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Speedy™ /NERTNF-alpha—3 AELISAR IR &

BRI RIFAI AR AT

RS SE60082
A% 96T

RYE: 0.2 pg/mL
KMSEE:  1.95-125 pg/mL
FA & IS Z2AFESNME. MU EEFR)/ VR TNF-alphaikE

FEmNATHFRR, NMERTIRRIZET
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. dAbE/x
. B= I:I:%\

TNF, BFFATNF-aseERRER, B—TSWRERARET, BTMHBIFERT (TNF) BXik. ©Ll26 kDalREaEBrITR
xRk, AEWINF-ad%{LES (TACE) YIRILURREIAMLT kDag s, EEFHEREIR=8F, ©XEHEFCNERMM~E, B
WATRIFZ HAREMARE4, JICDA+MEAEAE. NKARRE. SPIERARe. ERARE. PEERIEKRIAAMRANTRETT. ER USRI
TNFRSF1A/TNFRIMITNFRSF1B/TNFBRESHIBIHALIZIFR. XTMARAFS5RT ZNEYF IR, SEMmEE. o
e, AT, BERAHETIEN. NEMAETINF-0BT9%NRERFFIER. 5SAETINF-oRE, NEEASERELN. T0EF, %
ERABIERK S MR BRI, T2 RAAR0IE BRI £ L T ORIERRE LU R Z HIKBARRIEBE X,

— KON RE

*

TUREMATC B TR, TSGR

___ Detection antibody I, PRSI, B RS
(HRP-conjugated) _ .
WA (HRP) AREESIMFHAIING, 72
Antigen () BRI LE S, FEHRPEAT, I
RERER (TMB) BRUSEHEED
T - t
e B, MARILRESE, ARRERESEE
Aﬁgﬁf . BEBMEL. MERKH450 nm, KER
antino
y \‘\ ;’ £39630 nme

=:. FEEFNLWKLEM

3.1 BSFRY (ATIRER450nmAN630nmILEK) ;

3.2 BfEER R R RERIC K,

3.3 MR (FReIFohistik)

34EPE (BTHEATERSIFE) ;

3.5 KEMIEL (BFET)

3.6 GRMFHIEfE;

3.7 A FELISASE ISR D ITSIHINE MY (EFESHINETE) , W0: Origin, ELISA Calc®, trIfEAProteintech AF]#K
EOMMLL: https: //www.ptgen.com/products/elisa-kits/;

3.8 HFLIRIEEIR 728
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m: HF2AD R EF

XA e i 58
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard RS - AT 250 pg/ih 2 ¥
Capture antibody (100 X) HIRmERgE®R (100X) ** 60 UL/ 1%
chr:f:;:)tzg TI'S’S’ i); e HRP IRBHAAARER (100X) ** oou/E  |1%
Additional Diluent AT-60082 FHADHIF AT-60082 (VAT B MITIEA) 6 mL/#k 1/
Sample Diluent PT 3-ec BARHER PT 3-ec (AF/BRIUEMMIRIFL) 30 mL/#R 1R
Sample Diluent PT 4B1 HAHRER PT 4Bl (BT 4R _LAHEZ) 30 mL/#R 1R
Detection Diluent TUATRRRR 15 mL/#R 148
Wash Buffer Concentrate (20 X) AGESAER (20 X) 30 mL/i#R 1R
'(rﬁtnr;\)methylbenzidine Substrate S@Ey TMB 12 mL/4E 145
Stop Solution KIER 12 mL/#R 14
Plate Cover Seals HIRAR 4 5K
fEfFRMH:

1) RABRRNERIE2-8°CHRYETHERONTAHEE-20°CERETEFRLE

2: EABRENEAIE2-8°CIFRTR

3. BREBHIERWNTER EREER

* AN RERRERATTER, 1FLTA488D, ERIEEETESR

> FERNIERID

R ERAETFER

5.1 BREKIEMAILRUKRTMB 28K,

5.2 ERIIIE R, ERFENOAMFESE, WKER, FE, OSHFPEE;

5.3 BIRAERURAGHFIATER, SEFmIs/0ER;

5.4 EEABEARNEY, RIMNAFRRZE, RESWENZEER, LURSDITIEHE,

N BERES

6.1 f7E: £MARARZEREE 30 minf51000Xg BE/x15 min, B EEIBMEANIRE-20°CHFK, BRR SRR,

6.2 M3K: FIAEDTA FFRTATIREAELERHUEST, AnAREE/FG1000 X g B/ 15 min, IZBMEMASHE/E-20°CTEM, % R 25!
(ER: MAMSMNER, RS MARRREHTIRM),

6.3 4AfE_L3E: WEERRIEFR AR, 500X g Bi05 minBY L3E, IZBMEMENEE-20°CTFH, Bk EFR.
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t: WS

7.1 %FEK (1X) B9ECH:

MRFHFR (20X) BEEE, 3T°CINAZERELENER. R120MFREHHITHRRE . B0 mLIRGELFR 20X) , IA
570 mLBAKEHEB FK, FEILXTFER.

