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ELISA (Enzyme Linked Immunosorbent assay)
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1. ELISAS| &

direct method= a0 HFS 3= Shi|

o
a) gEe & 58 b) Ao Ciet X A7t 278, o R0l 2+E

2) Indirect ELISA

ST ZUSHE M A% EH, primary antibody)of £ B4t 91T, 1 BHSH HEsE BH K
H|, secondary antibody)df ZEATI ATL|0 Us EMUIH QAHIXM O Z isotypelf| CHSH S MO &ATt

=
Aot=l HEf (enzyme conjugated anti-isotype antibody, O|& =0{ alkaline phosphatase conjugated

. B-B205, Woolimlions Valley II, 146—-8 Sangdaewon-dong, Jungwon—-gu, Seongnam-si,
o o = Al Gyeonggi—do, Korea 462-120
CHOIH}O].2 FAISIA} www.dynebio.co.kr / dyne@dynebio.co.kr / Tel : +82-2-571-1305

DYNEg:



anti-mouse IgG £)02 TOjE|n A0, AHAO| OB AXIEKO| F (sotype)of e HAHE
HE TS0 ARSI =Ct
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4) Competitive ELISA (Z¥H dZH), gHe Y. BEo o
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o #& =40 ofsf OIX| Alz £0f ZatEl SRS S + Atk Y 2o mat S Xtg
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a) g9 &= 5 b) BEA L0l 27E, o SA--E0/H M7 2+ E, d) SH F=50 Mt

(a) Indirect ELISA
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Antigen- Add specific Add enzyme- Add substrate (S)
coated well antibody to be conjugated and measure
measured secondary color
(b) Sandwich ELISA antibody
—> —> —> VEAS
wash wash wash S
Antibody- Add antigen Add enzyme- Add substrate
coated well to be measured conjugated and measure
secondary antibody color

(c) Competitive ELISA

;\nﬂfubat\\ri wash 3 wash @
antibody with A C

antigen to be Add Ag-Ab Add enzyme- Add substrate
measured mixture to conjugated and measure
antigen-coated well secondary color
antibody

Fig. 1. ELISAC| SE&.
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competitive assay sandwich assay
'

exact

i
e oxact s L
measuring range

measuring range

label signal in the bound fraction
fabel signal in the bound fraction

antigen concentration antigen concentration
Fig. 2. ZME, MEQIX| HYol MYNQ EEZM. FUH FYHoIME HAY 527} 7k
2t B#X| M7t ofiX|= HHEH MELX] YA 2 5= S7H0f wat M7t SIHetet

2. 3% (coating), &= (blocking), M|H(washing)

1) g
o - o o o .
ELISAS| XA BiRj tHAl= &N 2 &S AMJ0 2eAl7l= '2E (coating)'0|2t= 1HHO|CE CHAM 2
96-well microtiter Z&0|E7F 1A A MEZ O|EECH AL &9 SAt (adsorption)0| LEtMOl A
Y L-OICE Z2|AE[H XHE Q| microtiter Z2|0|E= FHo| THEYAO[ & SAGHL). O|2{gh CHd A
= o A . .
g2 2ad Z2Yo|H tFE2 820 PBS (pH 74)L} sodium carbonate 265 &% (pH 9.6)2 &OH=
AL BIC}H (Table 1).
= o .
Table 1. &, 22, MHS It &Y
Intended use Description Configuration
Coating PBS, pH 7.4 NaCi 804g
KH,PO, 0.24g
NazHPO, 149
Kl 0.2g
Coating Na-Carbonate buffer, pH 8.6 H20 dest ad 1,000 ml
Na,C04 1649
NaHCO 249
Coating 0.1 M Na-Carbonate, pH 9.6 H20 dest. ad 1,000 ml
NaHCO4 849
H-0 dest. ad 1,000 ml
Washing PBS/Tween 20 (0.05%), pH 7.4 Tween 20 0.5ml
PBS ad 1,000 ml
Washing Saline/Twaen 20 (0.1%), pH 7.4 NaCl 9.0g¢
Tween 20 1.0ml
HzO dest. ad 1,000 ml
Blocking PBS/BSA (2%), pH 7.4 BSA 20 g
PBS ad 1,000 ml
Blocking PBS/Casein (0.1%), pH 7.4 Casein 1.0g
PBS ad 1,000 ml
Blocking PBS/low fat milk powder (2%), pH 7.4 Milk powder' 20g
PBS ad 1,000 ml

IMilk powder(£8)= [HESH PBSO|| & &=Lt
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Ue 27 (milk powder)O|C}t. 10 mM PBS - 0.5-5% BSAZI ™

A
e

0|2 ZICt. Tween 20, Nonidet P-40, Triton X-1001} Zt2 H|O|24 M|
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3) X

ol

HOICE MH EHAO|M PBS, saline, PBS-A|A,

PBS/0.05% Tween 200|LC} (Table 1).
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phosphatase (AP), Escherichia coli2 2B &3t B-galactosidase, Aspergillus niger BB FZ3t glucose
o
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Table 2. ELISAO]| O|2&|= 542 7|&

g4 XX pH 7|1 49| FA-HX| 1gGo|
4= Aot d4= Hlet
[mol/1] [ng/ml]
Horseradish peroxidase 5-7 H,O,/ABTS (¢) 1013 16.0
H,0,/0PD (c) 104 20
H,0,/TMB (c) 2 x 10715 03
H,0,/HPPA (f) 10 03
Alkaline phosphatase 9-10 PNPP (c) 2 x 10713 43.0
MUP (f) 105 0.5
B-galactosidase 6-8 oNPG (c) 2 x 10713 350.0
MUG (f) 5x 10716 1.0
Glucose oxidase 4-7 Coupled reaction with peroxidase; addition of

