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Ferroportin/SLC40A1 Antibody - BSA Free

Product Information
Unit Size
Concentration
Storage

Clonality

Preservative

Isotype

Purity

Buffer

Target Molecular Weight

Product Description
Host

Gene ID

Gene Symbol
Species

Reactivity Notes
Immunogen

Product Application Details

Applications

Recommended Dilutions

Application Notes

Images

0.1ml
1 mg/ml

Store at 4C short term. Aliquot and store at -20C long term. Avoid freeze-thaw
cycles.

Polyclonal

0.02% Sodium Azide

19G

Immunogen affinity purified
PBS

62.5 kDa

Rabbit

30061

SLC40A1

Human, Mouse, Rat, Porcine, Bovine

Rat reactivity reported in scientific literature (PMID: 24895335).

This Ferroportin/SLC40A1 Antibody was developed against a synthetic peptide
made to an internal portion of human Ferroportin 1 (within residues 250-300).
[Swiss-Prot: QONP59]

Western Blot, Immunohistochemistry-Paraffin, Flow Cytometry, Flow
(Intracellular), Immunocytochemistry/ Immunofluorescence,
Immunohistochemistry

Western Blot 1.0 ug/ml, Flow Cytometry 1.0 ug/ml. Use reported by customer
review, Immunohistochemistry 1:200, Immunocytochemistry/
Immunofluorescence, Immunohistochemistry-Paraffin 1:200, Flow (Intracellular)

In Western blot, a band is seen at ~62 kDa.

Mouse Ferroportin/SLC40A1, 5-aminolevulinic acid synthase (ALAS), A

and ferritin light chain (FLC) proteins are increased in sickle mice SDa; SE——
overexpressing human wt-FHC. Proteins of subcellular fractions isolated
from livers of wt-, ms-, and LRS-treated mice (n = 4) were run on a
western blot (30 ug protein/lane) and immunostained for microsomal

ferroportin. Image collected and cropped by CiteAb from the following .

publication s e

(https://journal.frontiersin.org/article/10.3389/fphar.2014.00079/abstract),
licensed under a CC-BY license.
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HepG2 cells were fixed and permeabilized for 10 minutes using -20C
MeOH. The cells were incubated with Ferroportin/SLC40A1 Antibody at
5.0 ug/ml overnight at 4C and detected with an anti-rabbit DyLight 488
(green) at a 1:500 dilution. Alpha tubulin (DM1A) [NB100-690] was used
as a co-stain at a 1:1000 dilution and detected with an anti-mouse
DyLight 550 (red) at a 1:500 dilution. Nuclei were counterstained with
DAPI (blue). Cells were imaged using a 40X objective.

Detection of Ferroportin/SLC40A1 protein in murine small intestinal
section using Ferroportin/SLC40A1 Antibody at a dilution of 1:200. The
antibody primarily developed a membranous staining pattern in the
intestinal epithelial cells.

An intracellular stain was performed on HepG2 cells with

548

Ferroportin/SLC40A1 Antibody NBP1-21502 (blue) and a matched
isotype control NBP2-24891 (orange). Cells were fixed with 4% PFA and
then permeabilized with 0.1% saponin. Cells were incubated in an g S
antibody dilution of 1.0 ug/mL for 30 minutes at room temperature, zZ g
followed by Rabbit IgG (H+L) Cross-Adsorbed Secondary Antibody, : 2
Dylight 550 (SA5-10033, Thermo Fisher). § g1
O'.o' 102 £ zcl;‘ 165 165 :Ic!”
Ferroportin/SLC40A1L
Western blot of human intestine lysate (Molecular weight: 62.5 KDa) kDa
using Ferroportin/SLC40A1 Antibody. 191+
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Western blot of bovine adult eye using Ferroportin/SLC40A1 Antibody.

Image from verified customer review. .

Duodenal mucosa samples from weanling pigs with iron replete or iron

deficient status were probed using (NBP1-21502; 1:1000 dilution) and &
GAPDH (loading control). Image from verified customer review. _55'
S &
§ 6’*‘0
<
62 kDa j=== == =" — | FPN1

HepG2 clones overexpressing heparanase showed a reduction of c;t-‘:, o
hepcidin expression and indices of iron loading. Two stable clones of H @0,38 ,28?'

HepG2 cells transfected with pcDNA3.1-HPA (HPA3 and HPAG) were EPN ..; _62
analyzed for hepcidin expression, BMP/SMAD signaling and indices of
iron status. Western blot of Ferroportin/SLC40A1 and its densitometry. ACTIN - - a3
The values are expressed as-dCt (for HPA mRNA) or as fold change kDa
over the control (MOCK) (for hepcidin and I1d1 mRNA). The images are Ferroportin protein
representative from three different analyses. Image collected and » :
cropped by CiteAb from the following publication
(https://dx.plos.org/10.1371:journal.pone.0164183), licensed under a
CC-BY license.
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MOCK HPAJ HPAG

Immunostaining for Ferroportin/SLC40A1 shows uniform reactivity on the B prmeeees

ciliary epithelium (panel 1). Fpn is expressed mainly in NPE cells (panel
2). H&E stained section shows orientation of the ciliary epithelium with
respect to the iris and AH (panel 3). Fpn is expressed on corneal
epithelium (panel 4) and endothelium (panel 5). Scale bar: 25 um. Image 2 A D
collected and cropped by CiteAb from the following publication
(//pubmed.ncbi.nim.nih.gov/29859760/) licensed under a CC-BY license.
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Detection of Ferroportin/SLC40A1 protein in murine liver section using :{f “ acd:
Ferroportin/SLC40A1 Antibody at a dilution of 1:200. The representative r-'.: - B o ?" S
image shows intense staining in the cellular membranes, whereas, a Do

relatively milder postivity was observed in the cytoplasm of hepatocytes. - -":'njg
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Analysis using the PE conjugate of Ferroportin/SLC40A1 Antibody.
Staining of Ferroportin in human B lymphocytes in peripheral blood using
PE conjugated anti-Ferroportin/SLC40A1 antibody. Image from verified
customer review.

Lymphocytes, FPN PE+

ASRTTD

FPN 1PE CD20 PE-Cy7

An intracellular stain was performed on HepG2 cells with NBP1- 600 |
21502AF647 (blue) and a matched isotype control (orange, NBP2- |
24893AF647). Cells were fixed with 4% PFA and then permeablized with
0.1% saponin. Cells were incubated in an antibody dilution of 5 ug/mL for
30 minutes at room temperature. Both antibodies were conjugated to
Alexa Fluor 647.

