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ELISA B&#RiR
Micro ELISA Plate

EFRER

Reference Standard

IRAEEYRILIR(100x)
Concentrated Biotinylated
Detection Ab(100x)

iR4E HRP BELEEY(100x)
Concentrated HRP
Conjugate(100x)
tnEmIERERER
Reference Standard & Sample
Diluent

EMRICABTRRR
Biotinylated Detection Ab Diluent
BESYIHRER

HRP Conjugate Diluent
IRAEFRK (25%)
Concentrated Wash Buffer (25x)
JEYDIATR(TMB)

Substrate Reagent
R

Stop Solution

HIRE R

Plate Sealer

FRitEH

Manual

FEIIRE

Certificate of Analysis

96T: 8 FLx12 £

48T: 8 FLx6 &

24T: 8 Fx3 &

96T+5: 5 96T BEFRIR

96T: 2 X
N 20CTEHEER
: H(121AR)

96T: 13X 120uL
48T/24T: 13 60uL
96T+5: 5 3 120uL
96T: 13X 120uL
48T/24T: 13 60pL
96T+5: 53X 120uL

96T/48T/24T: 1#k 20mL
96T+5: 53R 20mL

96T/48T/24T: 1#k 14mL
96T+5: 53R 14mL
96T/48T/24T: 13k 14mL
96T+5: 5#R 14mL
96T/48T/24T: 1#R 30mL
96T+5: 53k 30mL
96T/48T/24T: 13k 10mL
96T+5: 5K 10mL
96T/48T/24T: 1#R 10mL
96T+5: 53R 10mL
96T/48T/24T: 53k
96T+5: 253K

1

2-8CAFHEEN
HO21MA)

14

WEA: IRAEHRPEGLS S Y(100x) FIEANIER (TMB) IS RTZ .
FrE I R AR AEE LA LE Z R AR D53,
HFVARFRIASIR & SRR B 0 e AR IHARITE D R R LARE £
IRBBRARTRTE S — L, TETE(EFIRT E AN AR B A .
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1. BEFRIX (450 nmiF<IE Y H)

2. SRERKSE, EPER—IRIMERKL: 0.5-10pL, 2-20pL, 20-200pL, 200-
1000pL

3.37°C (58

4, WEKFEBFK

5. IRIK 4R

6. IN#EHE

HRBESE

1. M 2M#RTEEMEVNSE2-8C 3K /5T 2-8C1000xgE 205
i, B EERNEIAR,

2. MR MBI HEZEREDTA-Na,, #mRER3055AF2-8C, 1000xg
BO59, BX_ESERNTIIEN,

3. 4AASER: ATUSHIPBS (0.01M, pH=7.4) 1A R , KIRZBMR, FRE
IEYSLRLR B, S BIRRAAA R SXSRATRAIPBS (—ARIR 1: O E = RFRLL,
EbinT gR94RARRE R IT MO mLAPBS, EMMATRTIRIELI TEEY B,
HIIFO R EEFEPBST IMAE B ESHNEIF) MAEE S RSP, Tk E
FAHE, AT H—SHMRALMEIE, AR SRRHTRE KRN ES
R, REHSEET2-8C, 5000xgE05-105h, EXEERN,

4, ARAIREN : NEEE AR RS AIPBSIREZEE, SAIG FIEEE B ESEL, 1000xg
BOSO SRR, SiFME o] BEiRE OIS ISR L HIPBS
HERIR , T 106N AP AN 150-200 uL PBSE & (HEEPBSHIIAER
ESHNFIF ; & S 2R(ETIE L PBSHYATR) Hilid ik & 4 Rk tB 7 {E4mAEnH
7, JBIREURT2-8°C, 1500xgE 01045, BX_EFER,

5. pAkE S ISR EMEMERTR: INERIKET2-8°C, 1000xgB 020440,
IRERERRMEER, BEEEN,

BALGIEEXIRFIMT: PMSFERESIFIF (25 E-EL-SR002). 0.25%
BREHEAR (58S E-EL-SR001),
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1) RAKSREURIMARER, B TFIGKIZER,

2) X PEFELRRAMIRFEMIFIN TIE 453 200 MR
FEMEARERE, EREREMARER 2P FEINT.

