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=37 n Mean SD CV%
Supernatant 5 5.4%
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=37 n Mean SD CV%
Supernatant 3 5.5%

HmkR Cell culture supernatant, Saliva, Milk, Urine, Serum, Cell culture extracts, Hep Plasma, EDTA

Plasma, Cit plasma, Cerebral Spinal Fluid

od sy Sandwich (quantitative)

R 2.7 pg/ml

6 H 12.5 pg/ml - 800 pg/ml
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Saliva 109 105% - 118%
Milk 95 91% - 98%
Urine 95 91% - 102%
Serum 109 98% - 116%
Cell culture extracts 89 80% - 94%

Cell culture media 86 81% - 89%
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Hep Plasma 89 84% - 92%

EDTA Plasma 98 95% - 99%

Cit plasma 101 95% - 107%

Cerebral Spinal Fluid 92 89% - 95%
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One step assay

5 [ i : Human
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Human VEGF ELISA Kit (ab222510) is a single-wash 90 min sandwich ELISA designed for the
quantitative measurement of VEGF protein in edta plasma, hep plasma, saliva, serum, urine, cell
culture extracts, milk, cell culture supernatant, and cit plasma. It uses our proprietary SimpleStep
ELISA® technology. Quantitate Human VEGF with 2.7 pg/ml sensitivity.

SimpleStep ELISA® technology employs capture antibodies conjugated to an affinity tag that is
recognized by the monoclonal antibody used to coat our SimpleStep ELISA® plates. This
approach to sandwich ELISA allows the formation of the antibody-analyte sandwich complexin a
single step, significantly reducing assay time. See the SimpleStep ELISA® protocol summary in
the image section for further details. Our SimpleStep ELISA® technology provides several
benefits:

- Single-wash protocol reduces assay time to 90 minutes or less

- High sensitivity, specificity and reproducibility from superior antibodies
- Fully validated in biological samples

- 96-wells plate breakable into 12 x 8 wells strips

A 384-well SimpleStep ELISA® microplate (ab203359) is available to use as an alternative to the
96-well microplate provided with SimpleStep ELISA® kits.

INTERFERENCE

Serial dilutions of recombinant human VEGFR1, VEGFR2, and VEGFR3 were prepared starting
at 4 ng/mL and tested for interference. No interference was observed.

SPECIES REACTIVITY

This kit recognizes human VEGF protein.

CALIBRATION


https://www.abcam.cn/ab203359.html

This immunoassay is calibrated against a highly purified human VEGF. The NIBSC/WHO
unclassified purified human VEGF preparation 02/286 was evaluated in this kit.

The dose response curve of the unclassified standard 02/286 parallels the SimpleStep standard
curve. To convert sample values obtained with the SimpleStep human VEGF kit to approximate
NIBSC 02/286 units, use the equation below.

NIBSC 02/286 approximate value (IlU/mL) = 0.0011 x SimpleStep human VEGF value (pg/mL).

PiEA VEGEF is a secreted growth factor of PDGF family active in angiogenesis, vasculogenesis and
endothelial cell growth both in fetus and adult. Alternative splicing produces many isoforms
including major isoforms VEGF121, VEGF 165 and VEGF 189 in human. VEGF expression is
induced by hypoxia. It is regulated by growth factors, cytokines, gonadotropins, nitric oxide,
hypoglycemia and oncogenic mutations. VEGF induces endothelial cell proliferation, promotes
cell migration, inhibits apoptosis and induces permeabilization of blood vessels. VEGF dimers
bind to the FLT1/VEGFR1 and KDR/NVEGFR2 receptors, induce their homodimerization and
autophosphorylation. VEGF 165 and VEGF 145 interact with NRP 1/Neuropilin.

Abcam has not and does not intend to apply for the REACH Authorisation of customers’ uses of
products that contain European Authorisation list (Annex XIV) substances.

It is the responsibility of our customers to check the necessity of application of REACH
Authorisation, and any other relevant authorisations, for their intended uses.