400

Relative Cell Number

200 |
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Ferroportin/SLC40A 1 Alexa Fluor 647
An intracellular stain was performed on Hek293 cells with NBP1-21502
(blue) and a matched isotype control NBP2-24891 (orange). Cells were
fixed with 4% PFA and then permeabilized with 0.1% saponin. Cells
were incubated in an antibody dilution of 1.0 ug/mL for 30 minutes at
room temperature, followed by Rabbit IgG (H+L) Cross-Adsorbed
Secondary Antibody, Dylight 550 (SA5-10033, Thermo Fisher).
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Mouse ferroportin, 5-aminolevulinic acid synthase (ALAS), and ferritin ‘;koa _
light chain (FLC) proteins are increased in sickle mice overexpressing S ——— FermoporE,
human wt-FHC. Proteins of subcellular fractions isolated from livers of

wt-, ms-, and LRS-treated mice (n = 4) were run on a western blot (30 ug

protein/lane) and immunostained for (A) microsomal ferroportin. . GAPDH

Immunohistochemistry-Paraffin: Rabbit Polyclonal Ferroportin/SLC40A1
Antibody [NBP1-21502] - Staining of mouse small intestines using
Ferroportin/SLC40A1 Antibody. Tissue was fixed in formalin overnight
and embedded in paraffin. ~5 micro sections on slides were dehydrated.
Antigen retrieval was done using citrate buffer in rice steamer for 20mins.
1 hour blocking without permeabilization. Overnight primary ab
incubation was done 1:200 (NBP1-21502) at 4C. 2-hr secondary
antibody incubation was at room temp; mounting media with DAPI.
Image from a verified customer review.

Western Blot: Ferroportin/SLC40A1 Antibody - BSA Free [NBP1-21502] - ® cofms 25T = e 2o e ey =,
Analysis of Cu & Fe content & metal-binding protein expression in wild- = "l ==lr = o= [E5 S (o el oo w wl:c
type & PrPC-null mouse total brain at different ages. (A) The graph == 0 T
shows the ratio of Cu & Fe levels in Prnp0/0 & Prnp+/+ brain samples i o [ S| = = o] - -

(P1, P365 N = 4; P7, P30, P180 N = 6; P90 N = 5). (B) Representative /Sl e\ e s S s &

B-ACHN] e —| — c— | — — — || — 12

Western blot images showing metal-binding protein levels in Prnp0/0 & el ~
Prnp+/+ brain samples (N = 4). The constant level of the housekeeping F IE r ‘ -4

proteins (B-IlIl Tubulin & B-Actin) are also reported. (C) The graph shows — s
the up- or down-regulation of protein expression in Prnp0/0 samples

compared to Prnp+/+, i.e., (Prnp0/0 protein OD/housekeeping OD)/(Prnp

+/+ protein OD/housekeeping OD). All error bars indicate SD; N =4

minimum; *p < 0.05; **p < 0.01; ***p < 0.001. Image collected & cropped

by CiteAb from the following publication

(https://pubmed.nchi.nim.nih.gov/27729845), licensed under a CC-BY

license. Not internally tested by Novus Biologicals.

Western Blot: Ferroportin/SLC40A1 Antibody - BSA Free [NBP1-21502] -F  pox - - * + *
Fisetin alleviates DOX-induced ferroptosis via the SIRT1/Nrf2-regulated Fisetin - * - * %
signaling pathway. (A & B). Western blot results of SIRT1 protein levels ~ SRT!sRNA - - - -

after SIRT1 siRNA transfection. (C). Western blot of nuclear & cytosol SRTI | o e =~ — e | t1okn
Nrf2 levels in vitro after treatment with DOX and/or fisetin, SIRT1 siRNA. CPXd | oo @ == == o — [17KD
(D—E) nucleus or cytosol Nrf2 protein from Western blot results. (F). P T e ——
Protein expression levels of SIRT1, GPX4, Keapl, HO-1, FTH1, FTL, —
FPN, TfR1, & nuclear Nrf2 in H9c2 cells administrated with DOX and/or HO [ e e == e e e = — 3500
fisetin, SIRT1 siRNA. (G). Quantification of SIRT1, GPX4, Keapl, HO-1, FTHT [ e oy @ == ~— oo aw e = |
FTHL1, FTL, FPN, & TfR1 protein from Western blot results (n = 4). The FTL |......___,__ .,_,_______.._’ p_—

values are presented as mean = SD. *p < 0.05; **p < 0.01; ***p < 0.001;
NS, no significance. Image collected & cropped by CiteAb from the

FPN l"‘b""‘"‘————‘-—’GZKD

following publication (https://pubmed.ncbi.nlm.nih.gov/35273493), TIR1 | e - o o e - — | 90KD
licensed under a CC-BY license. Not internally tested by Novus GAPDH [ g aoe e e e s e e | 57D
Biologicals.
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Western Blot: Ferroportin/SLC40A1 Antibody - BSA Free [NBP1-21502] - D WB SDS-PAGE
Transgenic mice overexpressing heparanase have increased ferritin-iron WT TG-HPA

& ferritin protein content in the liver.(A & B) Western blot of liver extracts ; - i ;

from WT & TG-HPA mice (A) for ferritin L-chain (FTL) subunits in SDS- FPN i e ae «i @ S —o2 kDa
PAGE with GAPDH as calibrator & (B) for assembled ferritin in non-

denaturing PAGE. (C) Prussian blue stain of non-denaturing PAGE GAPDH ww = e == = == e —37kDa

loaded with 50 ug protein, before (upper) & after enhancing with DAB &
H202 (lower). rFTL is control purified recombinant mouse FTL. (D)
Western blot of Ferroportin (FPN) & (E) of Transferrin Receptorl (TfR1)
& their respective GAPDH as calibrator. Densitometry data were
obtained from 3 independent experiments. Image collected & cropped by
CiteAb from the following publication
(https://pubmed.ncbi.nim.nih.gov/27711215), licensed under a CC-BY
license. Not internally tested by Novus Biologicals.

Western Blot: Ferroportin/SLC40A1 Antibody - BSA Free [NBP1-21502] - R
Sodium ascorbate (150 uM) was added to the apical and/or basal
medium of Caco-2 cells cultured on permeable Transwell® inserts. 04
Ferroportin protein expression was measured with ELISA. Data are
means * SD, n = 12. Significant differences from the baseline (0 uM) are = o3
labeled with an asterisk (*). A western blot of ferroportin at the
0.2
0.1
0
(1)opM 2) basal 150 uM  (3) basal/apical (4)basa|150|.lM/
150 pM apical Fe 20 pM

corresponding treatments is shown above the graph. Image collected &
cropped by CiteAb from the following publication
(http://www.mdpi.com/2072-6643/6/1/249), licensed under a CC-BY
license. Not internally tested by Novus Biologicals.