3) RIFFEHESIMRILP RSB DVFKENE, LAEENR, AEXE
SIS REARN ., IR RIMRRMIFES A &R EER, KR
ERREDPREFRAE,

4) BYESERACHRINRER . EMECNETER, BBESMIE
R RATHRAEEMZHE(100x)  SRIEHRPEELE S 4(100x) B
AR R B R R IR IR LIRS AR PR E SRR,

5) 1N HESIR R E L R AR N450:2 nmiRIKEYIR S Fr, RS
E7£0-3.52 8, EIXfEFEHRAT 5D5PFL,

6) iFZ0{EFAEfth#t S s HARIRERAF RS R A= Pl

7) RIRPETANEPEMRSII N —RIEER, ™RRR,

8) BMERMIHARF,

B HREREIR

1) WEMREHEN A —REERSRRE B RERBN, SisFm.

2) #RERETE1FARHTENTREFT2-8C, ERERINEN, 1%
—RERAESE, KETF-20COMBEAREN), 51-80C (31 B Wi,
B R SRR AT AT, QAT B N RIS R FF B PR RER
BREFENTEYN, ZRBIEER,

3) RN CEFRFE THAPHFURRETER . R E RPN
MRETSHER, EXEAMES IR REIORSE

4) EFE*&&ZIKZ:EWL%HH%FWU&ZKZEIJ, BN FRSE IR I AR B 2K

5) HEACFRERHEHADKNMAMRIR, AT SIARLELZY
RESHELISANELIURZE.

6) RLEHEHTEESIHFE P HIRTAL N HAR ILEC T HIRREALN
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HABELE

IEEME/MIRE AT RGN,

HFFENMER, BRAMGEFRIREERE, FEd ML RHEFS
BARNHRE.

NBENRNEATERR, BARBARSEUNT:

E%ﬁ 100 f&: —SHRR, B 5L #AREF] 495 L FroERRBEARIRRA, 4§ 100 &
=+,

12 1000 {5: WESHEE, B 5L HAZ) 95 L iR ERMEATRREA, i 20 &

ER, HHY 5 plL20 EHEBREART 245 pL i ERIEARTERRRA, 8 50 SHRE,

BHBEE 1000 fX;

T2 100000 f&: =%, BY 5uL #42) 195 L iERREATHERREA, #1 40

R, BEY 5L40 SHBHEART 245 pL iR ERIERTHRRA, i 50 EHE,

B/EHY 512000 fSHEEAEARE] 245 pL FEREARERRA, 1 50 EHRE, 2

H#ER 100000 1Z;

SEHRNEUREADT 3uL, HREHREI 100 5. ELHREBTRESIHS,

WRiE,

ENENESTE

1. 12R20 S MK P EHIRA S, FEEEIR(18-25C)  MNRIAFIEHS
ZIRER, BB AR T R VB R RAFNRF, RIRIRSEFLAFE
RIBIEERBRE.

2. SRR 1SRRI AWK R (1:24) 127 MIKFE P BV AOSR B 3%
BRUAEELER, ETEEMSR, IR40CK AR EERTEREE
BEAERR, HBER,

3 AREER T IER: SR ERRT10000xgB O 250, IIAIRERLERHER
TMLBRTFIRERD, BEEE, B#B109H, ETHESKR, FHZES
BEE, RBRESY, BRiH, B 20 po/mLEgtRER TR (ETIMAT mL
ERMERBEREG, 8281201, BRERIENFESRS ., ESE
EBEOERRIEIEPENSE)  ARRIBSEHTEER, EINE
HIRLLATREE: 20, 10, 5. 2.5, 1.25, 0.63. 0.31. 0pg/mL,
BTG A BUTXEPE , 85 PIAS00 pLiREEmAF RIERRR, M20
pg/mLASFRE R TR P IRER500 PLEI £ —ZEPE R AEEAL 10 pg/mL
MRS TR, RIS BARKRRIVES I TRER 2R RiE—
EEERFEATEI, FEEBMISE"EPIREURI,

SAEN20 pg/mLIRER TERDEEME-20CRE, BEXENARE
B, BRRERR.
EERNRER TEREENERA,
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500uL 500uL 500uL 500uL 500uL 500uL

= Y W e W Wi |

Reference
Standard

A AR RN
a
10 5 2.5 1.25

20 0.63 0.31 0

4 EMEMRBITIER: LRFIITEZRLRAERS(LI00uL/FLiITE),
SCRREC FlBY R 2 BC il 100-200 pL, EART150 5, HiRGBEMELRET
800xgE /LM A8, UM RIS IRIRERIG 1 00} RYE VISR
IxTYEREMGIIN: 10 pLiR4ER+990 ULIERRR) . TIECHLA.