Ta Pre-coated microplate (12 x 8 well strips)

153 1

iU B Store at +4°C. Please refer to protocols.
Hi 1 x 96 tests
10X Human VEGF Capture Antibody 1 x600pl
10X Human VEGF Detector Antibody 1 x600pl
10X Wash Buffer PT (ab206977) 1 x20ml
50X Cell Extraction Enhancer Solution (ab193971) 1x1ml
5X Cell Extraction Buffer PTR (ab193970) 1 x10ml
Antibody Diluent 4Bl 1x6ml
Human VEGF Lyophilized Recombinant Protein 2 vials
Plate Seals 1 unit
Sample Diluent NS (ab193972) 1 x50ml
SimpleStep Pre-Coated 96-Well Microplate (ab206978) 1 unit
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Growth factor active in angiogenesis, vasculogenesis and endothelial cell growth. Induces
endothelial cell proliferation, promotes cell migration, inhibits apoptosis and induces
permeabilization of blood vessels. Binds to the FLT1/VEGFR1 and KDR/VEGFR2 receptors,
heparan sulfate and heparin. NRP1/Neuropilin-1 binds isoforms VEGF-165 and VEGF-145.
Isoform VEGF165B binds to KDR but does not activate downstream signaling pathways, does
not activate angiogenesis and inhibits tumor growth.

Isoform VEGF 189, isoform VEGF 165 and isoform VEGF 121 are widely expressed. Isoform
VEGF206 and isoform VEGF 145 are not widely expressed.

Defects in VEGFA are a cause of susceptibility to microvascular complications of diabetes type 1
(MVCD1) [MIM:603933]. These are pathological conditions that develop in numerous tissues and
organs as a consequence of diabetes mellitus. They include diabetic retinopathy, diabetic
nephropathy leading to end-stage renal disease, and diabetic neuropathy. Diabetic retinopathy
remains the major cause of new-onset blindness among diabetic adults. It is characterized by
vascular permeability and increased tissue ischemia and angiogenesis.

Belongs to the PDGF/VEGF growth factor family.

Secreted. VEGF121 is acidic and freely secreted. VEGF 165 is more basic, has heparin-binding
properties and, although a signicant proportion remains cell-associated, most is freely secreted.
VEGF189 is very basic, it is cell-associated after secretion and is bound avidly by heparin and
the extracellular matrix, although it may be released as a soluble form by heparin, heparinase or
plasmin.

The VEGF standard curve was prepared as described in Section
10. Raw data values are shown in the table. Background-subtracted

data values (mean +/- SD) are graphed.
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Example of human VEGF standard cune in Sample

Diluent NS + 1X Enhancer.
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Standard Curve Measurements

Concentration 0.D450 nm Mean
(pg/mL) 1 2 0D

0 0.104 0.100 0.102

12.5 0.236 0.21 0229

25 0.345 0.332 0.338

30 0.558 0.540 0.549

100 0962 0.940 0.951

200 1.740 1.750 1.745

400 3.068 2.987 3.027

800 3.959 3.954 3957

Example of human VEGF standard cune in Sample

Diluent NS + 1X Enhancer.
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10 100 1000
Human VEGF (pg/mL)

Example of human VEGF standard cune in 1X Cell

Extraction Buffer PTR.

The VEGF standard curve was prepared as described. Raw data
values are shown in the table. Background-subtracted data values

(mean +/- SD) are graphed.

The VEGF standard curve was prepared as described in Section
10. Raw data values are shown in the table. Background-subtracted

data values (mean +/- SD) are graphed.
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Standard Curve Measurements

Concentration 0.D 450 nm Mean
(pg/ml) | 2 0.
0 a.101 0059 0.100
125 0.207 0.192 0.199
2 0.304 0284 0.294
50 0,495 0.467 0.481
100 0853 0805 08%
200 1.547 1425 1.486
400 2679 2634 2757
800 3962 3895 398

Example of human VEGF standard cune in 1X Cell
Extraction Buffer PTR.
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Interpolated concentrations of native VEGF in human

serum and plasma samples.
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Interpolated concentrations of native VEGF in human

breast milk (de-fatted), saliva, and urine samples.