Ferroportin (ng/mg protein)

Ascorbate addition

Western Blot: Ferroportin/SLC40A1 Antibody - BSA Free [NBP1-21502] - F (kDa)
PPARS knockdown abrogated the effects of GW501516 on 6-OHDA- DMT1 —»| — == - L
triggered protein levels of DMT1, FPN1, & Ferritin, & mRNA expression

of DMT1. Cells stably expressing shRNA targeting scrambled sequences

FPN1 —»I ------——--\-62

or PPARS were pretreated with DMSO or GW501516 for 8 h, & Feritn — | @ - @B B s = B =
subsequently incubated with or without 6-OHDA for 16 h. Total RNA & TR1 —» [ = 10
protein were extracted, & levels of mMRNA & protein were analyzed by .

real-time PCR (A-E) & Western blot (F). RPS18 & a-tubulin were used o-tubulin: — | -
as internal controls for real-time PCR & Western blot, respectively. 6-OHDA(20 M) - + + — — + + -
Results are expressed as means of triplicate + SE (A-D). * p < 0.05, ** p GW501516(5nM) - - + + - - + +

< 0.01 relative to untreated group; #p < 0.05 relative to 6-OHDA-treated o — PPARS
group. Image collected & cropped by CiteAb from the following ShRNA ShRNA

publication (https://pubmed.ncbi.nim.nih.gov/35624674), licensed under
a CC-BY license. Not internally tested by Novus Biologicals.

sham

Immunocytochemistry/ Immunofluorescence: Ferroportin/SLC40A1 F spinal cord FPNI Neun merge
FPNL1 in the spinal cord. (A) SIRT2 levels decreased in the microglia of

SNI rats. (B,C) FPNL levels decreased in the microglia & neurons of SNI

rats. The image in the first column on the left shows the overall outline of

double immunofluorescence staining of SIRT2 or FPNL1 (red) in the v
spinal dorsal horn; CD11b, a microglia marker (green) or NeuN, a N

neuronal marker (green) in the sham group & SNI group. Scale bars, X
100 um. SNI, spared nerve injury; SIRT2, sirtuin 2; FPN1, ferroportin 1.

Image collected & cropped by CiteAb from the following publication

(https://pubmed.ncbi.nim.nih.gov/35401208), licensed under a CC-BY

Antibody - BSA Free [NBP1-21502] - The cellular localization of SIRT2 & . . . .
the spinal cord. Representative confocal images show the results of
license. Not internally tested by Novus Biologicals.

O ——
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Western Blot: Ferroportin/SLC40A1 Antibody - BSA Free [NBP1-21502] - A

=
Inhibition of GLRX5 upregulates an iron-starvation response. (A-D) Q:ISC’ Q}ijo‘e
Protein & mRNA expression of (TfR1, TFRC), iron regulatory protein I \,
(IRP2, IREB2), ferritin (FTH1) & ferroportin (Fpn, SLC40A1) genes in
HN4R cells stably transduced with a vector or shGLRX5 & GLRX5res, SAS - + - + — + (kDa)

which were subjected to 1 mM SAS treatment for 24 h. (E-H) Aconitase TFR1 - S e 9 s 50
& a-ketoglutarate dehydrogenase (aKGDH) activities, immunoblots, &

cell death of HN4R cells stably transduced with a vector control or IRP2 S5 % 5 S s e — 105
SshGLRX5 & resistant GLRX5 cDNA (GLRX5res) wild type (WT) or

catalytically inactive mutant cDNA (K101Q). The error bars represent FTH1 *m—m
standard errors from three replicates. ** P < 0.01 between the different
groups treated with SAS. Image collected & cropped by CiteAb from the Fpn e o = —o2

following publication (https://pubmed.ncbi.nlm.nih.gov/32685019), Grx5 = - - 17
licensed under a CC-BY license. Not internally tested by Novus :
Biologicals. Actin - e s o> e e —45
Immunocytochemistry/ Immunofluorescence: Ferroportin/SLC40A1 spinal cord PPN coiib .

Antibody - BSA Free [NBP1-21502] - The cellular localization of SIRT2 & i
FPNL1 in the spinal cord. (A) SIRT2 levels decreased in the microglia of

SNI rats. (B,C) FPNL levels decreased in the microglia & neurons of SNI

rats. The image in the first column on the left shows the overall outline of

the spinal cord. Representative confocal images show the results of

double immunofluorescence staining of SIRT2 or FPNL1 (red) in the o
spinal dorsal horn; CD11b, a microglia marker (green) or NeuN, a

neuronal marker (green) in the sham group & SNI group. Scale bars,

100 um. SNI, spared nerve injury; SIRT2, sirtuin 2; FPN1, ferroportin 1.
Image collected & cropped by CiteAb from the following publication
(https://pubmed.ncbi.nim.nih.gov/35401208), licensed under a CC-BY
license. Not internally tested by Novus Biologicals.

Western Blot: Ferroportin/SLC40A1 Antibody - BSA Free [NBP1-21502] - h
Effects of HDAC3 inhibition in vivo on hepcidin expression in iron-

deficient mice. Four-week-old C57BI/6 mice were fed a low-iron diet (2 RGEPOGE

ppm) for 3 weeks, followed by two doses of RGFP966 2 h apart, & killed Control  Lysate

2 h following the second dose. Effect on hepatic aCdkn1a, bHamp1, _ . =

cld1, dAtoh8, eSmad7, & fBmp6 mRNA expression, g liver iron. h Ferroportin 62 kDa T g - 50 ko2

Western blot for hepatic ferroportin expression. i Effect of RGFP966 on
spleen iron. N =6 per group. Data are means ts.e.m. *P <0.05; **P <
0.01; ***P <0.001; ****P <0.0001; NS, P> 0.05 Image collected &
cropped by CiteAb from the following publication
(https://pubmed.ncbi.nim.nih.gov/28864822), licensed under a CC-BY
license. Not internally tested by Novus Biologicals.