5. HRPEB4E &Y TYE& : HRPES A S ) I HRPESSE S FEF R, SLIAITEZIR
LIF T A= (LA100 pL/FLit &), SEFRED Y N S B2l 100-200 pL, E/H
B 159, S RIEHRPESE ST 800xgE O\ 1405, MBS EASMRRRIS
100xRIEHRPESE SRR 1 x TERE (130 10 pLiR4E&+990 pL#&E
BR)., MEINA,

RMESE

1. RN EROETL. EEFLAESTL . AREFLINA 100 pL B HERIRER,
ZEFLI0A 100 pL AR RAE AR, ERFLI0A 100 pL FHARGE
WA REAIRERTERN IR S 7L ; BiIGE T st el Zimik
AZIFHEFEHERNREREE) . LAEIMMRERE, 37 CHES 90 95, 18
T IS RN TEIMRES, REFMRILE, BRRENRS, Bk
FESE, NENEEERTE 10 95R,

2. BRILAEIR, RA%ER, SMILPMAEMERMIRE IIER 100 UL, B
FRARID EBRE, 37°CIEE 1/,

3. BRILAER, 558000 KE E3RT, SFLI0MEE 350 L, 28 1 95
i, IREEAIEERMRAARE, AT, EEEIRSE 3 X, 1775 It
RS E AR S B ER u] {8 A AR NL(B Z L =R E DEM-3 BU RN B 56
F: 2 AR, SFMAESRK 350 L, #RAR 5, K 0.5 7)), iR
BEMALRITTHIRE, REIHHILIRTIZ.

4. =700 HRP BBEESM ITIER 100 L, BSARARIN LBRE, 37 CIBE 30 o

-7-



€¢0

5. ERILNIKR, %R 5k, FERESE 3,

6. FFLINEDB®(TMB)90 pL, BStriR N L BRE, 37°CEEEE 15 DA
A, 125 RIELFEERBREBHENER, (BRI 30 28, Hix
HEFLHIMBEERENGE 4 M ECFLEIBEEEHEE), BlTI&I1L, 1257
15 84T FF BRI TRIR

7. §FLINRIER 50 uL, RIER N IBR: KIERNAIRFNRESEYA
REIAIRFER .,

8. M BN FAESHRYIE 450 nm FIKNEZFLEEZEOD 1H),

L RFIBR

1. i EinERAF RS LA FII0DEH BEZ B FLAODEIENIRIEE. LUK
EAEANR, ODIEJI YR, TEINXS E AL AR LIS TUSHUZ 18 R AHIR
EMZ,

2. BE¥mODER TAnEMEL LR, MIEHHREENFH A B NREE
VAR R BIRR TR A5 4L

BAER
MISRAMA T 48, REEIFMIIELISASTIRIE Al B MDA D1,

WEEAZARDR, BERABAFRRENRNNBELERER, RE
SLIOEHRE. FRRMR R R NERGER),

ELISASEIE SRS AR IHNIE



BIE—TER

NV 1. SIRARFLFIIN100pLim R TIERE
107 e

A Biotin

o / 2. FERARIRE | SIEPINA100uL4EY
jﬁ( \( | TR, 3TCRREC0Rt

Y Y Y

#® HRP
Streptavidin !

3. FRIRARIE | TER3R

4 4. BILINA100uL HRPESLEAMTIER ,
Y Y'Y I7°CHIE30n R , FIIRARIE , JEIRS
R

T™B i’?"

By 5. SFMAOULEYTER , 37°CHEB15%
Y oYy wes
Stop solution &

6. BFLINAS0pLERIER:

¥y

7. STBPEASOnmif i T sERY | AMEREE

Y Yy



FREIEG IR
AT BRI &R ASE, SLieE FRIEE SIS iREmL,

o ooz

20 2.287 2.212 .
10 1.519 1.444
5 0.899 0.824 ’ . '
25 0.473 0.398 » )
01 .
1.25 0.296 0.221 .
0.63 0.173 0.098 ot ‘ - )
Human IL-2 concentration(pg/mL)
0.31 0.125 0.05
0 0.075 -
BANE

YK EE 20 MR BRI A I 335 [ 34 S FRAS = Rt AT A, A $UHEan T R Fs:
RESEE (pg/mL) FEHRE (pg/mL) HE (%)

