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A 10X ELISA Wash Buffer 10X ELISA M| % H T

B ELISA Dilution Buffer S|4 B

C  Antigen (lyophilized) sAUxEH |fE ¢

D  Primary Antibody (lyophilized) SAUZE S-7H A
E Secondary Antibody (lyophilized) SAUZE 2X 2|

F TMB Substrate T™B 7| &

G Stop Solution SIS

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

1.5mL Snap-top microcentrifuge tubes

ofo|A2 mTl (5-50ul), I El

H|7 = S2tA3

S5 HA, 2218 FY, 13, 4HE Elx
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S2H oligomer 7t O|F & Ap42 & 7t =40 /UI). D70 SHES0AH Ap=AI7t B2
AD(Alzheimer Disease)2tAt ME 5 7HQt ARFA[7F =& Uix= A ME 5 HE FH|s{ 2
ZOoh LR ELCH A © ME 2N 2 2AF5US FH[SHoF gLCHL 25 74 /4= Y T
HQAMK| 4°C 2E29| OF2 ZOj|AM Eztsjof gLt
HY FH| THE A TH| AlZH a8 At
X M& 2zl FH] AXEA| =
o FH| Ao A 1FY A 5%
2E| 1 X 2H FH] Zof M 13 A 58
ELISA =& 2 X} 2N F=H| MY 57 M 58
ABTS =H| ZOf A 1Y © 58
N[ Hof MY 1F:¢ 30 &

1X ELISA M|A 2t&5M(Wash Buffer) EH|

0

1. 10X ELISA NH 2bZHAE 25 ITFF 525mL & 42 = “1X wash buffer’2
H7|gL|C},

2. 2t RO &S HZE LIHZED 0f7]0) 55mL% 9 = "Wash Buffer’2 E7|8HLICH,

3| b= M (Djlution Buffer) Z=H|

10 7He| AMEZ|7| FE0| ELISA Dilution Buffer() TmL ® T 11 “Dilution Buffer"2t2
&L o}

CHEZaF AD(¥Xsl0|H ZH) 2HX} M

[
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1. ELISA Dilution Buffer(52 B) 7mLE 15mL ZLIZFE0N &7 E&LICt "Antigen”O|2t1
H 7|2t

* O 2| AHgS WEHQl SHO=Dt ALGE|0{OF S0 M2l EDVOTEK, Inc. Of Y& LIC



2. 1 HOA DHE M 2ZMO|M 0.5mL £ Antigen(C) BFO|®of E&L|Ct TTE E&
=ZHAE 0|88 B A& LT
3. XMFdet antigen 255 CHA| 15mL 2HZFEO| &L T

4. 10719 MEZ|7] FE0| Antigen 120uL % Et11 “Antigen"S 2 H7|grL|CH

5. I CHE 10 7Hel |IME27] FE20| Antigen 175uL # =11 “Positive Control’2
7|t}
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6. EE CHE 10 7He |Id&E2|7] FEO| Dilution Buffer(FE B)E 175uL ¥ T “Negative
Control"2 H®7|gtL|LC}

X ==3trehydration) 20| &8 AE(stock)2 100ug/mL 240 T X} MEMHA| 5As|of
o

shL|ch AAMEZ|7] §E20| 2X} S E HEA|SID Dilution Buffer(B)2t & stock 2 At
HAIE MEZ THIELCH O] 2HAHE9| A2 Ad AFA0 3/ &= ASLICH

dd 2txtof sk 3 iel RY=EEl7l REO ®7gLnh Zh MEQ 175uL A

i |
7o 5Lk

©
ko
Io

=3 AD 2tit ¥ME(BHAtS, 6, 7, 8, 99 EHIoH| ?loi 2712 AdEE7] FEO &
M

24 XS X1 Dilution Buffer(B) 175uL % L& L|Ct,

Zb Z=0tcH 1 709 ¥ (positive), 1 712 S (negative) EHAL

d ME, Jol1 A 2749 BA MBS
SRQI2 LiwFoF BHLICh
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Table 2: Dilutions of Patient Samples

Patient # D‘;?l:ii%f“ An‘t{iogl;alc:f{q Concii:tarlation N:"n;'tzjeortgf
Buffer (B) (175 pL/tube)