Actind2 kDa S SSSampn _ oi0s
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Western Blot: Ferroportin/SLC40A1 Antibody - BSA Free [NBP1-21502] - &
SHP abrogates the BMP6 effect on iron metabolism through inhibition of BMPE - + = +
hepcidin gene expression in mice.(a—d) C57/BL6 mice were injected with AAGER & g ot
Ad-GFP (n =4 per group, 5.9 x 109 pfu) or Ad-Flag-SHP (n =5 per group, Ad-Flag-SHP - - + 4
5.9 x 109 pfu) via the tail-vein, & treated with Vehicle or BMP6 (500 ‘ il

ug/kg, i.p.) for 6 h at day 5 after the infection. (a) Serum iron level. (b) Q- - _ FPMN
PCR analysis showing hepcidin & SHP mRNA levels in liver. (c) Serum e :
hepcidin levels. (d) Western blot analysis showing SMAD1/5/8 I ——— - TLIDUIIN
phosphorylation & SHP expression in liver. (€) Western blot analysis

showing FPN expression in spleen (top). Graphical representation 1.4- -

showing FPN expression (bottom). Data are presented as means + SD. £ .2-

Arrows show locations of molecular weight markers. The western blot 8 1.04;

images were cropped with a grey cropping line. All gels for western blot e oell

analysis were run under the same experimental conditions. **P < 0.01, %

“*P < 0.001 by two-tailed Student t-test. Image collected & cropped by = 0.8

CiteAb from the following publication Z 0.4|
(https://www.nature.com/articles/srep34630), licensed under a CC-BY e aad]

license. Not internally tested by Novus Biologicals. o

Western Blot: Ferroportin/SLC40A1 Antibody - BSA Free [NBP1-21502] - A CPI-455

Upregulation of H3K4me3 increases iron exporter Fpnl & exhibits

neuroprotection.a, b CPI-455 treatment (24 h) increased the protein level OuM  1pM 5uM  kDa
of H3K4me3 & Fpnl in SH-SY5Y cells. ¢ MTT assay showed CPI-455 i

showed neuroprotection against the toxicity of 6-OHDA in SH-SY5Y Fpn1 | (sl Sl S | 62

cells. d—g SH-SY5Y cells were infected by AAV-KDM5C-silencing virus,
& KDM5C was significantly decreased at the mRNA level as reflected by :
RT-PCR d & at the protein level by Western blot e, f. In addition, Fpnl & H3KAMe3 | s s s | 7
H3K4me3 were increased in AAV-KDM5C-silencing virus infected cells
e, f. Moreover, g silencing KDM5C showed a slight neuroprotection _
against 6-OHDA-induced PD model in SH-SY5Y cells. *P <0.05; **P < B-Actin | < —— - S—- 42
0.01; ***P < 0.001. Data are presented as mean + SEM. n = 3—4 for each
group in Western blot & n =5 for each group in MTT assay. Image
collected & cropped by CiteAb from the following publication
(https://pubmed.ncbi.nim.nih.gov/33116116), licensed under a CC-BY
license. Not internally tested by Novus Biologicals.

Western Blot: Ferroportin/SLC40A1 Antibody - BSA Free [NBP1-21502] - E

Upregulation of H3K4me3 increases iron exporter Fpnl & exhibits Control shKDM5C kDa
neuroprotection.a, b CPI-455 treatment (24 h) increased the protein level

of H3K4me3 & Fpnl in SH-SY5Y cells. ¢ MTT assay showed CPI-455 Fpn1 | e o | 5

showed neuroprotection against the toxicity of 6-OHDA in SH-SY5Y

cells. d—g SH-SY5Y cells were infected by AAV-KDM5C-silencing virus,
& KDM5C was significantly decreased at the mRNA level as reflected by H3K4Ame3 | cese—e e | 17
RT-PCR d & at the protein level by Western blot e, f. In addition, Fpnl &
H3K4me3 were increased in AAV-KDM5C-silencing virus infected cells ]
e, f. Moreover, g silencing KDM5C showed a slight neuroprotection B-Actin | enemse es——— | 42

against 6-OHDA-induced PD model in SH-SY5Y cells. *P <0.05; **P <

0.01; ***P <0.001. Data are presented as mean + SEM. n = 3—4 for each R 3 e
s s 180
—

42

KMDS&C

group in Western blot & n =5 for each group in MTT assay. Image
collected & cropped by CiteAb from the following publication
(https://pubmed.ncbi.nim.nih.gov/33116116), licensed under a CC-BY B-Actin
license. Not internally tested by Novus Biologicals.
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Western Blot: Ferroportin/SLC40A1 Antibody - BSA Free [NBP1-21502] - €
SHP deficiency alters hepcidin gene expression in liver of HID mice.(a—i)

WT & SHP KO mice (n =5 per group) were fed with high-iron diet (HID, 8 WT SHP KO

g/kg) for 3 weeks. (a) Serum iron level. (b) Hepcidin mRNA level in liver.

(c) Hepcidin expression in mouse liver. IHC was performed using an Con HID Con HID
antibody against hepcidin. Scale bar shows 50 ym. (d) Serum hepcidin Eﬁkd+l a SHP

level. (e) Western blot analysis (left panel) showing hepatic SHP &

splenic FPN expression & graphical representation (right panel) showing  4zkd —_—
splenic FPN expression. (f) Splenic iron level. (g) Perls’ prussian blue g !‘ Actin

staining in spleen. Scale bar shows 200 um. (h) BMP6 & BMP9 mRNA Liver
levels in liver. (i) Western blot analysis (top) & graphical representation 2o
(bottom) showing SMAD1/5/8 phosphorylation in liver. The grouping of — e FPN

the images is from different parts of the same gel. Data are presented as

means + SD. Arrows show locations of molecular weight markers. The S5 (el (el @ O Tubulin
experiment was repeated on a minimum of three separate occasions.

The western blot images were cropped with a grey cropp_ing line. All gels Spleen

for western blot analysis were run under the same experimental

conditions. *P <0.05, **P <0.01, ***P < 0.001 by two-tailed Student t-test.

Image collected & cropped by CiteAb from the following publication

(https://lwww.nature.com/articles/srep34630), licensed under a CC-BY

license. Not internally tested by Novus Biologicals.

Western Blot: Ferroportin/SLC40A1 Antibody - BSA Free [NBP1-21502] -4 .,

Differential expression of proteins of iron metabolism in CCA cells. The wo-“ T
CCA4, CCLP1 & HUCCT1 human CCA-derived cell lines were cultured st
as adherent monolayers (MON) or in 3D sphere conditions (SPH). Panel . _-m n—
a. Top left, representative immunoblot analysis. Cell extracts were
reacted with antibodies against transferrin receptor (TfR1), ferroportin —- - g
(FPN), ferritin H subunit (FtH) & vinculin. Cropped blots are displayed. 135 e, — VINCULIN
The original full blot images can be found in Supplementary Information.

