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0.1ml

1.0 mg/ml

Aliquot and store at -20C or -80C. Avoid freeze-thaw cycles.
Polyclonal

0.02% Sodium Azide

[o] €]

Immunogen affinity purified

PBS

39 kDa

Rabbit

4968

OGG1

Human, Mouse, Rat, Porcine, Primate, Rabbit

Rabbit reactivity reported in scientific literature (PMID: 16651612). Use in
Porcine reported in scientific literature (PMID:28846530).

A peptide derived from human Oggl (within amino acids 1-100). [UniProt#
015527]

Western Blot, ELISA, Flow Cytometry, Flow (Intracellular), Immunoblotting,
Immunocytochemistry/ Immunofluorescence, Immunohistochemistry,
Immunohistochemistry-Frozen, Immunohistochemistry-Paraffin,
Immunoprecipitation, Proximity Ligation Assay

Western Blot 1:500-1:1000, Flow Cytometry reported by customer review, ELISA
reported in scientific literature (PMID 19506022), Immunohistochemistry,
Immunocytochemistry/ Immunofluorescence 1:100 - 1:200, Immunoprecipitation
1:10-1:500. Use reported in scientific literature (PMID 20956573),
Immunohistochemistry-Paraffin, Immunohistochemistry-Frozen 1:25-1:100,
Immunoblotting reported in multiple pieces of scientific literature, Proximity
Ligation Assay reported in scientific literature (PMID 35883652), Flow
(Intracellular)

Use in Immunoprecipitation has been reported in the literature Co-IP (PMID:
20956573). In WB, it recognizes a band at ~39 kDa, representing Oggl. The
observed molecular weight of the protein may vary from the listed predicted
molecular weight due to post translational modifications, post translation
cleavages, relative charges, and other experimental factors.
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Images

Immunohistochemistry-Paraffin: OGG1 Antibody [NB100-106] - Analysis
of OGG1 in human skin tissues. Image courtesy of product review by
Arash Javeri.

Western Blot: OGG1 Antibody [NB100-106] - - Analysis of Oggl I
expression in Jurkat whole cell lysate.

Immunohistochemistry: OGG1 Antibody [NB100-106] - Figure 5 IHC-P 2 b
analysis of hOGG1 protein expression in serous ovarian cancer: (A) e
Normal ovarian tissue treated with anti-hOGGL1 antibody, biotinylated : R
anti-rabbit IgG secondary antibody, and avidin-biotin-peroxidase ; '
complex, and counterstained with p-dimethylaminobenzaldehyde

reagent (magnification 100 x); (B) serous cystadenoma with positive
staining (magnification 200 x); (C) LG-SOC tissue with moderate positive
staining (magnification 200 x); and (D) HG-SOC with negative staining
(magnification 200 x). Black arrow pointed at the immunostained e
epithelial cells. Image collected and cropped by CiteAb from the foIIowmg %
publication ey
(https://ovarianresearch.biomedcentral.com/articles/10.1186/1757- 2215- s
6-74), licensed under a CC-BY license. -53:

Immunocytochemistry/Immunofluorescence: OGG1 Antibody [NB100-
106] - A431 cells were fixed for 10 minutes using 10% formalin and then
permeabilized for 5 minutes using 1X TBS + 0.5% Triton-X100. The cells
were incubated with anti-hOggl [NB100-106] at a 1:200 dilution
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.
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Immunohistochemistry-Frozen: OGG1 Antibody [NB100-106] - Detection S & 2o
of OGGL1 in formaldehyde-fixed frozen sections of the substantia nigra = SRt
from a Rhesus macaque (Macaca mulatta) using NB100-106 at 10
ug/mL. Photo courtesy of Glen Kisby, Oregon Health Sciences
University.