7.2 RS E (1X) HECH):

FERBREEC, FRMEMCIURARERED 3R 100 LRI ZIR —ERRAT, IR TIIER. F0: R50
ULE#AAREER (100 X) 50 pLAMIHTAREER (100X) HON 4900 pLAtAHRR, BIEHIML XIEEE R,

7.3 RN

FRBFACEBENFAFRRETHE, IRFSONEBITHRSTE, IRFR#T - ENHREHEHITRR, ©FF
BUIEATARHSEER, FEFREIRREERTE BT

HRRLCHERNT . NRMBMMRAFAL2801:47%%; 4 LEFA122]1:200/%%; FmRE. LEMMEENERIESEIEN
7.4 BEBENIRER:

KM NRMBMMAEEZA, B2 mLPT 3-ecFAMBERE AN ER; WM EBHA, A2 mLPT ABIEAMERER T Em. B
(LSEES NN

500 pL 500 pL 500 pL 500 pL 500 pL 500 ulL

ﬂ \ | ‘ ‘} \ " /‘ “\ f \ f
PTG \ J \ \ ,/ \ /
i Standard | Sdl

125 pg/nl  62.5 pg/nl 31.25 pg/ul 15.6 pg/ul 7.8 pg/ml 3.9 pg/ml  1.95 pg/nl

Add # pL of Standard
diluted in the previous = 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
step

# L of Sample Diluent

2000 pL 500 pL 500 pL 500 plL 500 pL 500 pL 500 pL
PT 3-ec or PT 4B1
"Sd7" Irsdslr "SdS" "Sd4" Ilsd3ll Ilsdzll "Sdl"
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J\: LT E

KEF, FERMBFHEAEZEFHE20-30  min (HERVEKRERAMHRPIFCEMURAERERFFZEZFHER, BNAEP
) ; FE#TIRERBERURAERFMERN, EHe Sk, B R L IR ARE, AR, AR R
&
8.1 RIELILAE, MEFTEMRIMIITIRTE, MRRFMATEIBRNSERESREFRTAC, AT —AZRAR;
8.2 PAKESL. tuEMFL. AL

NFMESMEEFA, 2. TRERFLARFUFZFLIRFTIINLG u/FLFHIHFIAR, FRBWBSNITE;

TR EEEE, AREMATIUDGET, JEEHTI—F;
8.3 I, TFLIMFARIRS0 UL, RILDAIIBERRBTERBFENEEARS0 ul/fL, FEFEFEE RITERTIEAE
WEF, RESBRIWIRE, WRLHERER, 510 min STAHIIE) ;
8.4 BFLIN50 pL FURER (1 X) (BRIAFEEE5H7.2), ZELHIRE, ERIRH2E_£37°C 400 rpm B 1 h(EXIEERRS
28, WPEENTCHERS2h) ;
8.5 ik
1) BFEHRE GhiFER, BRFIASEREEHEL) , FRIE, BT;
2) BER (1X) FFERS, SFL350-400 uL, #FGE, BERERTIRE, EERSEIR, BRBVFENRTL;
8.6 & SFLINTMBE&R&R100 pL, IERIKH25 £37°C 400 rpm IEFE15-20 min GAREAERX, AIE HiEK 2 &8, Rl
30 min; R EBRYIBALTE#IRS, SRRVENSFINELRER, MEZE, B7ER) ;
8.7 &1k SFLMAILRIO L, EETEt, KIDRSTMBEERNIMFINF—E; CIE:. REEMRKER EHAIER)
8.8 33K LI630 nmARIERI, AESIRIE450 nmiBIIERFLAVCEE(ODME). MIALLLKRES minR# TSR, E7630 nm
B, WRTERAER450 nmiRkiKiRE;
8.9 BUENT: B MNERMFRIODEFT REZFLIODE, REE fL, NEIE, DA EMBRE AR, ODENIELT,
ERTARMY (WNOrigin. ELISACalc®) #HITIUSEING (4-PL) , RIEFANODERIMEMIMEEHMNERE, RUBREHRSG
BAF AEYSENRE
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TN 50 pL e it B A 20 AL