. . ‘g . . MON SPH MON SPH MON SPH
The graphs show densitometric quantification of immunoblot analyses. — e =

The values were normalized to vinculin & expressed as a fraction of
respective MON cells normalized to 1. Mean values + SEM (n=6), *p <
0.05, **p<0.01 vs control MON for each cell line. Panel b. RNA bandshift
analysis of IRP activity. Cytoplasmic extracts were incubated with a 32P-
labeled iron-responsive element (IRE) probe & RNA-protein complexes
separated on non-denaturing polyacrylamide gels. On the left a
representative autoradiogram is shown. A cropped gel is displayed. The
original full gel image can be found in Supplementary Information. The
graph on the right shows the densitometric quantification of IRPs bands
by direct nuclear counting, as described in Materials & Methods; mean
percentages £ SEM of control values (n =6),, “*p<0.01, ***p< 0.001 vs
control MON for each cell line. Panel c. TfR1 & FPN mRNA levels were
measured by quantitative RT-PCR. Samples were analyzed in triplicate,
normalized to the housekeeping gene 18 S & expressed as percentage
of respective MON cells normalized to 1. Mean values £ SEM (n =6), **p
<0.01 vs control MON for each cell line. Image collected & cropped by
CiteAb from the following publication
(https://pubmed.ncbi.nim.nih.gov/29247214), licensed under a CC-BY
license. Not internally tested by Novus Biologicals.
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Western Blot: Ferroportin/SLC40A1 Antibody - BSA Free [NBP1-21502] - ()

Iron (55Fe) transport across the apical & basal borders. (a) Apical
transport (uptake) of 55Fe in response to intracellular/basal ascorbate
(150 uM) was increased compared to no ascorbate. The cells were
incubated with ascorbate in the basal chamber for 24 h. Values are
means of 10 samples £SD. The difference between treatments was
significant (p = 0.04). (b) Basolateral transport of iron (as 55Fe) in
response to intracellular/basal ascorbate (150 uM) was increased
compared to no ascorbate. The cells were incubated with ascorbate in
the basal chamber for 24 h. Values are means of 10 samples £SD. The
difference between treatments was significant (p = 0.03). (c) Western
Blot of cells treated with ascorbate (150 uM). Lane 1: Control cells (no
treatment). Lane 2: Basal ascorbate at 150 uM; these were the
ferroportin levels before iron addition in (a). Lane 3: Ferroportin levels 22
h after the iron addition (20 uM for 2 h) in (a). Image collected & cropped
by CiteAb from the following publication (http://www.mdpi.com/2072-
6643/6/1/249), licensed under a CC-BY license. Not internally tested by
Novus Biologicals.

Western Blot: Ferroportin/SLC40A1 Antibody - BSA Free [NBP1-21502] -

Metformin rescues BMP6-mediated alteration of iron metabolism in mice.
(a—e) C57/BL6 mice (n =4 per group) were treated with BMP6 (500
Mg/kg, i.p.) & metformin (200 mg/kg, p.o.). (@) Serum iron level. (b) Q-
PCR analysis showing hepcidin & SHP mRNA levels in liver. (c) Serum
hepcidin levels. (d) Western blot analysis showing SMAD1/5/8
phosphorylation & FPN in liver. (e) Western blot analysis (top) &
graphical representation (bottom) showing FPN expression in spleen. (f)
Schematic diagram of SHP-mediated inhibition of BMP6-SMADs
pathway. Data are presented as means + SD. Arrows show locations of
molecular weight markers. The western blot images were cropped with a
grey cropping line. All gels for western blot analysis were run under the
same experimental conditions. *P <0.05, **P <0.01, ***P <0.001 by two-
tailed Student t-test. Image collected & cropped by CiteAb from the
following publication (https://www.nature.com/articles/srep34630),
licensed under a CC-BY license. Not internally tested by Novus
Biologicals.

Western Blot: Ferroportin/SLC40A1 Antibody - BSA Free [NBP1-21502] -

Comparison of Cu, Fe, & metal-binding protein expression levels in wild-
type & PrPC-null mouse spleen at different ages. (A) The graph shows
the ratio of Cu & Fe levels in Prnp0/0 & Prnp+/+ spleen samples (P15 N
=3; P30 N =4; P90, P180 N = 6; P365 N = 5). (B) The graph shows the
weight of spleen extracted from Prnp0/0 & Prnp+/+ mice; N = 4. (C)
Representative Western blot images showing metal-binding protein
levels in Prnp0/0 & Prnp+/+ spleen samples. The constant level of the
housekeeping protein (B-Actin) are also reported. (D) The graph shows
the up- or down-regulation of protein expression in Prnp0/0 samples
compared to Prnp+/+, i.e., (Prnp0/0 protein OD/housekeeping OD)/
(Prnp+/+ protein OD/housekeeping OD); N = 4. All error bars indicate
SD; *p < 0.05; **p < 0.01; ***p < 0.001. Image collected & cropped by
CiteAb from the following publication
(https://pubmed.ncbi.nim.nih.gov/27729845), licensed under a CC-BY
license. Not internally tested by Novus Biologicals.
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Western Blot: Ferroportin/SLC40A1 Antibody - BSA Free [NBP1-21502] -

Htt elimination disrupts brain iron homeostasis.(A) Representative

photographs of immunohistochemical staining for ferritin light chain (Ft).

Left panels: cerebella of 21mo CTL noTM & 18mo cKO TM@3mo;

middle panels: thalami of 12mo CTL TM@9mo & 12mo cKO TM@9mo;

right panels: striata of 21mo CTL noTM & 18mo cKO TM@3mo. Note oL Tltﬂotre%Ed KO

that Ft levels are already extremely reduced in the thalamus 3 months

after Htt elimination (middle panels), & that Ft expression is practically

abolished in the cerebellum in the absence of Htt (left panels). (B) w Tfr
Representative western blots of Tfr & Fpn protein expression in 10

month-old brains from CTL & cKO mice TM-treated at 6 months of age.

Antibody against actin was used as internal control for loading. Note that S G e @ DN
Tfr & Fpn levels are increased in TM-treated cKO compared to controls.

(C) Quantification of Tfr & Fpn expression levels. Western blots of total i
protein extracts from 10 month-old brains CTL (n = 5) & cKO (n =5) TM- —-——- actin
treated at 6 months of age were probed with anti-Tfr or anti-Fpn, stripped

& re-probed with anti-actin antibody. Bands intensities were quantitated

using Image J. Tfr & Fpn levels were normalized over actin levels.

Values represent mean relative to controls + SD (***P<0.001, Student’'s

t-test). Image collected & cropped by CiteAb from the following

publication (https://dx.plos.org/10.1371/journal.pgen.1006846), licensed

under a CC-BY license. Not internally tested by Novus Biologicals.

