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1. SEERAS MY
SR & il
LA TR SR BE LSC-316C
Bib V8 R A FZE BCD-318AT
B KT HRrE-FER 248 (i) FARAR ME203E/02
e ZH 2 A Servicebio KZ-1I
& 2R A R 20 AL Kk D3024R
ENERM RG] AL A AR AT BR 24 7] RT-3500
L BB X TR AR Labotery GEL-70
BN TENV VN HIKKER AK-RO-C2
TR A A Servicebio MX-F
[LezatioRlllENe AL A AR AT BR 24 7] RT-6100
2. EESIGFEM
M & 5%
1.5ml B.0E Servicebio EP-150-M
2ml B 0E Servicebio EP-200-M
1250ul M3k Servicebio TP-1250
200ul W3k Servicebio TP-200
10ul W% 3k Servicebio TP-10
1000ul 2 7% K KE0037273
200ul B A& K YE3K030591
50ul #% K 25 K DS35110
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10ul F& 4% K. KE0012951
300ul 2 IEH Hids K KA006318

N BEERMRESRE
1. BEMALREAR(TUKE )

HERR PRI S W) 20 23 B 4% () : ARAR (ul)=1:9 I LI O R AARAR 1) 20 2 A ot (e
0.86%k 0.9% IR ELK), TKOKIESEAT T, HURAIHR, 4% 5 10%H) 522, 2500~3000
Feloyh, B0 10 408l U RIEBREATIIE .

2. MEFEAR(TUKZH)

A AMARATE T = IRBCE 2 /N EL 4C IR 5 T 2-8°C 3000 #4/43 250> 15min,  HX_EiFA]
A7 B I BT 40 2, FRR PR AT -20 C B-80 CARAT, (H BLIBEG S B VR . MARVR i A RE
AU, SRR
3. IMIAEA(TFUKE fin)

A H) EDTA B SRAE N HURE), drAcREETS 30 738N T 2-8°C3000 #4/7) #5-0» 15min,
B b3 BT S B U BRGHE AT 43268, FEAEFR AT T -20°C B-80°C R A7, HSL38E G [ VR il i
VR IREA RL B UCRSL, AR SR o
4. HHIFEAR
MEEELNML: K 4H A PBS Mk 2 Ik 5, FIANMELK4RAR N OEI TR, A5 B5 3R 3000 #4/45,
20 10min. FF LIEEAMMRITE, TUKisk.

VRN KERE IR 3000 /5y, BS0 10mine FE BIE RAMUTIE, TUKIs K

YA L35 AT 2-8°C, 3000 /4y 550 15min BX b3, FiESL B Fs2at, 83 120
‘CE-80°CIRAF. MBS VR

=. ELISA LB

A G UL B THRAE, AFFEFRRIEAR—RE . BRI 0] & Ui - o (L
BEFD o FEAERRUE
1 Ak AR OEZ R EE AR S RN 1-10pg / ml. 1ERIK LRGN

BRIEEALIN 100p], 4°CIER. RH, FEEFLAER, HEEERZMRSE 3 X, &K 3min.

(e i TR E b C O duid, b IRl A s )
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B FFLINA 200ul £, 37CHFE 1-2 he

Veldk: ORISR, ONBERIL, BEdk 3-5 . WA LAFEhe: FEWIE, B
BN 300ul BEK, R 1-2min, FEROKAR BT, B 3-5 8. (e ARk &
H BB GFRUR, AT = AP IRAT RS

DnkE: i SRR AR A 100p T BIR OB SOSAL . (R AL, R
MR bR HE AR AL, A S5 P A B Aot HE L A BH A o BE LA DA B4 0)

BH: HEBREEREE 37CH A 1-2h.

Yedk: [FPIR 3.

bngdd: TS AL L I AR R A PUR ARV 100 pl.

BE: HEBREREE 37CHE 1h.

Vilk: [FIDER 3.

INEESE S T AL ARG IR B S ) AR 100 pl.

BE: ABEBRBEERSE 37 CEYSHE 30 min.

Wedk: [FIPER 3.

MBEEY: THILFIAN TMB YR 100 wl, 37°CREE R 10~30min, B H|#%
ELA B FRY b s L HE IR ) 2 RO e A L

ZIERM: T & RN 2M BRER 100 pl, B i i (3 Bt

LERWE: 10min Py, EFARCE, T 450nm &b, LS P LA 50 %-4L OD {4.