A& ND-11.35 0.56 50
éﬂ% ND-17.29 0.61 91.6

ER: U EHANEHRETTBUMEARG 5 XEINEL. TRERESERK. B
Bk, UERREMRRAE, MEHNAESEHANNEEMRARR, M EBERIM
8%,
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ERE
n EEE
RABEE: |, B, SREFADSIFEIRIRTF L8207,
REFEZE: B, B, SREFADFFERIRT LEN20%,

| masEE REEEE

A 1 2 3 1 2 3
HE 20 20 20 20 20 20
FA9E(pg/mL) 1.04 1.86 9.1 1.05 1.88 8.57
IRtz 0.04 0.1 0.38 0.09 0.16 0.55
LREH (%) 4.24 5.7 4.18 8.19 8.35 6.4
m [ElgE
DRERAHEAFRMEIRENAIL-2, #EUSELR, B HEWETEE
FFEUE,
[M3%(n=8) 86-100
M3 (EDTA)(n=8) 85-98 90
MEAIEFFE(n=8) 96-109 101
LR A

ERIA AIL- 209 RO BITERE2(E, 415, 815, 16fEEIINER, SHE
WESE B RO ER,

Wi (=5) | MEEOT (=5 | MHERE(=5)

. EUWEEE(%) | 93-107 89-103 93-109
SEIEIULER%) | 100 96 101

14 EUREE(%) | 92-107 90-103 91-108
FHEMR%) | 100 97 99

. ERERBE(%) | 90-104 87-100 92-104
FIEIUE (%) 97 94 98

116 ERERBE(%) | 92-110 86-102 91-104

T (%) 100 93 98
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1. BRTFIMERMRBZRAKE, EAEYRER#ITEENEES T,
A @ geFE—ERNRERARNE.,

2. KA ZERRSEPER/IHE T EMFF RPN —ERELETFIRERE,
FIEFE R M E FIE X,

3. AN AR SR NIENME . SERE X REUR LI IISLINNE
ZRRBYEX, AR FRWEANEARSAR, ANEER XIS INER
E@Eﬁ@;ﬁﬁﬁﬁ, BERZEANRSERIFATRNERS, MEBR
B °

4. A TIXENFNTRER, BREAAATRNSARENRT, F2RA
HihHiSEr-m, FsRRIRIEHIRE,

5. B FIRMEGRRPIRK I URBIMUBEIREARIER, TTRESHERRER,
SCIRBTIE(F A It BE B BTN RS,

6. BMER AR A RIRIE B O BETE MR IR LR PSR RERIER, NIRIELS
RNENMY, FEEHTIEPEPHUIRE,

7. BRI ZREMSEI AR R, A, B RES. TRREEREE
FE, AP R REIR ™ HUBA—E, AR#tREHA 2@
EZRMuTaek s Lt EE,

8. AR ERSEHA REZAF R AR 7 AN E— BEWIRF-mittT
XIEE, FRLAARHEBRIG MIZER R —ERA01E5R

9. KR SNMARAER, WEERATFIRRIZEHETEMAE, RATEAR
X EEFENERG R, RARREETEREE.,
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High Sensitivity Human IL-2 (Interleukin 2) ELISA Kit
Catalog No: E-HSEL-H0002
Size: 96T/48T/24T/96T+*5

High Sensitivity Series

The new series of Elabscience®High Sensitivity ELISAkits have been iteratively
upgraded through R&D process to increase the sensitivity of the traditional
ELISA kits by 2-10 times, and can detect the protein concentration of fg level.

Intended use
This ELISA kit applies to the in vitro quantitative determination of Human IL-2
concentrations in serum, plasma and other biological fluids.

Character
Sensitivity 0.25 pg/mL

Detection Range 0.31-20 pg/mL
This kit recognizes Human IL-2 in samples. No

Specificity significant cross-reactivity or interference between
Human IL-2 and analogues was observed
Repeatability Coefficient of variationis< 10%

Test principle

This ELISA kit uses the Sandwich-ELISA principle. The micro ELISA plate
provided in thiskithas been pre-coated with an antibody specific to Human IL-
2. Samples (or Standards) are added to the micro ELISA plate wells and
combined with the specific antibody. Then a biotinylated detection antibody
specific for Human IL-2 and Avidin-Horseradish Peroxidase (HRP) conjugateare
added successively to each micro plate well and incubated. Free components
are washed away. The substrate solution is added to each well. Only thosewells
that contain Human IL-2, biotinylated detection antibody and Avidin-HRP
conjugate willappearblueincolor. The enzyme-substratereactionisterminated
by the addition of stop solution and the color turnsyellow. The optical density
(OD) is measured spectrophotometrically ata wavelength of 450+2 nm. The OD
valueis proportional to the concentration of Human IL-2. You can calculate the
concentration of Human IL-2 in the samples by comparing the OD of the
samples to the standard curve.
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Kit components & Storage
An unopened kitcan be stored at2-8°C  for 12 months. After opening, storethe
items separately according to the following conditions.