Western Blot: Ferroportin/SLC40A1 Antibody - BSA Free [NBP1-21502] - F
GW501516 activation of PPAR®S regulates 6-OHDA-triggered expression

of level of DMT1 & FPN1 protein, & DMT1 mRNA, but not FPN1 mRNA. 125 ¢ N

(A) Cells were treated with 6-OHDA for the indicated durations. (B,C) 1 _’f_ K.
Cells pretreated with DMSO or GW501516 for 8 h were incubated with or > 0 1.00 |

without 6-ODHA for 16 h. (D) Cells were treated with GW501516 for the a @ 0.75

indicated durations. (E,F) Cells pretreated with DMSO or GW501516 for t 2 : I *

8 h were incubated with or without 6-ODHA for 16 h. Total RNA & protein £ % 050 |

were extracted, & mRNA & protein levels were analyzed by real-time 85 ’

PCR (A,B,D,E) & Western blot (C,F), respectively. RPS18 & a-tubulin & a 025 ¢

were used as internal controls for real-time PCR & Western blot,

respectively. Results are expressed as means + SE (n = 3). An image 0.00 (kDa)
analyzer was used to quantify band intensity of Western blot, & the ratio FPNT —> | e e - - -
of protein to a-tubulin is indicated above each lane. * p < 0.05, ** p < a-tubulin —» | ;5
0.01 relative to the untreated group; #p < 0.05, ##p < 0.01 relative to the

6-OHDA-treated group. Image collected & cropped by CiteAb from the  g_.OHDA (20 uM) = i de s
following publication (https://pubmed.ncbi.nlm.nih.gov/35624674), L

licensed under a CC-BY license. Not internally tested by Novus GW501516(5 nM) LI
Biologicals.

Western Blot: Ferroportin/SLC40A1 Antibody - BSA Free [NBP1-21502] - A pox - * ¥ +
Fisetin protects against DOX-induced ferroptosis via regulating Nrf2 in Fisetin - - 20 40

rats. (A). Western blot results of Nrf2 & Keapl, HO-1, FTH1, FTL, FPN,
& TfR1 protein in control & different drug-treated rat heart tissues. (B).
Quantification of (A). (C). Expression of Nrf2 was detected by Keap1 ‘m - L L T ﬁ;‘mxo
immunohistochemistry (IHC) (Representative images, 200X & 400X, . = .
Scale bar = 100 & 50 um, n = 6 rats per groups) in cardiac tissue of each
group. The values are presented as mean = SD. *p < 0.05; **p < 0.01;
***p < 0.001; NS, no significance; DOX, doxorubicin. Nrf2, nuclear factor
erythroid 2-related factor 2; Keapl, Kelch-like ECH-associated protein 1;  fF1L |- — —— — — - ...‘QOKD
HO-1, heme oxygenase-1; FTH1, ferritin heavy chain 1; FTL, ferritin light

o B
Nﬁzyu- -—-mm“‘GBKD

HO-1 33KD

FTHI |ap-~r R --"2“@

chain; FPN, ferroportin; TfR1, transferrin receptor 1. Image collected & R |‘-' —ie T ‘ 62KD
cropped by CiteAb from the following publication T |,.'l e ————— ‘ _—
(https://pubmed.nchi.nim.nih.gov/35273493), licensed under a CC-BY :

license. Not internally tested by Novus Biologicals. GAPDH |— —————— -‘ 37KD
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Immunocytochemistry/ Immunofluorescence: Ferroportin/SLC40A1 B progrrepmeee S L TE— e

Antibody - BSA Free [NBP1-21502] - Distribution of TfR & Fpn in the
anterior segment of bovine eye:(A) The reaction for TfR is evident on the
ciliary epithelium facing the AH (panel 1). TfR is localized on the apical
membrane & intracellular vesicles of NPE cells as in the human sample
(panel 2). The corneal epithelium does not react for TfR (panel 3), while
the corneal endothelium shows a distinct reaction on the plasma
membrane (panel 4). H&E staining shows multiple layers of corneal
epithelium, the stroma, & a single layer of corneal endothelium (panel 5).
Scale bar: 25 ym. (B) Fpn is expressed on the ciliary epithelium & the iris
(panel 1). The expression of Fpn is limited to NPE cells as in the human
sample (panel 2). H&E staining shows the orientation of ciliary epithelium
with respect to the iris & AH (panel 3). Unlike human samples, the bovine
corneal epithelium did not react for Fpn (panel 4). However, corneal
endothelium showed strong reactivity for Fpn (panel 5). Scale bar: 25

pum. Image collected & cropped by CiteAb from the following publication
(https://pubmed.nchi.nim.nih.gov/29859760), licensed under a CC-BY
license. Not internally tested by Novus Biologicals.

Western Blot: Ferroportin/SLC40A1 Antibody - BSA Free [NBP1-21502] - E
GW501516 PPARS activation suppresses 6-OHDA-induced expression

5

Scale bar: 25um

of IRP1 in SH-SY5Y cells. (A,B) Cells were treated with 6-OHDA (A) or (kDa)
GW501516 (B) for the indicated durations. (C) Cells stably expressing DMT1 —>| e ——— -]-64
shRNA targeting scrambled sequences or PPARD were pretreated with FPN1 _;| —_— e — -1|-62
DMSO or GW501516 for 8 h & subsequently incubated in the presence

or absence of 6-ODHA for 16 h. (D,E) Cells pretreated with DMSO or IRP1 —»| - o8
GW501516 for 8 h were incubated with or without 6-ODHA for 16 h. Ferritin —» [ @B =~ @ 12;
Total RNA & protein were extracted, & levels of mMRNA & protein were

analyzed by real-time PCR (A-D) & Western blot (E). The immunoblots TRR1 —>[F= == =— =t
are separate from those shown in Figure 4C,F. RPS18 & a-tubulin were a-tubulin _>| > --i- 55
used as internal controls for real-time PCR & Western blot, respectively.

Results are expressed as means of triplicate + SE (A-D). * p < 0.05, * p 8-OHDA (20 pM) - + + -

< 0.01 relative to untreated group; #p < 0.05 relative to 6-OHDA-treated GWS501516(5nM) - - + +

group. Image collected & cropped by CiteAb from the following
publication (https://pubmed.ncbi.nim.nih.gov/35624674), licensed under
a CC-BY license. Not internally tested by Novus Biologicals.
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Immunocytochemistry/ Immunofluorescence: Ferroportin/SLC40A1 D 20
Antibody - BSA Free [NBP1-21502] - Expression of iron modulating Comea CB \.\\,\D(Ret
proteins in the cornea & ciliary body.(A) Probing of lysates from bovine
cornea (Cor) & CB for Cp, TfR, Tf, & ferritin shows the expression of all
of these proteins in both samples (lanes 1-4). Deglycosylation results in
faster migration of Cp, TfR, & Tf on SDS-PAGE, indicating the presence

of glycans (lanes 2 & 4). AH & the vitreous show abundant presence of 36- w— - — i Gapdh
Cp & Tf, both of which migrate faster upon deglycosylation (lanes 7 & 9). T 3 4 5 6