glucose, peroxidase, and substrate for the

peroxidase

(c); chromogenic substrate, (f); fluorimetric-detectable substrate, ABTS; 2,2-Azino-di(3-ethylbenzthiazolin)-6-sultanate, HPPA; 3-(p-
hydroxyphenyl) propionic acid, MUG; 4-methylumbelliferyl-B-D-galactopyranoside, MUP; 4-methylumbelliferyl phosphate, oNPG; o-

nitrophenyl-B-D-galactopyranoside, oPD; o-phenylenediamine, pNPP; p-nitrophenyl phosphate, TMB; 3,3',5,5'-tetramethylbenzidine.

A SMHE = MEGL (colorimetric-), @& (fluorimetric-) 222 22t (luminometric-) &M 7|20 9
of d=2 &+ ALk MHESIE Hol= 7|20 E2| 0|8&[ Chgut &2 FFO| Atk @ BH3S HFO
T MZS s 2T LHE0| 3 A2t S HEF oz RAE = ULk @ MY 1Y T, microtiter &
HO[EE WEA AldFez ZXY = UCh @ HUFe=z UM FEAZ HEAN ME8 5TE =
UCL d& 8 HF-d=d 7|2E 0|85t ZHFoIH UHEE OfEf 2-108) S7IAZ = UX|T 5
H[ZF B Z[F 9SS0 2| ARRtRICE d2u FEY = As AR Moo UAe B0 &
E-dEd 7|22 O|8StH HE Al A &Y ROE AAAZ = A7 WEO| F83ICH HE 2-201XM
ELISA O|8&|= 242t 7|2S LIEtLHD QUCH Tref RIZ =7 £35] S0 YERO[2tH 4= HRP 7|
A2 dE-4d5d 7|2 HPPA =2 MHg-AFY 7|EQl TMBE 0|8¢ £+ UCt
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4. ELISA &

Fig. 301 FHHel MEIX| ELISASH ZWN ELSA W#S Blmolol SASSIYCL MAIE 83 Azt

S MHMUN UHNOR SYE WOk

== o S o
| HZTOHAM SN =2 20 M 2 A2 HETOHAM S X2 42HM 2 A2
1 I HH A 2 HEH A 1
222 =232
H2OHAM 12 A2t SSOUA 12 A2t

1 M HHZ 23] N MEHHZ 23 M l
EEZRANE D NS WHS: [ e . - o
WEDHAM RN == SSHA 2-4 A2 SN X =B RN =R IEE:
UZDHM BN F2 H2HM 2-4 A2

MEHEHZ 43 A4S l

2= QUS| BE:
UTDUA LN S H200M 24 A | D

1 MEHHZ 431 HIH

0% Oj2
— FICHRIR 2 2
J1E2A SEM [M2H5-30 =
2SS 0185HH
308 0ja O IERHA 53
JICk2IA

Fig. 3. MEQ|X| ELISAQ} ZZX ELISA HHo| Cist DAL,

-

MYt pHol SHASSAUMS| JIT HIIE AIREC. 22 B0 g MY pHY
71Rg Table 20| LIERIQICE B4 g

xy
S BUj7| g HX| 8AUS M} (Table 3).

Table 3. ELISAO]| O|2&|= 542 7|&

7| Y 8 =3 0%

ABTS 1M citric acid + 0.05% NaN3 405 nm

oPO 2.5M H,SO, 490 nm

TMB 2.0M H,SO, 370 nm (without stop solution)
450 nm (after addition of H,SO,)

pNPP 3M NaOH 405 nm

oNPG 1M Na,CO; 405nm

ABTS; 2,2-Azino-di(3-ethylbenzthiazolin)-6-sultanate, oNPG; o-nitrophenyl-B-D-galactopyranoside, oPD; o-phenylenediamine, pNPP;

p-nitrophenyl phosphate, TMB; 3,3',5,5'-tetramethylbenzidine.
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HAETH XHOM B3 S FXAZ = 34-7[F g3 MAES Mot MM FFHoCH

o
Table 40{| A= ELISAY O Of7|X| Xot EX7F 2USIAS I =557 g Y-S st Uct

Table 4. ELISA A& 2| 2AHA| of ZxH

=Hl s ZHEY olF e
=2 0[HE =5 MYz oot 712 899 O MHSHAHL OHE MA bufferg 0|8
29 7| EEo| Mol glojXoF g MER &Y 0|8

sS4 g 2523 84 24 ¥YBS O BN
2580 227 Ct2 22 Al%S 08
Avidin B4 Hitee oy o Aviding CH2 mOl0| &7 H|S0|Moz ZEsioz Ao 15
Hot2o| HEOo|®Ql At 202 HIZA|ZFES X ASISALL streptavidin-ga HIES
o1&
MZIF AL oot Mz =EE2% A A bufferlf AL ) =& St
Ct2 ZE buffer 0|&
24 sl A 3M g2 RE
HIS Al &4 Ko7 =& NaNs;= horseradish peroxidaseE Xsfet. CH2E E48 0|8
StALE XMoix Sle AlZ buffers 0|8%t
23 BEE 3H U SY @S N0l 4R BE BS AlZE 57
Nzl CHEZditat AN2E 8 A2 DE HE MNE ARE 29 40E
Microtiter plate7t H2{& TS plateE 0|2
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