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Product Datasheet
Collagen Type | Antibody (orb345345)

Catalog Number orb345345

Category Antibodies

Description Collagen | antibody

Clonality Polyclonal

Species/Host Rabbit

Isotype 19G

Conjugation Unconjugated

Reactivity Bovine, Human, Mouse, Porcine, Rat
Form/Appearance Liquid (sterile filtered)
Concentration 1.0 mg/mil

Buffer/Preservatives Preservative: 0.01% (w/v) Sodium Azide. Stabilizer: None; Buffer: 0.02 M

Potassium Phosphate, 0.15 M Sodium Chloride, pH 7.2

Purity COLLAGEN I Antibody has been prepared by immunoaffinity chromatography
using immobilized antigens. Some class-specific anti-collagens may be specific
for three-dimensional epitopes which may result in diminished reactivity with
denatured collagen or formalin-fixed, paraffin embedded tissues. This antibody
reacts with most mammalian Type | collagens and has expected cross-reactivity
with Type lll and negligible cross reactivity with Type Il, IV, V or VI collagens.
Non-specific cross-reaction of anti-collagen antibodies with other human serum
proteins or non-collagen extracellular matrix proteins has not been tested.

Immunogen Collagen Type | from human and bovine placenta

UniProt ID P02452
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Tested applications DOT, ELISA, FLISA, IHC, IP, WB

Dilution range ELISA: 1:5,000 - 1:50,000, FLISA: 1:100, IHC: 1:50 - 1:200, IP: 1:100, WB: 1:1,000
- 1:10,000

Application notes Anti-Collagen Type | has been tested by dot blot and IHC and are useful for

indirect trapping ELISA for quantitation of antigen in serum using a standard

curve, immunoprecipitation, native (non-denaturing, non-dissociating) PAGE,

immunohistochemistry, Immunofluorescence, FLOW, and western blotting for
highly sensitive qualitative analysis.

Antibody Type Primary Antibody

Storage Store vial at -20° C or below prior to opening. This vial contains a relatively low
volume of reagent (25 pL). To minimize loss of volume dilute 1:10 by adding 225
pL of the buffer stated above directly to the vial. Recap, mix thoroughly and
briefly centrifuge to collect the volume at the bottom of the vial. Use this
intermediate dilution when calculating final dilutions as recommended below.
Store the vial at -20°C or below after dilution. Avoid cycles of freezing and
thawing.

Dry Ice Shipping Please note: This product requires shipment on dry ice. A dry ice
surcharge will apply.

Note For research use only

NCBI NP_000079.2
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ACLP signaling represses adipogenesis. A, Scheme of 10T1/2

adipogenesis and rACLP treatment. B, 10T1/2 fibroblasts were

treated with 30 nM rACLP on days -2, -1, 0, +2 and +4 and

induced to undergo adipogenesis with DMII on day 0. Protein
was harvested on day +6 and analyzed by SDS-PAGE and

s o o Western blot with antibodies against ACLP, collagen, Ex-SMA,

il T O R AdipoQ, FABP4, PPARGE= and cyclophilin-a (CypA). PPARCE =
analysis was performed in separate experiments. Protein
expression was quantified by densitometry normalized to CypA
expression and relatively compared to control cells. *, p 0.05
versus control, one sample t-test for all values. C, 10T1/2
fibroblasts were treated with 30 nM rACLP on days -2, -1, 0, +2
and +4 and induced to undergo adipogenesis with DMII on day
0. On day +6 cells were fixed, stained, imaged and quantified
with Oil Red O dye (n = 3). Data were normalized relative to
untreated controls. *, p 0.05 versus paired control, one sample
t-test. Data presented are expressed as mean —=* SD. The scale
bar represents 2 mm.
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Compound 2 suppressed the collagenolytic effect of ColQ1 ex
vivo in pig skin tissue. a) Dose-dependent effect of compound 2
quantified by Hyp release assay. b) Confocal SHG images
showed an improved COL signal with 5 vé 10, ai6 m of
compound 2 (tissue challenged with 300 V6 10, ai9 M ColQ1)
compared with 300 vé 10, ai9 M ColQ1 without inhibitor. c)
Immunostaining of fibrillar COLs of the non-treated pig skin and
treated with ColQ1 with or without compound 2. Statistical
analysis was performed with one-way ANOVA and statistical
significance was analyzed by Tukey test. Significance was
calculated by comparing non-treated versus treated tissue with
compound 2 (mean —= SD, *** p, 3§ 0.001, ** p, 4§ 0.01). Hyp:
hydroxyproline, COL: collagen, SHG: second harmonic
generation. Scale bar: 100 &2m for SHG images and 100 E2m
for the immunostained images.
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PROTUSED CONTAINED UNCONTAINED