No reactivity for TfR or ferritin is detected in these samples (lanes 6-9). pr cone- 40 60 40 60 40 40

Human brain lysate was processed in parallel as a positive control (lane (1g)

5). Gapdh served as a loading control. (Cor: cornea; Ft: ferritin). (B)
Relative distribution of iron modulating proteins within each tissue shows
higher expression of TfR relative to Cp & ferritin in the cornea, & higher
levels of Cp relative to the TfR & ferritin in the CB. (C) Quantitative
comparison of protein expression by densitometry shows significantly
higher levels of ferritin & Cp, & lower levels of TfR in the CB relative to
the cornea. All values were normalized to Gapdh that provided the
loading control. Values represent fold change + SEM of the indicated n.
(D) Probing of Western blots of bovine cornea & CB for Fpn revealed
increased expression of Fpn (3.2 fold) in CB relative to the cornea (lanes
1-4). Lysates from human brain & bovine retina were analyzed in
parallel as controls (lanes 5 & 6). Gapdh served as a loading control. (E)
Quantification by densitometry shows 3.2 fold higher levels of Fpn in the
CB relative to the cornea. Values are mean + SEM of the indicated n. **p
< 0.01. The full images of the cropped blots have been provided in the
Supplementary Data. Image collected & cropped by CiteAb from the
following publication (https://pubmed.ncbi.nlm.nih.gov/29859760),
licensed under a CC-BY license. Not internally tested by Novus
Biologicals.
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Publications

Shi X, Xia X, Xiao Y et al. Ferroptosis-Resistant Adipocytes Drive Keloid Pathogenesis via GPX4-Mediated
Adipocyte-Mesenchymal Transition and Iron-Cystine Metabolic Communication International journal of biological
sciences 2025-01-01 [PMID: 40860189]

Prajapati M, Zhang J, Chong G et al. Studies of Slc30a10 deficiency in mice reveal that intestinal iron transporters
Dmtl and ferroportin transport manganese. Cellular and molecular gastroenterology and hepatology 2025-02-28
[PMID: 40024532]

Tong L, Wang J, Ma Y et al. Viruses hijack FPNL1 to disrupt iron withholding and suppress host defense. Nature
Communications 2025-07-02 [PMID: 40595467]

DK Suh, WY Lee, WJ Yeo, BS Kyung, KW Jung, HK Seo, YS Lee, DW Suh A Novel Muscle Atrophy Mechanism:
Myocyte Degeneration Due to Intracellular Iron Deprivation Cells, 2022-09-13;11(18):. 2022-09-13 [PMID: 36139428]
(Western Blot, Mouse)

Tamiya H, Urushihara N, Shizuma K et al. SHARPIN Enhances Ferroptosis in Synovial Sarcoma Cells via NF-?B-
and PRMT5-Mediated PGC1? Reduction Cancers (Basel) 2023-07-04 [PMID: 37444594] (Western Blot, Mouse)

Tang Z, Jiang W, Mao M et al. Deubiquitinase USP35 modulates ferroptosis in lung cancer via targeting ferroportin
Clinical and Translational Medicine 2021-05-01 [PMID: 33931967] (Western Blot, Mouse)

Rossi F, Tortora C, Di Martino M et al. Alteration of osteoclast activity in childhood cancer survivors: Role of iron and
of CB2/TRPV1 receptors PloS one 2022-07-21 [PMID: 35862357] (Western Blot, Mouse)

Li D, Liu X, Pi W et al. Fisetin Attenuates Doxorubicin-Induced Cardiomyopathy In Vivo and In Vitro by Inhibiting
Ferroptosis Through SIRT1/Nrf2 Signaling Pathway Activation Frontiers in Pharmacology 2022-02-22 [PMID:
35273493] (Western Blot, Mouse)

Zhang X, Song T, Zhao M et al. Sirtuin 2 Alleviates Chronic Neuropathic Pain by Suppressing Ferroptosis in Rats
Frontiers in Pharmacology 2022-03-23 [PMID: 35401208] (Western Blot, Mouse)

Lee WJ, Lee HG, Hur J et al. PPAR? Activation Mitigates 6-OHDA-Induced Neuronal Damage by Regulating
Intracellular Iron Levels Antioxidants (Basel) 2022-04-21 [PMID: 35624674] (Western Blot, Mouse)

Belvin BR, Lewis JP. Ferroportin depletes iron needed for cell cycle progression in head and neck squamous cell
carcinoma Frontiers in Oncology 2023-01-09 [PMID: 36698390] (Western Blot, Mouse)

Schwartz AJ, Das Nk, Ramakrishnan Sk et al. Hepatic hepcidin/intestinal HIF-2a axis maintains iron absorption during
iron deficiency and overload. J. Clin. Invest. 2018-10-23 [PMID: 30352047] (Western Blot, Mouse)

More publications at http://www.novusbio.com/NBP1-21502

O ——



https://www.novusbio.com/products/ferroportin-slc40a1-antibody_nbp1-21502

Page 15 of 18 v.20.1 Updated 3/12/2026

Procedures

Western Blot Protocol for Ferroportin/SLC40A1 Antibody (NBP1-21502)
Western Blot Protocol

1. Perform SDS-PAGE on samples to be analyzed, loading 10-25 ug of total protein per lane.

2. Transfer proteins to PVDF membrane according to the instructions provided by the manufacturer of the membrane
and transfer apparatus.

3. Stain the membrane with Ponceau S (or similar product) to assess transfer success, and mark molecular weight
standards where appropriate.

4. Rinse the blot TBS -0.05% Tween 20 (TBST).

5. Block the membrane in 5% Non-fat milk in TBST (blocking buffer) for at least 1 hour.

6. Wash the membrane in TBST three times for 10 minutes each.

7. Dilute primary antibody in blocking buffer and incubate overnight at 4C with gentle rocking.

8. Wash the membrane in TBST three times for 10 minutes each.

9. Incubate the membrane in diluted HRP conjugated secondary antibody in blocking buffer (as per manufacturer's
instructions) for 1 hour at room temperature.

10. Wash the blot in TBST three times for 10 minutes each (this step can be repeated as required to reduce
background).

11. Apply the detection reagent of choice in accordance with the manufacturer's instructions.

Immunohistochemistry-Paraffin Protocol for Ferroportin/SLC40A1 Antibody (NBP1-21502)
Immunohistochemistry-Paraffin Embedded Sections

Antigen Unmasking:
Bring slides to a boil in 10 mM sodium citrate buffer (pH 6.0) then maintain at a sub-boiling temperature for 10
minutes. Cool slides on bench-top for 30 minutes (keep slides in the sodium citrate buffer at all times).