Flow (Intracellular): OGG1 Antibody [NB100-106] - An intracellular stain
was performed on HelLa cells with NB100-106C (blue) and a matched
isotype control (orange). Cells were fixed with 4% PFA and then
permeabilized with 0.1% saponin. Cells were incubated in an antibody
dilution of 2.5 ug/mL for 30 minutes at room temperature. Both
antibodies were conjugated to Dylight 650.
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Immunohistochemistry: OGG1 Antibody [NB100-106] - The H&E staining
((a)-(c)) and IHC staining for oxidative DNA damage, 8-oxo-dGuo ((d)-
(9)), and DNA repair enzyme hOGGL1 ((h)-(j)) in control subjects and
tumor and nontumor lesions of BCC patients. Values given are mean +/-
SD. The statistical significance of differences between the control and
case and between adjacent epidermis and tumor lesions of BCC patients
was evaluated by nonparametric variables with Kruskal-Wallis test
followed by Dunnett's post hoc test. * P < 0.05, *P < 0.01, *P < 0.001
compared to control; ##P < 0.01, ###P < 0.001 compared to tumor
lesions of BCC patients. Image collected and cropped by CiteAb from the
following publication
(https://www.hindawi.com/journals/omcl/2016/5934024/), licensed under -
a CC-BY license.

Western Blot: OGG1 Antibody [NB100-106] - The protein expression
levels of HVL and LVL sorted cells by western blotting. The ATM,
phospho-ATM, GPX2, MRE11, OGG1, and XPC levels were measured
by western blot analysis. The figure is representative of three
independent experiments. Image collected and cropped by CiteAb from
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(https://dx.plos.org/10.1371/journal.pone.0164281), licensed under a e & [ s : -
CC-BY license. AN o —— T — — — —
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Immunohistochemistry-Paraffin: OGG1 Antibody [NB100-106] -
Comparison of the expression of OGGL1 protein in normal colon tissue,
polyp and cancer tissue of adenoma (AD, n = 68) and carcinoma (CRC,
n = 103) patients. Immunohistochemical detection in paraffin embedded
sections stained with hematoxylin and eosin. Center mark in the box
indicates the medians of the samples. The length of each box (IQR,
interquartile range) represents the range within which the central 50% of
the values fell, with the vertical edges placed at the first and third
quartiles. Whiskers show variability outside the upper and lower
quartiles. P was obtained with the Mann-Whitney test. Image collected
and cropped by CiteAb from the following publication
(https://dx.plos.org/10.1371/journal.pone.0115558), licensed under a
CC-BY license.

Flow Cytometry: OGG1 Antibody [NB100-106] - An intracellular stain
was performed on HelLa cells with OGG1 Antibody NB100-106 (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).

A
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Level of OGG1 protein (IHC method)

Relative Cell Number

Expression of QGG protein in normal colon tissue, polyp and
colon tumors of adenoma (AD) and carcinoma (CRC) patients
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Immunohistochemistry: OGG1 Antibody [NB100-106] - Staining of
human tonsil, germinal center and mantle zone.

Flow Cytometry: OGG1 Antibody [NB100-106] - Baseline Oggl
expression in human PBMC from a healthy donor. Image from
verified.customer review.
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Flow Cytometry: OGG1 Antibody [NB100-106] - An intracellular stain
was performed on Jurkat Cells with NB100-106 and a matched isotype
control. Cells were fixed with 4% PFA and then permeablized with 0.1%
saponin. Cells were incubated in an antibody dilution of 2.5 ug/mL for 30
minutes at room temperature, followed by Rabbit IgG (H+L) Cross-
Adsorbed Secondary Antibody, Dylight 550.

The protein expression levels of HVL and LVL sorted cells by western
blotting.(A) The ATM, phospho-ATM, GPX2, MRE11, OGG1, and XPC
levels were measured by western blot analysis. The figure is
representative of three independent experiments. (B) The relative fold
activity was quantified using Alphalmage software and normalized to the
expression of the internal actin control. *P < 0.05, **P < 0.01.

Western Blot: OGG1 Antibody - BSA Free [NB100-106] - The protein
expression levels of HVL & LVL sorted cells by western blotting.(A) The
ATM, phospho-ATM, GPX2, MRE11, OGG1, & XPC levels were
measured by western blot analysis. The figure is representative of three
independent experiments. (B) The relative fold activity was quantified
using Alphalmage software & normalized to the expression of the
internal actin control. *P < 0.05, **P < 0.01. Image collected & cropped
by CiteAb from the following publication
(https://dx.plos.org/10.1371/journal.pone.0164281), licensed under a
CC-BY license. Not internally tested by Novus Biologicals.