Human AF matrix biochemical characterization with herniation
progression. A) Histological/IHC staining for a-d: Alcian
Blue/Picro-Sirius Red, scale bar: 100 um; e-h: Collagen I, scale
bar: 100 um; i-I: Collagen Il, scale bar: 100 pm; m-p:
Fibronectin, scale bar: 100 um. B) Quantification of each
staining per herniation type. Data presented using dot plots,
with median and interquartile range. Kruskal-Wallis test
followed by corrected Dunn's were performed. *p 0.05; **p
0.01. C) Multivariate analysis of interaction of hernia
containment level with age for each staining

Immunofluorescence results using Rabbit Anti-Collagen Type |
Antibody. hCFs were fixed with 4% paraformaldehyde, and then
cells were permeabilized with 0.1% Triton X-100 for 5 min.
Samples were blocked with 1% BSA +4% FBS and incubated
with the primary antibodies a-smooth muscle actin (SMA) and

@ T — SO0 collagen type | and respective secondary antibodies. Cell nuclei
f ‘ e Ld i were stained with 4', 6'-diamino-2-fenil-indol (DAPI; 5 pug/ml). (F,
i s M ;I ' G) Representative images and respective quantification of the
;_«f\_).é_}é alpha-smooth muscle actin (a-SMA) and collagen type | (a-COL

I) of hCFs cultured in 2% pericardial fluid. Pericardial fluid is a
reservoir of fibrosis-related molecules and induces cardiac
fibroblast activation.

Immunofluorescence results using Rabbit Anti-Collagen Type |
antibody. hCFs were fixed with 4% paraformaldehyde, and then
cells were permeabilized with 0.1% Triton X-100 for 5 min.
Samples were blocked with 1% BSA +4% FBS and incubated

. with the primary antibodies a-smooth muscle actin (SMA) and

A collagen type | and respective secondary antibodies. Cell nuclei
"1l [ were stained with 4', 6'-diamino-2-fenil-indol (DAPI; 5 pug/ml).
_11 miR-22-3p overexpression inhibits hCF activation in vitro. (F)
Led Representative figures of a-SMA and COL | in transfected hCFs
following a 7-day activation assay. (G) Percentage of a-SMA +
cells (n = 4/group) and area of COL | per cell (n = 2/group).
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Immunofluorescence staining of extracellular and intracellular
type I collagen. (a) Immunofluorescence staining of type |
collagen secreted from MEF clones was performed with an anti-
type | collagen antibody without cell permeabilization. Scale
bars: 100 um. (b, ¢) Immunofluorescence staining of
permeabilized MEF clones was performed with anti-type |
collagen (green) and anti-KDEL antibodies (red) (b) or anti-type
| collagen (green) and anti-GM130 antibodies (red). (c) Scale
bars: 10 um.
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Immunofluorescence staining of extracellular and intracellular
type I collagen. (a) Immunofluorescence staining of type |

70 collagen secreted from MEF clones was performed with an anti-
type | collagen antibody without cell permeabilization. Scale
bars: 100 um. (b, c) Immunofluorescence staining of
permeabilized MEF clones was performed with anti-type |

e collagen (green) and anti-KDEL antibodies (red) (b) or anti-type

| collagen (green) and anti-GM130 antibodies (red). (c) Scale
bars: 10 um.
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Immunofluorescence staining of extracellular and intracellular
type I collagen. (a) Immunofluorescence staining of type |
collagen secreted from MEF clones was performed with an anti-
type | collagen antibody without cell permeabilization. Scale
bars: 100 um. (b, ¢) Immunofluorescence staining of
permeabilized MEF clones was performed with anti-type |
collagen (green) and anti-KDEL antibodies (red) (b) or anti-type
| collagen (green) and anti-GM130 antibodies (red). (c) Scale
bars: 10 um.
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ot 2 Immunohistochemistry of Anti-Collagen Type I. WT mice have
significantly increased collagen type | expression in the tendon
I adhesions. Representative images of collagen type | expression
(gold) in the tendon adhesions of WT (a-b) and FliiTg/Tg (e-f)
o mice and collagen type lll expression (gold) in the tendon
o adhesions of WT (c-d) FliiTg/Tg (g-h) at 21 and 28 days post
50% partial laceration injury. (i) WT mice have significantly
o _ upregulated collagen type | levels in the adhesions compared
o il with FliiTg/Tg mice. (j) No significant difference was noted in
. collagen type lll levels in WT and FliiTg/Tg mice, although
detectable levels of collagen type Ill were found in the FliiTg/Tg
mice. DAPI is represented as blue fluorescence; t, tendon; d,
dermis. Dotted line represents tendon adhesion area.
Magnification x 10. Scale bar = 200 um and refers to all
images. Data represented as mean = SEM. *p = 0.05. n = 6.
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Immunohistochemistry of Collagen | antibody. Tissue: human
lung. Fixation: formalin fixed paraffin embedded. Antigen
retrieval: user optimized. Primary antibody: Collagen 1 1:400
Secondary antibody: Peroxidase goat anti-rabbit at 1:10000 for
45 min at RT. Localization: Strong staining was observed in the
extracellular matrix of the lung. Epithelial cells were negative.
Staining: antibody as precipitated red signal with a hematoxylin
purple nuclear counterstain.
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Immunohistochemistry of Rabbit Anti-collagen type | antibody.
Tissue: right lobe of the liver section. A: Central Vein (CV)
fibrosis, B: Non-fibrotic CV, C: Perisinusodial fibrosis, D: Non-
fibrotic area, E: Protat tract fibrosis, F: Septal fibrosis (arrow).
Fixation: formalin fixed paraffin embedded. Antigen retrieval:
not required. Primary antibody: Anti-collagen type | at 1:1250
for 4°C for 24hr. Secondary antibody: Peroxidase biotin-
streptavidin rabbit secondary antibody at 1:10000 for 45 min at
RT. Localization: Anti-collagen type | is intra and extracellular.
Staining: 3.3'-diaminobenzidine tetrahydrochloride was used as
the chromogen. Nuclei were counterstained purple with
hematoxylin.