Micro ELISA Plate
(Dismountable)

Reference Standard

Concentrated Biotinylated
Detection Ab(100x)

Concentrated HRP Conjugate
(100x)

Reference Standard & Sample
Diluent

Biotinylated Detection Ab
Diluent

HRP Conjugate Diluent

Concentrated Wash
Buffer(25x)

Substrate Reagent
Stop Solution

Plate Sealer

Product Description

Certificate of Analysis

96T: 8 wells x12 strips
48T: 8 wells x6 strips
24T: 8 wells x3 strips
96T+5: 5 plates, 96T

96T: 2 vials
48T/24T: 1 vial -20°C up to expiry
96T+5: 10 vials date (12 months)

96T: 1 vial, 120 uL

48T/24T: 1 vial, 60 pL

96T*5: 5 vials, 120 pL

96T: 1 vial, 120 uL

48T/24T: 1 vial, 60 pL

96T*5: 5 vials, 120 pL

96T/48T/24T: 1 vial, 20 mL

96T*5: 5 vials, 20 mL

96T/48T/24T: 1 vial, 14 mL

96T*5: 5 vials, 14 mL

96T/48T/24T: 1 vial, 14 mL 3 .

96T*5: 5 vials, 14 mL 2-8°C up to expiry
- date (12 months)

96T/48T/24T: 1 vial, 30 mL

96T*5: 5 vials, 30 mL

96T/48T/24T: 1 vial, 10 mL
96T*5: 5 vials, 10 mL

96T/48T/24T: 1 vial, 10 mL
96T*5: 5 vials, 10 mL

96T/48T/24T: 5 pieces
96T+*5: 25 pieces

1 copy

1 copy

Note: Concentrated HRP Conjugate(100x) and Substrate Reagent should be

stored away from light.

All reagent bottle caps must be tightened to prevent evaporation and
microbial pollution. The volume of reagentsin partial shipmentsis alittle
more than the volumemarked on the label, please use accuratemeasuring
equipmentinstead of directly pouring into the vial(s).
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Other supplies required

Microplate reader with 450 nm wavelength filter

High-precision transfer pipette, EP tubes and disposable pipette tips
Incubator capable of maintaining 37 C

Deionized or distilled water

Absorbent paper

Loading slot

Sample collection

Serum: Allow samples to clotfor 1 hour atroom temperature or overnightat 2 -
8 Chefore centrifugation for 20 min at 1000xg at 2-8C. Collect the
supernatant to carry out the assay.

Plasma: Collect plasma using EDTA-Naz as an anticoagulant. Centrifuge
samples for 15 min at 1000xg at2-8°C  within 30 min of collection. Collectthe
supernatant to carry out the assay.

Tissue homogenates: It is recommended to get detailed references from the
literature before analyzing different tissue types. For general information,
hemolyzed blood may affect the results, so the tissues should be minced into
small piecesand rinsedin ice-cold PBS (0.01M,pH=7.4) toremove excessblood
thoroughly. Tissue pieces should be weighed and then homogenized in PBS
(tissue weight (g): PBS (mL) volume=1:9) with a glasshomogenizer on ice. To
further break down thecells, you can sonicatethe suspension with anultrasonic
cell disrupter or subject it to freeze-thaw cycles. The homogenates are then
centrifuged for 5-10 min at 5000xg at 2-8°C to get the supernatant.

Cell lysates: For adherent cells, gently wash the cells with moderate amount of
pre-cooled PBS and dissociate the cells using trypsin. Collect the cell
suspension into a centrifuge tube and centrifuge for 5 min at 1000xg. Discard
the medium and wash the cells 3 times with pre-cooled PBS. For each 1x106
cells, add 150-250 pL ofpre-cooled PBS to keep the cells suspended. Repeatthe
freeze-thaw process several times or use an ultrasonic cell disrupter until the
cells are fully lysed. Centrifuge for 10 min at 1500xg at 2-8°C. Remove the cell
fragments, collect the supernatant to carry out the assay.

Cell culturesupernatant or other biological fluids: Centrifuge samples for 20 min
at 1000xg at 2-8°C. Collect the supernatant to carry out the assay.

Recommended reagents for sample preparation: PMSF Protease Inhibitor (Cat
No. E-EL-SR002),0.25% Trypsin Solution (Cat No. E-EL-SR001).