A

Immunohistochemistry: OGG1 Antibody - BSA Free [NB100-106] - IHC-P b

analysis of hOGG1 protein expression in serous ovarian cancer: (A)
Normal ovarian tissue treated with anti-hOGG1 antibody, biotinylated
anti-rabbit IgG secondary antibody, & avidin-biotin-peroxidase complex,
& counterstained with p-dimethylaminobenzaldehyde reagent
(magnification 100 x); (B) serous cystadenoma with positive staining
(magnification 200 x); (C) LG-SOC tissue with moderate positive staining
(magnification 200 x); & (D) HG-SOC with negative staining
(magnification 200 x). Black arrow pointed at the immunostained
epithelial cells. Image collected & cropped by CiteAb from the following
publication
(https://ovarianresearch.biomedcentral.com/articles/10.1186/1757-2215-
6-74), licensed under a CC-BY license. Not internally tested by Novus
Biologicals.
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Immunohistochemistry: OGG1 Antibody - BSA Free [NB100-106] - The
H&E staining ((a)—(c)) & IHC staining for oxidative DNA damage, 8-0xo-
dGuo ((d)—(g)), DNA repair enzyme, hOGG1 ((h)—(k)), & antioxidant
proteins, CAT ((I)—(0)), GCLC ((p)—(s)), GPx ((t)—(w)), Nrf2 ((x)—(aa)), &
MnSOD ((ab)—(ae)), in control subjects & tumor & nontumor lesions of
BCC patients. Values given are mean + SD. The statistical significance B - AT
of differences between the control & case & between adjacent epidermis ) @ )
& tumor lesions of BCC patients was evaluated by nonparametric

variables with Kruskal-Wallis test followed by Dunnett's post hoc test. [P

< 0.05, JUP <0.01, 0UOP < 0.001 compared to control; ##P < 0.01,

###P < 0.001 compared to tumor lesions of BCC patients. Image

collected & cropped by CiteAb from the following publication

(https://pubmed.ncbi.nim.nih.gov/27057281), licensed under a CC-BY

license. Not internally tested by Novus Biologicals.

Immunohistochemistry: OGG1 Antibody - BSA Free [NB100-106] - IHC-P
analysis of hOGG1 protein expression in serous ovarian cancer: (A)
Normal ovarian tissue treated with anti-hOGG1 antibody, biotinylated
anti-rabbit IgG secondary antibody, & avidin-biotin-peroxidase complex, o,
& counterstained with p-dimethylaminobenzaldehyde reagent : ‘ e e T
(magnification 100 x); (B) serous cystadenoma with positive staining & . SE Ry eSS o F
(magnification 200 x); (C) LG-SOC tissue with moderate positive staining ° A TS
(magnification 200 x); & (D) HG-SOC with negative staining ; A TR ¢ SN gm
(magnification 200 x). Black arrow pointed at the immunostained A
epithelial cells. Image collected & cropped by CiteAb from the following g

publication

(https://ovarianresearch.biomedcentral.com/articles/10.1186/1757-2215- + - _

6-74), licensed under a CC-BY license. Not internally tested by Novus

Biologicals.

Western Blot: OGG1 Antibody - BSA Free [NB100-106] - EBNA1 = & & O 5
promotes the upregulation of oxidative DNA damage repair pathways in Ry ,;-9’ 2 gf’ P 9 o & SO

EBV converted cell lines & EBV positive BLs. a Representative western ¥ PPN E P &
blots illustrating the expression of MTH1, OGG1, & MUTYH in pairs of EENM-| - _H ﬁ” R