The VEGF standard curve was prepared as described. Raw data
values are shown in the table. Background-subtracted data values

(mean +/- SD) are graphed.

The concentrations of VEGF were measured in duplicates,
interpolated from the VEGF standard curves and corrected for
sample dilution. Undiluted samples are as follows: serum 50%,
plasma (citrate) 50%, plasma (heparin) 50% and plasma (EDTA)
50%. The interpolated dilution factor corrected values are plotted
(mean +/- SD, n=2). The mean VEGF concentration was
determined to be 268.9 pg/mL in neat serum, 123.9 pg/mL in neat
plasma (citrate), 133.8 pg/mL in neat plasma (heparin), and 95.76
pg/mL in neat plasma (EDTA).

The concentrations of VEGF were measured in duplicates,
interpolated from the VEGF standard curves and corrected for
sample dilution. Undiluted samples are as follows: breast milk 2%,
saliva 12.5%, and urine 50%. The interpolated dilution factor
corrected values are plotted (mean +/- SD, n=2). The mean VEGF
concentration was determined to be 21487 pg/mL in neat human
breast milk (de-fatted), 3712 pg/mL in neat human saliva, and 262.0

pg/mL in neat human urine.
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HepG2 A431 MDA-MBPC-3 A549 PBMC
-4355 2 Day

Interpolated concentrations of native VEGF in cell

culture supematant samples.
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Interpolated concentrations of native VEGF.
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Donor #

Serum from ten individual healthy human female

donors was measured in duplicate.

The concentrations of VEGF were measured in duplicates,
interpolated from the VEGF standard curves and corrected for
sample dilution. Undiluted samples are as follows: HepG2 5%,
A431 5%, MDA-MB-435S 12.5%, PC-3 20%, A549 50%, and
PBMC 50%. The interpolated dilution factor corrected values are
plotted (mean +/- SD, n=2). The mean VEGF concentration was
determined to be 5027 pg/mL in neat HepG2 supernatant, 7356
pg/mL in neat A431 supernatant (4 Day), 5918 pg/mL in neat MDA-
MB-435S supernatant, 1495 pg/mL in neat PC-3 (2 Day),

603.4 pg/mL in neat A549 supernatant, and 405.3 pg/mL in neat
PBMC supernatant (PHA-M, 5 Day).

Interpolated concentrations of native VEGF in PC-3 cell extract (1
Day), PC-3 cell extract (2 Day), HepG2 cell extract, A549 cell
extract, and MDA-MB-435S cell extract samples based on a 300
pg/mL extract load. The concentrations of VEGF were measured in
duplicate and interpolated from the VEGF standard curve and
corrected for sample dilution. The interpolated dilution factor
corrected values are plotted (mean +/- SD, n=2). The mean VEGF
concentration was determined to be 86.65 pg/mL in PC-3 cell
extract (1 Day), 149.6 pg/mL in PC-3 cell extract (2 Day), 127.7
pg/mL in HepG2 cell extract, 241.7 pg/mL in A549 cell extract, and
4545 pg/mL in MDA-MB-435S cell extract.

Interpolated dilution factor corrected values are plotted (mean +/-
SD, n=2). The mean VEGF concentration was determined to be
235.0 pg/mL with a range of 81.10 — 993.3 pg/mL.
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Comparison of VEGF in PHA-M stimulated and

unstimulated human PBMC cell culture

supematants stimulated for different durations.

0O.D. (450 nm)

- VEGF165
-»- VEGF189
- VEGF121

Serial dilutions of recombinant human VEGF189 and

VEGF121.