AV
LI 50 pL PRI A

v
37°C 400 rpm ¥ 1h

AV 4
HEFLINA 400 pL Wash buffer 51k 4 ¥

AV
#H4LINA 100 pL TMB

v‘l“ W 2
37 °C 400 rpm HEEHFEEH 15min

4
SEFLIN 100 pL £ 1E3 ) 15

710
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: Rk
9.1 Z2ZfrihE

x4

o (pg/mL) 0.D Average Corrected
Sl Dl T o i o 5 oo |-
. ) 195 | olies| 01125 0.0728
é R*=0.9% 3.9 0(3.1176[;68 0.1689 0.1292
g-o,l | 7.8 géggg 0.3072 0.2674
15.6 g:gzg‘i 0.5525 0.5128
oot 4 . — 31.25 g:ggﬁ‘l* 0.9373 0.8975
Mouse TNF-alpha Concentration (pg/mL) 62.5 1; é; 16104 15707
125 ;:22‘7*; 2.8157 2.7759
o - (pg/mL) 0.D Average Corrected
Four Parasls:tlg:eLI;:glil;:il::t(l;:li’il);ICurve Fit 0 06.1 100126 0.1043 i
. B 195 |919991 oias | 00800
é K099 39 | 02384 02696 0.1653
go_l ] 7.8 06_4387%4 0.4262 0.3219
15.6 8:223; 0.6893 0.5850
oot 4 - L 31.25 igég; 1.0562 0.9519
Mouse TNF-alpha Concentration (pg/mL) 62.5 1.7659 1.7811 1.6768
1.7963
125 ;;gz 2.7336 2.6293
9.2 BERE
IRAEEE: 3N TRRENEFEATRNESENE 8 /X,
REWEEE: 3N FRRENIEFEATEREESENE 16 Ko
IRAFEZE (CVH) IRIEIWEZE (CV [8))
AR HE HYE(pg/mL)  IEE  TREHCV% HAR HE  FYE(pg/mL)  iEE TBREHCV% ‘
1| 8 70.6 2.1 3.0 1 | 16 68.0 33 49
2 | 8 15.1 05 33 2 | 16 14.8 06 4.1
3] 8 7.0 0.4 5.7 3 | 16 7.0 06 8.6
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9.3 INAR[E Y X

ARG, ETEEERERS. B B3 NRE, #HTRTNF-alphafIINFREERSE, ERMT:

PEARRE R FHIE (%) SEE (%)
NRINE 1:2 104 90-116
BRE B 1:2 116 106-122
9.4 F&E

NRIE - MAREFE, W RImEFAF/NETNF-alphafvRE.,

(EFieSit] 918 (pg/mL) SBE (pg/mL)

/NERINERZA (n=16) 10.8 4.9-20.5

HAVNR SIS ughEZHE LPS, FHEESEVHRIM. MAZEFE, KN NRiERFAFNERTNF-alphafyRE,

EFiEit] 918 (pg/mL) SBHE (pg/mL)
INRIUEREZA (n=4) 467.1 351.3-581.6
4fp 5

B HBSEREBMPBSHELUBIRE MG, AALSORSEALNSR, ERMI0%BEMME. 2 mM L-a&BHZ. 100 U/mLE
SEM100ug/MLIREATEBRAIRPMI 1640157 EHIER, AIEDFITERRIATA 1 ug/mL LPSRIB FIEA1RHIK, WEdhf
B, M NERTNF-alphafsiRE,

LRLRHAY RRVEK (pg/mL)
NERAD (1K) 0.2 67.5
/NERRERE (3K) 25 19.8

FA&%510% fad-miE. 5 uM B-HREZEE. 2 mM L-AagitiE. 100 U/mLEBEM100 pug/mLESEAIDMEMIZFEIEFRRAW 264.7

INRER AL EREARRE (1 x 100 cells/mL) o AARES BIFERRIMERAL ug/mL LPS RIS FIEF4K, WEME LS, #N/\ETNF-alpha

AR

RIBR M 4 (pg/mb) ‘
FRUE 230.2

RUES 9609.7

9.5 RYE

20N EENTFLFHIODEN LR EREERFENODEFRNTEMEIM S HYNAKREE, HiAFIZF/NETNF-alphatIREEH
0.2 pg/mLs
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9.6 £

NRIGEMANSRESNETNF-alphaZE R, HEREERNFEAITEE; e EERNNFRRERIGEEES, EHREHHIN
EATARHSEER, LSRN T:
(4BRR LB TSR RES 0o

NRIE 4R _EE
(FEAHERER& PT 3-ec) (EATERR PT 4B1)
' BE (%) 104 100
. SR (%) 97-111 i
BE (%) 104 96
. SEE (%) 95-113 95-97
BE (%) 100 76
e SEE (%) 97-103 15-77
BE (%) 102 86
1:16
SEE (%) 101-103 72-100
9.7 K &
AF A FMIRAIRIAMELR/NRTNF-alpha, A50 ng/mLULTFEAF, TEAERX KR,
Mouse:
CD40
Fas
CD40 Ligand
TNF-B
LIF

PON50 ng/mLLA NIRRT, BRX KA
Human:

TNF-alpha RX&£9790.06%

+: Z2EXHE
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