ELISA £ Rit%&
FRYEARAE SR FE AT OD {E AR AERT 28, SR G AR I ARt il 28 7 Rt 5 HE REA IR

#5381 ECXEL e K%
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ELISA Report

1. Apparatus and Reagents
1.1 Apparatus
Equipment Manufacturers Model
Vertical refrigerated display cabinet XingXing LSC-316C
Horizontal freezer MeiLing BCD-318AT
Electronic balance Mettler-Toledo MEZ203E/02
High Speed Tissue Grinder Servicebio KZ-11
High speed refrigerated centrifuge Dragon D3024R
Automatic Plate Washer Rayto RT-3500
Electrothermal blast drying oven Labotery GEL-70
Ultrapure Water Polishing System Aiken water EIf AK-RO-C2
Vortex Mixer Servicebio MX-F
Enzyme label detector Rayto RT-6100
1.2 Laboratory consumables
Equipment Manufacturers Model
1.5ml eppendorf tubes Servicebio EP-150-M
2ml eppendorf tubes Servicebio EP-200-M
1250ul micropipette tip Servicebio TP-1250
200ul micropipette tip Servicebio TP-200
10ul micropipette tip Servicebio TP-10
0-1000ul Adjustable-Volume Pipettor Dragon KE0037273
0-200ul Adjustable-Volume Pipettor Dragon YE3K030591
0-50ul Adjustable-Volume Pipettor Dragon DS35110
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0-10ul Adjustable-Volume Pipettor Dragon KE0012951

2. Collection and preservation of samples

2.1 Animal and plant tissue samples (dry ice transport)
Accurately weigh the weight of animal tissue and add 9 times of the volume of homogenizing

medium (0.86% or 0.9% normal saline is recommended) according to the proportion of weight
(mg): Volume (UL): 1:9. Under the condition of ice water bath, mechanical homogenization is
prepared into 10% homogenizing solution, 2500-3000 RPM, centrifugation for 10 minutes, and

take the supernatant for determination..

2.2 Serum samples (dry ice transport)
The blood sample should be placed at room temperature for 2 hours or 4 °C overnight, then turned

at 2-8 °C 3000 / centrifuged for 15 minutes, and the supernatant can be detected immediately; or it
should be repackaged and stored at - 20 °C or - 80 °C, but repeated freezing and thawing should be
avoided. The thawed sample should be centrifuged again and tested.

2.3 Plasma sample (dry ice transport)
Heparin can be used as anticoagulant. Within 30 minutes after collection, the sample can be

immediately detected at 2-8 °C for 3000 revolutions / centrifuged for 15 minutes; or it can be
separately packed and stored at - 20 °C or - 80 °C, but repeated freezing and thawing should be
avoided. The thawed sample should be centrifuged again and tested.

2.4 Cell sample
Adherent cells: after washing the cells twice with PBS, scrape the cells carefully with cell scrape,

and centrifugate the culture medium at 3000 rpm for 10min. Discard the supernatant and leave the
cells to precipitate and transport with drikold.

Suspension cells: the culture medium was centrifuged for 10 minutes at 3000 rpm. Discard the
supernatant and leave the cells to precipitate and transport with drikold.

Cell supernatant: the supernatant of the sample was centrifugated at 2-8 °C, 3000 RPM for 15
minutes, and it was immediately used for the experiment, or stored at - 20 °C or - 80 °C after

separation. Avoid repeated freezing and thawing.

3. Assay Procedure

According to the instructions of the kit, the operation of different indicators has difference. The
details are subject to the instructions of the ordered Kit (see the attachment). The basic steps are as

follows:
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3.1 Coating: dilute the antibody with carbonate coating buffer to 1-10 pg /ml protein content. Add
100 pl to each well of polystyrene enzyme plate, and stay overnight at 4 °C. The next day, discard
the solution and wash it with washing buffer for 3 times, each time for 3 minutes. (the antibody
has been packed in the general commercial kit, this step can be omitted)

3.2 Blocking: add 200ul of blocking buffer into each hole and incubate at 37 °C for 1-2 H.

3.3 Washing: carefully remove the blocking buffer and put it into the washing machine for 3-5
times. You can also wash the board manually: discard the liquid, add 300ul of wash buffer into
each well, soak for 1-2min, pat dry on the absorbent paper, and repeat for 3-5 times. (the first three
steps can be omitted)

3.4 Sample addition: add 100 p 1 of the sample to be tested to the coated reaction pore. (at the
same time, blank well and standard well with multiple dilutions can be made. If possible, negative
control and positive control can be added as quality control points).

3.5 Warm Incubation: seal the plate with plate sealer and incubate at 37 °C for 1-2 H.

3.6 Washing: synchronous step 3.

3.7 Add antibody: add 100 p 1 diluted biotinylated antibody working solution to each well.

3.8 Warm Incubation: seal the plate with sealing membrane and incubate at 37 °C for 1 h.

3.9 Washing: synchronous step 3.

3.10 Adding enzyme conjugates: add 100 p 1 diluted enzyme conjugates working solution to
each well.

3.11 Warm Incubation: use the plate sealer to seal the plate and then incubate at 37 °C in dark for
30 min.

3.12 Washing: synchronous step 3.

3.13 Add the chromogenic substrate: add 100 ul of TMB substrate solution into each well, react
in the dark at 37 °C for 10-30min, until there is an obvious color gradient in the times diluted
standard pore.

3.14 Stop reaction: add 2 m sulfuric acid 100 p 1 into each reaction well, and the color changes
from blue to yellow.

3.15 Results: within 10 minutes, on the enzyme labeling instrument, at 450 nm, the O.D. of each

well was measured after the blank control pore was zeroed.

4. Calculation of Results

The standard curve was made according to the concentration and O.D. of the standard, and then
the sample concentration was calculated according to the standard curve equation.

The results are sent as ECXEL
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