Patient 1 300 L 300 pL 50 pg/mL 3
Patient 2 525 pL 75 pL 12.5 pg/mL 3

Positive .
Patient 3 580 pL 20 pL 3.33 pg/mL 3
Patient 4 590 pL 10 pL 1.66 pg/mL 3
Patient 5 400 pL - - 2
Patient 6 400 pL - - 2

Negative Patient 7 400 L - - 2
Patient 8 400 pL - -- 2
Patient 9 400 pL - -- 2

1 Xt &H|(Primary Antibody) &H]|
1. ELISA 3| t=HB) 14mLE 15mL ZHZSE0| Y3 "1°AB"2t1 E7|ELCt

2. Primary Antibody(D)
HO{LHO] Primary Antibody Of €1

3. XM+dE Primary Antibody Z5

& LIC.

'I'II:I

4. 10749 |MZEEZ|7] FEO| "1°AB"E H7|ot = 2t FE

CLC 7,
Fds =4
Hh

2 X} gH|(Secondary Antibody) |4

1. ELISA Dilution Buffer(B) 14mL & 15mL =

2. Secondary Antibody(E) = s
HO{LHO| Secondary Antibody Of &

3. MTMEl Secondary Antibody 2%

M |_| |:|..

hap=]
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ILZREMM 0.5mL

gC A-|¢|_| |:|..

IEO| 15mL LZAEEN 2E g7 T

O 1.3mL % E&LCh

1 8 IPH9| 15mL ZLAS

Lz S=o| @&Lct "2°AB2tn E7|L|C}
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4. 10712 EdZ27] FEO "2°AB'Z ®#7[ot = Zt REO| 13mL Y FHSLICH

TMB 7|Z(TMB Substrate) Z=H|

e 13mL TMB Substrate(F)E 10 7H2| |MEZ|7| FEO| B "Substrate"2 H7|gfL|CL.

HX| M (Stop Solution) =H|

« 1.3mL Stop Solution(G)E 10712 |AME2[7| FEO B "Stop'2 2 H7|SL|C
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Each Lab Group Should Receive:

12-well strip tubes

Beaker of Wash Buffer (55 mL)
Tube Dilution Buffer (1 mL)

Tube Antigen (120 pL)

Tube Positive Control (175 pL)
Tube Negative Control (175 pL)
Tube first patient sample (175 pL)
Tube second patient sample (175 pL)
Tube Primary Antibody (1.3 mL)
Tube Secondary antibody (1.3 mL)
Tube Substrate (1.3 mL)

Tube Stop Solution (1.3 mL)
Transfer pipet

Empty beaker for waste

e T S T T N Y A Y N S N |
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1. L. 2 4, B 6. 1 8. 9,
LABEL the ADD 30 pl ADD 100 pl PIPET 50 pL MIX by PIPET 50 gl CONTINUE REMOVE FILL in
strip Db, Dilution buffer Antigen from pipeling from well 2 weriad dilution 0 L. from antigen

to wells 212 towell 1, well 112 2. wp/down 5X. o3 MIX Far each well. well 12. concenirations
& for each well in
12 M 12 & 12 . Table A.
L1 i} 11 C'-' T
111 g 1] I::..- 10
9 N 9 (»- 9
L3 r ] & (:- L
7 19 I I;* 7
& 18 & 'f' [
5 i7 5 C 5
[ 16 4 4
| 1% 1 P 'l 1
. 14 1 F -1
1 13 1 Wt
HE ZM(Standard Curve) =H|

12-well 2E8 FE 2745 ZSLCL £0] #ESH HYHC 2 oF AEG0E 1-12, CHE
2EZ0= 13-24 =AHE HELLCE 1-12 22 “Standard Curve Strip” 1
Sample Strip"0| & O|FYLICE X|F2 13-24 H AEZO AZ o FO0| 50t EL|Ct

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

100uL SRS #1 9 2o E&5LCE O] & 100pg/mL el =2 NI LICh

#1 9 oM souL E #2 ¥ A= FULCH

ooigecz MEO & HO=F gL

22 OEHES Ar8 #2H oA 50uLE #3H YZE F71 F OHECZ F ASLCH

Zf Eoich 9ot 22 Yoz Murgs #12 #H LK gt ch

#12 Ao B|MEl el souL S L) HZILICH
WHR| e QMNP HAR AELS HHELICH OFf Table A0 3412, 1:4..)0t 2
SEL/mLE 7|8t Ct

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

Dilution ===

Concentration | 100 pg/mlL
Well # 7 8 9 10 11 12
Dilution

Concentration
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10. 11. 12. 13. 14. 16. 16.