100 1000
Human VEGF (pg/mL)

Human PBMC (seeded at 10x108/mL) were cultured for 2 or 5 days
in the presence or absence of 1.5% PHA-M. The concentrations of
VEGF were measured in three different dilutions of the supernatant
samples in duplicates and interpolated from the VEGF standard
curve. The interpolated values are plotted (mean +/- SD, n=3). The
mean VEGF concentration was determined to be 34.76 pg/mL in 2
Day PHA-M stimulated PBMC cell culture supernatant, 393.7 pg/mL
in 5 Day PHA-M stimulated PBMC cell culture supernatant, and
undetectable in unstimulated PBMC cell culture supernatant at both

2 and 5 days (not shown).

Serial dilutions of recombinant human VEGF189 and VEGF121

were prepared and assayed in parallel with recombinant VEGF165.
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Other species reactivity was determined by

measuring a 500 pg/mL protein load of various

species recombinant VEGF proteins.

50% 50% 50%
L 50%
Dilution Human | Human | Human
Interpolated value| Human
Factor S Plasma | Plasma | Plasma
[Citrate) | (EDTA) |(Heparin)
1 o] £
Undiluted pafml 6928 | 4968 | 8754 | 4653
% Expected value| 100 100 100 100
9 pafml 350 | F6) | 3830 | B2
% Expected value| 103 105 105 100
4 pafml 1665 | 1790 | 16848 | 1663
% Expected value| %6 102 100 100
3 pa/ml 7520 | 7275 | &7% | 8028
% Expected valve| &7 83 80 97
1% pg/mL 3483 | 3480 | 3887 | 41.28
% Expected valve| &0 &0 52 99
Linearity of dilution.
0% %
i L s
Dilufion | Human PC-3 | PC3
Factor nterpolated valve Beoadl Hun:lun HI.I'I:I'ICIH (2Day)
: Saliva | Urine | (1Day) Y,
Mille SN SN
Undiluted pg/ml 4614 | 4573 | 1274 | 1238 | 2944
% Expecled value| 100 100 100 100 100
2 pg/ml 187.1 2502 | 8812 | 4922 | 1565
% Expecled value| 81 101 107 112 104
4 pg/ml 9603 | 1183 | 3234 | 3R | 71&
% Expecled value| 83 93 102 114 95
3 pg/ml 3686 | 5386 MD 16831 | 3946
% Expecled value| 99 87 MD 18 107
1 pg/ml 2043 | 2614 ND ND 17.81
% Expecled value| 103 84 MD ND 37

MD - Mon-Detectable. 0.0. values below the 7 peint of the standard

cunve.

Linearity of dilution.

Protein concentrations were interpolated from the human standard
curve, and graphing the interpolated concentrations (mean +/- SD,

n=2).

Linearity of dilution is determined based on interpolated values from
the standard curve. Linearity of dilution defines a sample
concentration interval in which interpolated target concentrations

are directly proportional to sample dilution.

Native VEGF was measured in the following biological samples in a
2-fold dilution series. Sample dilutions are made in Sample Diluent

NS + 1X Enhancer.

Recombinant human VEGF was spiked into the following biological
samples and diluted in a 2-fold dilution series in Sample Diluent NS
+ 2X Enhancer and in Sample Diluent NS + 1X Enhancer, see

Sample Preparation section for details.

Native VEGF was measured in the following biological samples in a
2-fold dilution series. Sample dilutions are made in Sample Diluent
NS + 2X Enhancer and in Sample Diluent NS + 1X Enhancer, see
Sample Preparation section for details. Cell culture supernatants