Immunohistochemistry results of Rabbit Anti-Collagen Type |
Antibody. Tissue: human stomach mucosa (TMA). Fixation:
FFPE. Antigen Retrieval: HIER using Tris-EDTA-citrate buffer
pH7.8 for 5 min. Blocking: Peroxidase-Blocking Solution for 10
min. Primary Antibody: Anti-Collagen Type | (p/n orb345343) at
1:15 for 1 hr at 37 °C. Secondary Antibody: Dako REAL EnVision
Detection Kit, Polymer-HRP, Rabbit/Mouse. Counterstain:
Hematoxylin for 15 sec. Substrate: DAB-Chromogen,
Rabbit/Mouse. Staining/Results: basement membranes and
blood vessels.

Immunohistochemistry results of Rabbit Anti-Collagen Type |
Antibody. Tissue: human stroma of a colorectal
adenocarcinoma. Fixation: FFPE. Antigen Retrieval: HIER using
Tris-EDTA-citrate buffer pH7.8 for 5 min. Blocking: Peroxidase-
Blocking Solution for 10 min. Primary Antibody: Anti-Collagen
Type | (p/n orb345343) at 1:15 for 1 hr at 37 °C. Secondary
Antibody: Dako REAL EnVision Detection Kit, Polymer-HRP,
Rabbit/Mouse. Counterstain: Hematoxylin for 15 sec. Substrate:
DAB-Chromogen, Rabbit/Mouse. Staining/Results: Cancer cells
are collagen | negative.
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Immunohistochemistry results of Rabbit Anti-Collagen Type |
Antibody. Tissue: human tubuli and blood vessels. Fixation:
FFPE. Antigen Retrieval: HIER using Tris-EDTA-citrate buffer
pH7.8 for 5 min. Blocking: Peroxidase-Blocking Solution for 10
min. Primary Antibody: Anti-Collagen Type | (p/n orb345343) at
1:15 for 1 hr at 37 °C. Secondary Antibody: Dako REAL EnVision
Detection Kit, Polymer-HRP, Rabbit/Mouse. Counterstain:
Hematoxylin for 15 sec. Substrate: DAB-Chromogen,
Rabbit/Mouse. Staining/Results: Intense collagen | staining of
fibres surrounding tubuli and around blood vessels.