RETRIEVE ADD S0 pl ADD 50 pL AL 50 pL ADD 'S0 pL NCUEATE INVERT
Control & I Patient  Positive Contred  Megathve Control  First Patiend sample  second Patient Sample for & min. ol pagser
Samples. o el 13-15. o veells 16-18. fo welli 19-11 b weells 23-24, Iwrl:.

RECORD

the patien members

your groug will be
testing in
TABLE B

ADD
YT 80 8 00000 0.0.08]

o each well.

18

INVERT
ity pager
towals e —

13 and TAF
Replace Replace Replace Replace
T:p/ T:p/ Ti,:/ T,p/ 19. REPEAT wash steps 17 & 18,

CH =2 (Control)3} EHX} A

15

29
10. YFHET, SEUEZ, 2 70| At MES 7HA|L Table B HO| &4t M= & MEL|CL
11. OO|2AZL|Ho 2 A4 CHZ(Positive Sample) 50uL % 13-15 #H o E&L|Ct

12. 84 =T (Negative Sample) 50uL % 16-18 H 2o E&L|Ct

13. A =R =Xt MES s0uL M 19-21 =H Yol D&LCH

14. & SR Xt MES 50uL M 22-24 H Yo E&LIC

15. 91 IFYOM #E 59 2EES 220AM 5228 BiL(C

ME HHet & MH
16. 2EES HO|mErE Q0] R JHEHA FE2 YES MAYLCL
17. A& 2t5 W (Wash Buffer)S 2t OICEH 200uL A S LI (HXIX| A Fo|gtL|Ct)
18. 16 # UPE L E CHA| BtEgtL|Ct

19. A 2HgS CHA| Tlstn HolH EfEo| ~E-S FESLICH

MEBUS BRpASZ EMER DIEE XD HIDRCS JHXD UY|o| FAA B
227 o2 A4 + YsLc
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20. 21. 21. 23, 24, 25. 126, 27. 18,

ADD 50 pL INCUBATE INVERT ADD 50 gL INCUBATE HVERT ADD 50 pL NCUBATE ADD 50 pL

PRIMARY Antibody for 5 min, onte paper  SECONDARY Antibody  for 5 min. onli paper TME Substrate fiar 2-5 min. Stop Sohation
o each well. tawels to each well, towels o each well, to each well.
and TAP, and TAP.

WASH WASH
wells bwice. wells twice.

Replace Replace Replace Tap strip
Tlp/ T.p/ Tip/ to MIX.

Xt SHQF 2 XF M| Mt
20. M2 TTEZ AtESH 1 X 2A| 1°AB 50uL & 28 &lof E&L(CH

21. 52t 4200 B C of W 1 X &M= Hol 1¥E 2= SR 2L

Hr

22. Ho|y EFRO| FHEO MES MAHTLICE 16-19 H IHE 2] &S MATHL CL
23. ME2 mTIEZ AMESH 2 X 2| 2°AB 50uL ¥ Zf o E&L|CH
24. 5 27 A20|AM BHLSLICE O] Of 2 Xt M= 2o 1 At 2Nt AgtetL|Ct.

25. HojH EtEo| FEO MES MAYLICE 16-19 1 1Y S Hh=of 2S MALICL

7| & (Substrate) F7}
26. 22 mHES A8 7|ES s0uL ™ Z &lof| E&LCf

27. §20M 2-5 & HILLICE s=7F 7HE &2 oM A Biglt O oy YO|LtX| fbs
[H7ER| BH &FefL LY.

X 71el D SEME B4 wg0| Z3tE £ YJlol Hrh 10 22 YIIX
zo|gtct.

0

28. M22 IHE S A8l HX| A (Stop solution) 50uL % ZH o @1 & A&L|CH

r

29. HIZ C}2 BE |I: ELISA Moz dojzfLC}
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Table B: Identification of Patient Samples

Well # 13 14 15 16 17 18

Sample Positive Control Negative Control
Concentration

Well # 19 20 21 22 23 24

Patient Sample #

Concentration

Diagnosis

Table C: Concentration of Patient Samples

Group # | Patient Sample # Concentration Group # | Patient Sample # Concentration
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