are represented by SN.
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50%
Ditufion 50% | 12.5% 5% P PHA-M
foctyr |Merpolated value| ASA7 | MDA-MB- | HepG2 | , 3laSN PEMC
actor SN | 4SSN | SN N (5
Day)
L 5. 36. 2 | 384, 7
Undiluted pg/m 3258 | 6367 | 2452 | 3346 | 1912
% Expected value | 100 100 100 100 100
2 pa/rl 145.3 | 4098 | 1250 | 1411 | 97.32
% Expected value | &7 118 102 84 102
4 pa/rml 7349 | 1867 | 6151 | 7870 | 5117
% Expected value| %0 107 100 83 107
8 pa/ml 37.53 | 8158 | 3211 | 4370 | 2666
% Expected value | 52 94 105 103 112
14 pa/ml 1841 | 4853 | 1616 | 2538 | 1310
% Expected value | 71 112 105 108 110
Linearity of dilution.
300
300
300 300 ug/ml
Dilufion s | waimt | o/t u;?:ﬂ MDA
Interpolated value PC-3 Cell| HepG2 MB-
Factor Cell A547 Cell
Extract Extract (2| Cell Edvact 4355
Day) | Bdract Cell
(1 Day) Extract
1 85.18
Undilsted pa/ml ¢ 1437 1190 | 2325 | 4514
%Expectedvalve| 190 | qo0 | 100 | 100 | 100
5 pa/mlL 41.55 | 7046 [ 5944 17,0 | 2133
% Expected valve | %5 95 100 101 95
4 pa/mlL 077 | 3578 | 3336 | 6119 | 1072
% Expected valve | %5 39 112 105 95
8 pa/mlL 11590 | 2131 17.39 3175 | 58.03
% Expected valve | 112 118 117 10% 103
16 pa/mlL ND ND ND 1519 | 31.34
% Expected valve| ND ND ND 105 111
ND - Nen-Detectable. 0.0, values below the 7% point of the standard
cunve.
Linearity of dilution.
. Minimal
Sample Diluent Buffer n:
Detectable Dose
1X Cell Extraction Buffer PIR 10 29pg/mL
Sample Diivent NS + TX Enhancer 14 270g/mL
SR

Assay

sensitivity.

Native VEGF was measured in the following biological samples ina
2-fold dilution series. Sample dilutions are made in Sample Diluent
NS + 2X Enhancer and in Sample Diluent NS + 1X Enhancer, see
Sample Preparation section for details. Cell culture supernatants

are represented by SN.

Native VEGF was measured in the following biological samples in a
2-fold dilution series. Sample dilutions are made in 1X Cell
Extraction Buffer PTR.

The MDD was determined by calculating the mean of zero standard
replicates and adding 2 standard deviations then extrapolating the

corresponding concentration.
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SimpleStep ELISA technology allows the formation of the antibody-

antigen complex in one single step, reducing assay time to 90
minutes. Add samples or standards and antibody mix to wells all at

e once, incubate, wash, and add your final substrate. See protocol for

Antigen ——

a detailed step-by-step guide.

Antitag |
antibody

Add sample and Wash + add Add stop
antibady cocktail TMB subtrate solution + Read

Sandwich ELISA - Human VEGF ELISA Kit
(ab222510)

To learn more about the advantages of SimpleStep ELISA® kits

Get more done with
SimpleStep ELISA see here.

Easy to use
@ Single-wash 90-minute
protocol

Flexible
Matched antibody pairs

@ available

Precision antibodies
High sensitivity, specificity

and reproducibility
Scalable

Now in 10-pack and
384-well formats

Sandwich ELISA - Human VEGF ELISA Kit

(@b222510)

Please note: All products are "FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES"

Our Abpromise to you: Quality guaranteed and expert technical support

e Replacement or refund for products not performing as stated on the datasheet
e Valid for 12 months from date of delivery

e Response to your inquiry within 24 hours
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e \We provide support in Chinese, English, French, German, Japanese and Spanish
e Extensive multi-media technical resources to help you

e We investigate all quality concerns to ensure our products perform to the highest standards

If the product does not perform as described on this datasheet, we will offer a refund or replacement. For full details of the Abpromise,
please visit https://www.abcam.cn/abpromise or contact our technical team.

Terms and conditions

e Guarantee only valid for products bought direct from Abcam or one of our authorized distributors


https://www.abcam.cn/abpromise
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