Immunohistochemistry results of Rabbit Anti-Collagen Type |
Antibody. Tissue: smooth muscle cells of human stomach wall.
Fixation: FFPE. Antigen Retrieval: HIER using Tris-EDTA-citrate
buffer pH7.8 for 5 min. Blocking: Peroxidase-Blocking Solution
for 10 min. Primary Antibody: Anti-Collagen Type | (p/n
orb345343) at 1:15 for 1 hr at 37 °C. Secondary Antibody: Dako
REAL EnVision Detection Kit, Polymer-HRP, Rabbit/Mouse.
Counterstain: Hematoxylin for 15 sec. Substrate: DAB-
Chromogen, Rabbit/Mouse. Staining/Results: smooth muscle
cells surrounded by collagen fibers.
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Recombinant ACLP inhibits adipogenesis and enhances
myofibroblast differentiation in human adipose stromal cells. A,
Scheme of time course for adipogenesis of hASC. B, hASC
derived from subcutaneous adipose depots were induced to
undergo adipogenesis with CDM on day 0. Protein was
harvested on days 0, +1, +2, +8 and +15. Protein expression
was analyzed using SDS-PAGE and Western blot with antibodies
against ACLP, Ex-SMA, FABP4 and cyclophilin-A. C, Omental
hASC were induced to undergo adipogenesis with CDM on day
0. Protein was harvested on days 0, +1, +2, +8 and +15.
Protein expression was analyzed using SDS-PAGE and Western
blot with antibodies against ACLP, Ex-SMA, FABP4 and
cyclophilin-A. D, Scheme of adipogenesis for hASC and rACLP
treatment. E, Subcutaneous hASC were treated with 30 nM
rACLP on days -2, -1 and 0 and induced to undergo
adipogenesis with CDM on day 0 and +4. Protein was harvested
on day + 15 and analyzed by SDS-PAGE and Western blot with
antibodies against collagen, Ex-SMA, perilipin, FABP4 and
CypA (n = 3). F, Subcutaneous hASC were treated with 30 nM
rACLP on days -2, -1, and 0 and induced to undergo
adipogenesis with CDM on day 0 and +4. On day +15 cells were
fixed, stained, imaged and quantified with Oil Red O dye (n =
5). Data were normalized relative to control. * p 0.05 versus
control. Data presented are expressed as mean —* SD. The
scale bar represents 2 mm.

Biorbyt's Affinity Purified anti-Collagen | antibody was used at a
1:100 dilution to detect distal tubules in normal kidney tissue.
Note the absence of staining of glomeruli. The antibody was
reacted with antibody for 4 hours at room temperature followed
by the addition of secondary antibody and substrate reaction.
Tissue was formalin-fixed and paraffin embedded. No antigen
retrieval was performed.
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The effect of ColQ1l on dermal COL of pig-skin. a, b)
4 Non-treated ColQ 10 ay Quantification of Hyp release over time after treatment with

different concentrations of a) B. cereus csn (0, ai100% v/v) and
b) ColQ1 (0, ai500 vé 10, ai9 M). This graph contains data
% adapted from our previous publication. [38] ¢) Confocal SHG Z-

.,‘ stack images of the COL structure in skin dermal region that
was non-treated or treated with 300 v6 10, ai9 M ColQ1. d) B.
_- cereus ColQ1 (300 vé 10, ai9 M) degraded the fibrillar COLs,
immunostaining of non-treated and ColQ1 treated pig skin with
COL antibodies (COL I, Ill, and V). COL: collagen, Hyp:
hydroxyproline, B. cereus: Bacillus cereus, csn: culture
supernatant, SHG: second harmonic generation. Data point

represents mean value —=+ standard deviation (n = 3). Scale
bar: 100 E2m for SHG images and immunostained images.
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Western blot analysis is shown using Biorbyt's Affinity Purified
anti-Collagen | antibody to detect expression of collagen | in
Wistar rat hepatic stellate cells (HSC) in control (GFP-

- transduced) (left lane) and PPARg-transduced cell lysates (right
lane). Protein staining shown below each blot depicts equal
protein loading. An equal amount of the whole cell protein (100
1g) was separated by SDS-PAGE and electroblotted to nitro-

— cellulose membranes. Proteins were detected by incubating the
membrane with anti-Collagen | antibody at a concentration of
0.2-2 ug/10 ml in TBS (100 mM Tris-HCI, 0.15 M NacCl, pH 7.4)
with 5% Non-fat milk. Detection occurred by incubation with a
horseradish peroxidase-conjugated secondary antibody at 1
Mg/10 ml. Proteins were detected by a chemiluminescent
method using the PIERCE ECL kit. Other detection systems will
yield similar results.
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kDa 1
250 -

Western blot of Human Collagen Type I. Lane 1: Human
Collagen Type 1 (p/n orb750381). Load: 50 ng per lane. Primary
antibody: Collagen Type | antibody at 1:1000 overnight at 4°C.
Secondary antibody: DyLight™ 649 rabbit secondary antibody
at 1:20000 for 30 min at RT. Block: (p/n orb348637) for 30 min
at RT. Predicted/Observed size: 139 & 130 kDa, 139 & 130 kDa
for Collagen Type I. Other Band(s): Collagen Type | splice
variants and isoforms.
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Biorbyt LLC

68 TW Alexander Drive

Research Triangle Park

Durham

NC 27713

United States

Email: info@biorbyt.com, support@biorbyt.com
Phone: +1 (415) 906-5211 | Fax: +1 (415) 651-8558

Biorbyt Ltd.

7 Signet Court, Swann Road

Cambridge

CB5 8LA

United Kingdom

Email: info@bior byt.com, support@biorbyt.com
Phone: +44 (0)1223 859353 | Fax: +1 (415) 651-8558
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