Note
B Note for kit
1) Forresearch useonly. Notfor use in diagnostic procedures.

2) Please wear lab coats, eye protection and latex gloves for protection.
Please perform the experiment following the national security protocols
of biological laboratories, especially when detecting blood samples or
other bodily fluids.

Afreshly opened ELISA plate may appear a water -like substance, which

isnormal and willnothaveany impacton theexperimental results. Return

the unused wells to the foil pouch and store according to the conditions
suggested in the above table.

4) Do not reuse the reconstituted standard, biotinylated detection Ab
working solution,HRPconjugateworking solution. Theunspentundiluted
concentrated biotinylated detection Ab (100x) and other stock solutions
should be stored according to the storage conditionsin the above table.

5) Themicroplatereader should be able to be installed with afilter that can
detect the wave length at 45042 nm. The optical density should be within
0-3.5. Follow the Instructions of the Microplate Reader for set-up and
preheat itfor 15 min before OD measurement.

6) Do notmix or substitute reagents with those from other lots or sources.

7) Change pipette tips in between adding of each standard level, between
sample adding and between reagentadding. Also,use separatereservoirs
for each reagent.

8) Thekit should notbe used beyond the expiration date on the kit label.

3

~

B Note for sample

Tubes for blood collection should be disposable and be non-endotoxin.
Samples with high hemolysis or much lipid are not suitable for ELISA
assay.

Samples should be assayed within 7 days when stored at 2-8C,
otherwise samples mustbe divided up and stored at -20°C (<1 month) or
-80°C (=3 months). Avoid repeated freeze-thaw cycles. Prior to assay, the
frozen samples should be slowly thawed and centrifuged to remove
precipitates.

Please predict the concentration before assaying. If the sample
concentration is not within the range of the standard curve, users must
determine the optimal sample dilutions for their particular experiments.
If the sample typeis notincluded in the manual, apreliminary experiment
is suggested to verify the validity.

—_
~

2

~

3

~

4

=
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5) If a lysis buffer is used to prepare tissue homogenates or cell lysates,
thereisapossibilityof causingadeviationdue tothe introduced chemical
substance.

6) Some recombinant protein may not be detected due to a mismatching
with the coated antibody or detection antibody.
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Dilution method

Undiluted normal serum/plasma samples are recommended for the assay.
Due to individual differences, please estimate the concentration range of the
sample in advance, and conduct a preliminary test to determine the
appropriate dilution ratio of the sample.

If your test sample needsdilution, please refer to the dilution method as follows:
For 100 fold dilution: One-step dilution. Add 5 pL sample to 495 pL sample
diluentto yield 100 fold dilution.

For 1000 fold dilution: Two-step dilution. Add 5 pL sample to 95 pL sample
diluentto yield 20 fold dilution, then add 5 pL 20 fold diluted sample to 245

uL sample diluent, after this, the neat sample has been diluted at

1000 fold successfully.

For 100000 fold dilution: Three-stepdilution. Add 5 pLsampleto 195 pLsample
diluent to yield 40 fold dilution, then add 5 pL40 fold diluted sample to 245
pLsamplediluentto yield 50 fold dilution, andfinally add 5 pL 2000 fold diluted
sampleto 245 puL sample diluent, after this, the neat sample has been diluted at
100000 fold successfully.

The volume of liquid used in each dilution is not less than 3L, and the dilution
ratio isnot more than 100 fold. Mix well at each dilution step to avoid foaming.

Reagent preparation

1. Bring all reagents to room temperature (18-25°C)before use. If the kit will not
be used up in one assay, please only take out the necessary strips and
reagents for present experiment, and store the remaining strips and reagents
at required condition.

2. Wash Buffer: Dilute 30 mL of Concentrated Wash Buffer with 720 mL of
deionized or distilled water to prepare 750 mL of Wash Buffer. Note: ifcrystals
have formed in the concentrate, warm itin a40 ‘C water bath and mix it gently
until the crystals have completely dissolved. For same day use only.

