive Control ~ Negative Control first Patient sample second Patient Sample for 5 min. onto paper
Samples. to wells 13-15. to wells 16-18. to wells 19-21. to wells 22-24. towels
and TAP.
R.E(OR[) 2
ot > 17,
testing in 22
TABLE . 21 AP '6:0.0°0.0.0.00 0000
20 to each well.
19
18
& 1e.
16
i IFtJVERT
i T
13 and TAP.
WY Ry Ry 19, e
CH=Z (Control)t EX} ME 2T
10. 8=, Sdt=w, 2702 2At ME S 7HX| 1 Table B 20| A} IS E XHGL|Ct
11. OfO|AZ OB o= AN CHZEZ(Positive Sample) 50uL X 13-15 H o E&L|CH
12. 2 = (Negative Sample) 50uL X 16-18 t of| L&L|ct,
13. & HM At MES souL X 19-21 ' Hof E&Lct
14, & HHRY SXt HES 50uL M 22-24 H Ao FHLICH
15. 9 & WO BE 28 2EEE 420 527+ BiYeLch
O 8=t ME oto| CheE 2 2ol St~ #H| 24 LG
ME HHet & MH
16. 2EE2 WO[HEE Q[of FT 7HEA FE HES MA”LICL
17. M A 25 H(Wash Buffer)& 2+ OtCE 200uL A XS LICE (FXIX| %A Fo|ghL|ct)
18. 16 H Y E CHA| BHESfL|CY,
19. MA 18-S CfAl st Mol ErEo| ~EEE FESUCH
NEtsHe EZtAEE EAF|7] et K SHEE(blocking compound)g  7HA| L
A7|0f| BHA| 2ot kit HAE dHE = JASUHCL
* 0 2Ao| AgS DRHO SO ABE|0{oF 50 Halt EDVOTEK, Inc. Of UBLICH



20. Z1. 22. 13. 24. 25. 126 2. 28.

ADD 50 pL INCUBATE INVERT ADD 50 pL INCUBATE INVERT ADD 50 pL INCUBATE ADD 50 pL
PRIMARY Antibody for 5 min. onto paper  SECONDARY Antibody  for 5 min. onto paper TMB Substrate for 2-5 min. Stop Solution

to each well. towels to each well. towels to each well. to each well.

and TAP. and TAP.
WASH WASH
wells twice. wells twice.
Replace Replace Replace Tap strip
Tip/ Tip/ Tip/ to MIX.
1XF A 2 AF A FHIt

20. M22 OHES ARSSH 1A+ A 1°AB 50uL ™ 2 o &Lt

21. 5 27t 4200 Hi¥ZLCH O] Mf 1A &X= Ho| 1¥E 2 &R ALt

22. M|o|m ERHO| FEO MES MALLICE 16-19 ¥ nHEE vt=s] A2 MAETL|CL

23. M22 THES A8 2 Xt &N 2°AB 50uL ™ 2+ Hoi| 5Lt

24. 5 27t 4200 H{YZLCE O] f 2 Xt 2Al= o 1 Xt A ZeLch

25. H|o|m ERHO| FEO MES MALLICE 16-19 ¥ nHYE vt=s] A2 MAETL|CL

7| & (Substrate) F7}
26 M22 HHEZS ArE3l 7|22 50uL ™ 2 2o E5LCL
27. §20(M 2-5 & HLHLICE SE7F 71 &2 oM A HlIL § o] YOILIX| &g
[h7bR| HH FetL T,
% 71Eel A1 SEOIME B2 $hSo| E3HE & Uvlol Hrh 10 B8 WYX RES
FOolgfL|Ct.
28. M{IZ22 L|HES At HX|U(Stop solution) 50uL ¥ 2 Yo E31 F M&L|ct
29. HIE C}E& BE II: ELISA 2Mo 2 Ho{ZLCtL

*x O 2Me AH82 WS

X o|

5ol 2xozqt A

2|00 St #E2|&= EDVOTEK, Inc. O Ql&L|Ct.



Hn:. AEQ REHE M Fo|L} 2lo|E glAO SHESH MAHo| ~EEL|CE
2. HEEZM(Standard Curve) AEZES #EX8| CH=F Xt AD A} ME9
AArgtL|Ct 23S Table B Off 7| &L Ct

Table B: Identification of Patient Samples
Well # 13

Sample Po

14 15 16 17
sitive Control

18

Negative Control

Concentration
Well # 19
Patient Sample #

20 21 22 23 24

Concentration

Diagnosis

Table C: Concentration of Patient Samples
Group # | Patient Sample #

Concentration Group # | Patient Sample # Concentration
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