EBV-negative & -positive cell lines. GAPDH was used as loading control. 20
b Densitometry quantification of the specific bands. The intensity of the "™ 1- - "’j ""| e G —

specific band in EBV positive cells relative the EBV-negative parental is QGG,_@ E-—. ——
shown. Mean t SE of four independent experiments. ¢ Representative - ]
western blots illustrating the expression of EBNAL, MTH1, OGG1, & “'m”']-—'-f —— ———|
MUTYH in the Mutu cell lines. d Densitometry quantification of GMDH'F—-# P_-q.sr
expression in the EBV positive cell lines relative to the EBV-negative
Mutu-30. Mean % SE of four independent experiments Image collected &
cropped by CiteAb from the following publication
(https://pubmed.ncbi.nim.nih.gov/31511648), licensed under a CC-BY
license. Not internally tested by Novus Biologicals.
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Western Blot: OGG1 Antibody - BSA Free [NB100-106] - EBNA1 C o

promotes the upregulation of oxidative DNA damage repair pathways in o > j‘"
EBV converted cell lines & EBV positive BLs. a Representative western & ¢§" ‘!_5* MW
blots illustrating the expression of MTH1, OGG1, & MUTYH in pairs of

EBV-negative & -positive cell lines. GAPDH was used as loading control.  ggnA1- — 75
b Densitometry quantification of the specific bands. The intensity of the

specific band in EBV positive cells relative the EBV-negative parental is -20

shown. Mean + SE of four independent experiments. ¢ Representative MTH1- [ —

western blots illustrating the expression of EBNA1, MTH1, OGG1, & - —
MUTYH in the Mutu cell lines. d Densitometry quantification of OGG1-| I . a i
expression in the EBV positive cell lines relative to the EBV-negative
Mutu-30. Mean % SE of four independent experiments Image collected & | — — -50
cropped by CiteAb from the following publication MUOTYR

(https://pubmed.ncbi.nim.nih.gov/31511648), licensed under a CC-BY .37
license. Not internally tested by Novus Biologicals. GAPDH-

Immunohistochemistry: OGG1 Antibody - BSA Free [NB100-106] - IHC-P A el o AL I8
analysis of hOGG1 protein expression in serous ovarian cancer: (A) ' ' g 1) S b R
Normal ovarian tissue treated with anti-hOGG1 antibody, biotinylated N
anti-rabbit IgG secondary antibody, & avidin-biotin-peroxidase complex, -

& counterstained with p-dimethylaminobenzaldehyde reagent .
(magnification 100 x); (B) serous cystadenoma with positive staining pRs - x ON ./ .
(magnification 200 x); (C) LG-SOC tissue with moderate positive staining © = . - ' "
(magnification 200 x); & (D) HG-SOC with negative staining . Y v Lt !
(magnification 200 x). Black arrow pointed at the immunostained > : :
epithelial cells. Image collected & cropped by CiteAb from the following e 7 ¥ - ' A
publication 3 : S = 4
(https://ovarianresearch.biomedcentral.com/articles/10.1186/1757-2215- = . - e R < ISR
6-74), licensed under a CC-BY license. Not internally tested by Novus A i SRS 2 he
Biologicals. - '

Immunohistochemistry: OGG1 Ant|body BSA Free [NBlOO 106] - IHC-P c
analysis of hOGG1 protein expression in serous ovarian cancer: (A)

Normal ovarian tissue treated with anti-hOGG1 antibody, biotinylated
anti-rabbit IgG secondary antibody, & avidin-biotin-peroxidase complex, e s o st % 4
& counterstained with p-dimethylaminobenzaldehyde reagent - w“‘i& Ve PN i
(magnification 100 x); (B) serous cystadenoma with positive staining BN sl '_.1 .33’-'"' TR
(magnification 200 x); (C) LG-SOC tissue with moderate positive staining @‘ﬁ