3. Standard working solution: Centrifugethestandard at10,000xgfor 1 min. Add
1 mL of Reference Standard &Sample Diluent, letit stand for 10 min andinvert
itgently several times. After itdissolves fully, mixitthoroughly with apipette.
This reconstitution produces aworking solution of 20 pg/mL (or add 1 mL of
Reference Standard &Sample Diluent, let it stand for 1-2 min and then mix it
thoroughly with avortex meter of low speed. Bubblesgenerated during vortex
could beremoved by centrifuging atarelatively low speed). Then make serial
dilutions as needed. The recommended dilution gradientis asfollows: 20,10,
5,2.5,1.25,0.63,0.31,0 pg/mL.
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Dilution method: Take 7 EP tubes, add 500 pL of Reference Standard &Sample
Diluent to each tube. Pipette 500 pL of the 20 pg/mL working solution to the
firsttube and mix up to produce a 10 pg/mLworking solution. Pipette 500 uL
of the solution from the former tube into the latter one according to this step.
The illustration on the next page is for reference. Note: the last tube is
regarded as a blank. Don't pipette solution into it from the former tube.

The working solution of the standard substance at 20 pg/mL after
reconstitution should be aliquoted and stored at -20°C. It should be used up
within halfamonth and repeated freeze-thaw should be avoided.
Gradientdiluted standard working solution shouldbepreparedjustbeforeuse.

500uL 500uL 500uL.  500uL  500uL  500uL

e U W W W Wan

Reference

Standard

A EEE N

2

20 10 5 25 1.25 0.63 0.31 0

. Biotinylated Detection Ab working solution: Calculate the required amount

before the experiment (100 pL/well). In preparation, slightly more than
calculated should be prepared. Centrifuge the Concentrated Biotinylated
Detection Ab at 800xg for 1 min, then dilute the 100x Concentrated
Biotinylated Detection Ab to 1x working solution with Biotinylated Detection
Ab Diluent (Concentrated Biotinylated Detection Ab: Biotinylated Detection Ab
Diluent= 1: 99). The working solution shouldbe prepared just before use.

. HRP Conjugate working solution: HRP Conjugate is HRP conjugated avidin.

Calculate the required amount before the experiment (100 pL/well). In
preparation, slightly more than calculated should be prepared. Centrifugethe
Concentrated HRP Conjugate at 800xg for 1 min, then dilute the 100x
Concentrated HRP Conjugate to 1x working solution with HRP Conjugate
Diluent (Concentrated HRP Conjugate: HRP Conjugate Diluent= 1: 99).
The working solution should be prepared just before use.
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Assay procedure

1.

Determine wells for diluted standard, blank and sample. Add 100 pL each
dilution of standard, blank and sample into the appropriate wells (It is
recommended that all samples and standards be assayed in duplicate. It is
recommended to determinethe dilution ratio of samples throughpreliminary
experiments or technical supportrecommendations). Cover the plate withthe
sealer provided in the kit. Incubate for 90 min at 37 °C. Note: solutionsshould
be added tothe bottom of themicro ELISA platewell, avoid touching theinside
wall and causing foaming as much as possible.

. Decant the liquid from each well, do not wash. Immediately add 100 pL of

Biotinylated Detection Ab working solution to each well. Cover the plate
with a new sealer. Incubate for 1 hour at 37°C.

. Decantthe solution from each well, add 350 pL of wash buffer to each well.

Soak for 1 min and aspirate or decantthe solution from each well and pat it
dry against clean absorbent paper. Repeat this wash step 3 times. Note: a
microplate washer can be used in this step and other wash steps. Make the
tested strips in use immediately after the wash step. Do notallow wells to be
dry.

.Add 100 pL of HRP Conjugate working solution to each well. Cover the plate

with a new sealer. Incubate for 30 min at 37°C.

. Decant the solution from each well, repeat the wash process for 5 times as

conducted in step 3.

. Add 90 pL of Substrate Reagent to each well. Cover the plate with a new sealer.

Incubate for about 15 min at 37°C. Protect the plate from light. Note: the
reaction time can be shortened or extended according to the actual color
change, but not more than 30 min. Preheat the Microplate Reader for about
15 min before OD measurement.

. Add 50 pLof Stop Solution to each well. Note: adding thestop solutionshould

be donein the same order as the substrate solution.

. Determine the optical density (OD value) of each well at once with a micro-

plate reader set to 450 nm.



Assay Procedure Summary
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3. Aspirate and wash the plate for 3 times

4. Add 100pL HRP conjugate working solution.
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Calculation of results

Average the duplicate readings for each standard and samples, then subtract
the average zero standard optical density. Plot a four parameter logistic curve
on log-log axis, with standard concentration on the x-axis and OD values onthe
y-axis.

If the OD of the sample surpasses the upper limit of the standard curve, you
should re-test it with an appropriate dilution. The actual concentration is the
calculated concentration multiplied by the dilution factor.

Technical resources
More detailed ELISA experimentguidelines and routineproblem analysis canbe
obtained through wechat QR code at the lower left.