Staining:

. Wash sections in deionized water three times for 5 minutes each.

. Wash sections in PBS for 5 minutes.

. Block each section with 100-400 ul blocking solution (1% BSA in PBS) for 1 hour at room temperature.
. Remove blocking solution and add 100-400 ul diluted primary antibody. Incubate overnight at 4 C.

. Remove antibody solution and wash sections in wash buffer three times for 5 minutes each.

. Add 100-400 ul HRP polymer conjugated secondary antibody. Incubate 30 minutes at room temperature.
. Wash sections three times in wash buffer for 5 minutes each.

. Add 100-400 ul DAB substrate to each section and monitor staining closely.

. As soon as the sections develop, immerse slides in deionized water.

10. Counterstain sections in hematoxylin.

11. Wash sections in deionized water two times for 5 minutes each.

12. Dehydrate sections.

13. Mount coverslips.

O©CoO~NOUITAWNPEF
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Immunocytochemistry/Immunofluorescence Protocol for Ferroportin/SLC40A1 Antibody (NBP1-21502)
Immunocytochemistry Protocol

Culture cells to appropriate density in 35 mm culture dishes or 6-well plates.

1. Remove culture medium and wash the cells briefly in PBS. Add 10% formalin to the dish and fix at room
temperature for 10 minutes.

2. Remove the formalin and wash the cells in PBS.

3. Permeabilize the cells with 0.1% Triton X100 or other suitable detergent for 10 min.

4. Remove the permeablization buffer and wash three times for 10 minutes each in PBS. Be sure to not let the
specimen dry out.

5. To block nonspecific antibody binding, incubate in 10% normal goat serum from 1 hour to overnight at room
temperature.

6. Add primary antibody at appropriate dilution and incubate overnight at 4C.

7. Remove primary antibody and replace with PBS. Wash three times for 10 minutes each.

8. Add secondary antibody at appropriate dilution. Incubate for 1 hour at room temperature.

9. Remove secondary antibody and replace with PBS. Wash three times for 10 minutes each.

10. Counter stain DNA with DAPI if required.

T O
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Flow (Intracellular) Protocol for Ferroportin/SLC40A1 Antibody (NBP1-21502)

Protocol for Flow Cytometry Intracellular Staining

Sample Preparation.

1. Grow cells to 60-85% confluency. Flow cytometry requires between 2 x 105 and 1 x 106 cells for optimal
performance.

2. If cells are adherent, harvest gently by washing once with staining buffer and then scraping. Avoid using trypsin as
this can disrupt certain epitopes of interest. If enzymatic harvest is required, use Accutase, Collagenase, or TrypLE
Express for a less damaging option.

3. Reserve 100 uL for counting, then transfer cell volume into a 50 mL conical tube and centrifuge for 8 minutes at
400 RCF.

a. Count cells using a hemocytometer and a 1:1 trypan blue exclusion stain to determine cell viability before starting
the flow protocol. If cells appear blue, do not proceed.

4. Re-suspend cells to a concentration of 1 x 106 cells/mL in staining buffer (NBP2-26247).

5. Aliguot out 100 uL samples in accordance with your experimental samples.

Tip: When cell surface and intracellular staining are required in the same sample, it is advisable that the cell surface
staining be performed first since the fixation and permeabilization steps might reduce the availability of surface
antigens.

Intracellular Staining.

Tip: When performing intracellular staining, it is important to use appropriate fixation and permeabilization reagents
based upon the target and its subcellular location. Generally, our Intracellular Flow Assay Kit (NBP2-29450) is a
good place to start as it contains an optimized combination of reagents for intracellular staining as well as an inhibitor
of intracellular protein transport (necessary if staining secreted proteins). Certain targets may require more gentle or
transient permeabilization protocols such as the commonly employed methanol or saponin-based methods.

Protocol for Cytoplasmic Targets:

1. Fix the cells by adding 100 uL fixation solution (such as 4% PFA) to each sample for 10-15 minutes.

2. Permeabilize cells by adding 100 uL of a permeabilization buffer to every 1 x 106 cells present in the sample. Mix
well and incubate at room temperature for 15 minutes.

a. For cytoplasmic targets, use a gentle permeabilization solution such as 1X PBS + 0.5% Saponin or 1X PBS + 0.5%
Tween-20.

b. To maintain the permeabilized state throughout your experiment, use staining buffer + 0.1% of the permeabilization
reagent (i.e. 0.1% Tween-20 or 0.1% Saponin).

3. Following the 15 minute incubation, add 2 mL of the staining buffer + 0.1% permeabilizer to each sample.

4. Centrifuge for 1 minute at 400 RCF.

5. Discard supernatant and re-suspend in 100 uL of staining buffer + 0.1% permeabilizer.

6. Add appropriate amount of each antibody (eg. 1 test or 1 ug per sample, as experimentally determined).

7. Mix well and incubate at room temperature for 30 minutes- 1 hour. Gently mix samples every 10-15 minutes.

8. Following the primary/conjugate incubation, add 1-2 mL/sample of staining buffer +0.1% permeabilizer and
centrifuge for 1 minute at 400 RCF.

9. Wash twice by re-suspending cells in staining buffer (2 mL for tubes or 200 uL for wells) and centrifuging at 400
RCF for 5 minutes. Discard supernatant.

10. Add appropriate amount of secondary antibody (as experimentally determined) to each sample.

11. Incubate at room temperature in dark for 20 minutes.

12. Add 1-2 mL of staining buffer and centrifuge at 400 RCF for 1 minute and discard supernatant.

13. Wash twice by re-suspending cells in staining buffer (2 mL for tubes or 200 uL for wells) and centrifuging at 400
RCF for 5 minutes. Discard supernatant.

14. Resuspend in an appropriate volume of staining buffer (usually 500 uL per sample) and proceed with analysis on
your flow cytometer.
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Human Small Intestine Whole Tissue Lysate (Adult Whole Normal)
Ferroportin/SLC40A1 Antibody Blocking Peptide

HAFO008 Goat anti-Rabbit IgG Secondary Antibody [HRP]
NB7160 Goat anti-Rabbit IgG (H+L) Secondary Antibody [HRP]
NBP2-24891 Rabbit IgG Isotype Control

Limitations

This product is for research use only and is not approved for use in humans or in clinical diagnosis.
Primary Antibodies are guaranteed for 1 year from date of receipt.

For more information on our 100% guarantee, please visit www.novusbio.com/guarantee

Earn gift cards/discounts by submitting a review: www.novushbio.com/reviews/submit/NBP1-21502

Earn gift cards/discounts by submitting a publication using this product:
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