If you have any technical problems, please feel free to contact our technical
support(itisrecommended to take pictures and save the experimental data in
time. Keep the used plate and remaining reagents).

Guidelines for ELISA Wechat of technical support
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Typical data
As the OD values of the standard curve may vary according to the conditions of
the actual assay performance (e.g. operator, pipetting technique, washing
technique or temperature effects), the operator should establish a standard
curve for each test. Typical standard curve and data is provided below for
reference only.

pg/mL m Corrected 0D Standard Curve

2.287 2212
10 1519 1.444
5 0.899 0.824 > S .
25 0473 0.398 5 ra
125 0.296 0.221 o i
063 0173 0.098 . .
031 0125 0.05 U o)
0 0075 -

Sample value

Twenty serum and plasma samples from normal Human were evaluated for the
presence of Human IL-2 in this assay. The test dataare shown in the following
table.

Sample Type Range(pg/mL) Mean (pg/mL)

Human serum ND-11.35

Human plasma (EDTA) ND-17.29 0.61 91.6

Note: The above sample donors had no history of alcohol consumption, no
symptoms such as cold and fever in the 5 days before the sample donation. Due
to the limitations of detection methods, instruments and equipment, and
differentraces and regions, the measured values of samples are different. The
above data is for reference only.
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Performance

B Precision

Intra-assay Precision (Precision within an assay): 3 samples with low, mid
range and high level Human IL-2 were tested 20 times on one plate,
respectively.

Inter-assay Precision (Precision between assays): 3 samples with low, mid
range and high level Human IL-2 were tested on 3 different plates, 20
replicates in each plate, respectively.

_ Intra-assay Precision Inter-assay Precision

Sample 1 2 3 1 2 3
n 20 20 20 20 20 20
Mean(pg/mL) 1.04 1.86 9.1 | 1.05 1.88 8.57

Standard deviation 0.04 0.11 0.38 ' 0.09 0.16 0.55

CV (%) 4.24 5.7 418 @ 8.19 8.35 6.4

B Recovery
The recovery of Human IL-2 spiked at three different levels in samples
throughout the range of the assay was evaluated in various matrices.

Sample Type Range (%) Average Recovery (%)

Serum (n=8) 86-100 91
EDTAplasma (n=8) 85-98 90
Cell culture media(n=8) = 96-109 101
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H Linearity
Samples were spiked with high concentrations of Human IL-2 and diluted
with Reference Standard & Sample Diluentto produce samples with values

within the range of the assay.

Serum (n=5) Cell culture media(n=5)
) Range (%) 93-107 89-103 93-109
12 Average (%) = 100 96 101
Range (%) = 92-107 90-103 91-108
1 Average (%) = 100 97 99
Range (%) 90-104 87-100 92-104
e Average (%) = 97 94 98
Range (%) 92-110 86-102 91-104
11 Average (%) = 100 93 98
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Declaration

1

N

(2]

. Limited by current conditions and scientific technology, we can't conduct

comprehensive identification and analysis on all the raw material provided.
So there might be some qualitative and technical risks for users using the kit.

.This assay is designed to eliminate interference by factors present in

biological samples. Until all factors have been tested in the ELISA
immunoassay, the possibility of interference cannotbe excluded.

. Thefinal experimental resultswill beclosely related to thevalidity ofproducts,

operational skills of the operators, the experimental environments and so on.
We are only responsible for the kititself, but not for the samples consumed
during the assay. The users should calculate the possible amount of the
samples used in the whole test. Please reserve sufficient samplesin advance.

.To get the best results, please only use the reagents supplied by the

manufacturer and strictly comply with the instructions.

.Incorrect results may occur because of incorrect operations during the

reagents preparation and loading, as well asincorrect parameter settings of
the Micro-plate reader. Please read the instructions carefully and adjust the
instrument prior to the experiment.

.Even the same operator might get different results in two separate

experiments. In order to getreproducible results, the operation of every step
in the assay should be controlled.

. Every kit has strictly passed QC test. However, results from end users might

be inconsistent with our data due to some variables such as transportation
conditions, different lab equipment, and so on. Intra-assay variance among
kits from different batches might arise from the above reasons too.

. Kits from different manufacturers or other methods for testing the same

analyte could bring out inconsistentresults, since we haven't compared our
products with those from other manufacturers.

. Thekit is designed for research use only, we will notbe responsible for any

issuesifthekitis appliedin clinical diagnosis orany otherrelated procedures.
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