(magnification 200 x); & (D) HG-SOC with negative staining ,o 2

(magnification 200 x). Black arrow pointed at the immunostained & Jg? f b _";:,'.. . ;
epithelial cells. Image collected & cropped by CiteAb from the following Ao {‘ut o -.;,- ;;_3-.’{5; Py AL 1
publication 3}"' &% . e R . .
(https://ovarianresearch.biomedcentral.com/articles/10.1186/1757-2215- #,.; t-,,;“*‘ ,’g, ; h""’_\_.,, _ W e
6-74), licensed under a CC-BY license. Not internally tested by Novus gz w " " %8 5 05 &
Biologicals. ) ' '
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Western Blot: OGG1 Antibody - BSA Free [NB100-106] - Immunoblot
analysis of kidney lysates.(A) Blot membranes were incubated with the
antibodies against Nrf2, p53 & 8-oxoguanine glycosylase a (OGG1la).
The mean integrated optical density is related to actin for Nrf2 (B), p53
(C) & mature 8-oxoguanine glycosylase a (D) levels. Results are given
as a mean + S.E.M. KD4, KD6, KD8 — groups of Eker rats (Tsc2+/-)
treated with HFKD for four, six or eight mo., respectively; ST — Eker rats
fed with a standard diet; LE ST — wild-type Long Evans rats treated with
a standard diet; LE KD — wild-type Long Evans rats treated with a
ketogenic diet similarly to the KD6 group. *P <0.05, **p <0.01, ***p <
0.001 as compared to ST unless otherwise stated (horizontal line) for
ANOVA with a Fisher post hoc test. Image collected & cropped by
CiteAb from the following publication
(https://pubmed.ncbi.nim.nih.gov/26892894), licensed under a CC-BY
license. Not internally tested by Novus Biologicals.

Western Blot: OGG1 Antibody - BSA Free [NB100-106] - EBNA1
expression is associated with upregulation of MTH1 & oxidative damage
repair pathways. The expression of MTH1, OGG1, & MUTYH was
investigated by western blots & qPCR in BJAB-tTAE1 cells upon addition
& withdrawal of doxycycline. a Representative western blots illustrating
the correlation between the reversible down- & upregulation of MTH1 &
EBNA1 in BJAB-tTAEL cells upon addition & withdrawal of doxycycline.
GAPDH was used as loading control. b Densitometry quantification of
MTH1 & EBNAL expression in BJAB-tTAEL cells. The mean intensity of
the MTH1 & EBNAL specific bands relative to GAPDH in three
independent experiments is shown in the figure. ¢ Regression analysis of
the relationship between expression levels of MTH1 & EBNAL. The data
from three independent experiments were used for the plot. d
Representative western blots illustrating the expression of MTH1,
MUTYH, & OGGL1 in BJAB-tTAEL1 cells cultured for two weeks in the
presence or absence of doxycycline. e Fold change is the ratio between
the intensity of the specific band in cells cultured without or with
doxycycline. The mean + SD of four independent experiments is shown. f
gPCR analysis of the levels of MTH1, OGG1, & MUTYH transcripts in
BJAB-tTAEL1 cells cultured for 2 weeks in the presence or absence of
doxycycline. The mean + SE of the fold change in six independent
experiments each performed in triplicate is shown Image collected &
cropped by CiteAb from the following publication
(https://pubmed.ncbi.nim.nih.gov/31511648), licensed under a CC-BY
license. Not internally tested by Novus Biologicals.
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Western Blot: OGG1 Antibody - BSA Free [NB100-106] - The antioxidant E

pathways are activated during EBV infection & are required for growth unt SAC EBV
transformation. Freshly isolated B-lymphocytes infected with the
transforming B95-8 strain of EBV were cultured for up to 2 weeks in the
presence or absence of MTHL1 inhibitors. Protein expression was MTH1- o — -20
monitored by western blots, cell proliferation & activation of the DDR

were assessed by 3H-Thy incorporation & staining for yH2AX,

respectively. a representative western blots illustrating the parallel OGG1-
increase of MTH1 & EBNA1 expression following EBV infection & mean

+ SE of the intensity of the MTH1 specific band in five independent

experiments. b Representative western blots illustrating the expression

of MTH1, MUTYH & OGGL1 in ex vivo untreated B-cell & freshly EBV MUT‘III'H_
infected & SAC induced B blasts cultured for comparable times &

showing similar levels of cell proliferation. ¢ Quantification of the specific

bands. Relative expression is the ration between the intensity in the GAPDH-
treated cells versus freshly harvested cells. The mean + SE of three to

four independent experiments is shown. d Inhibition of MTH1 prevents

the establishment of EBV transformed lymphoblastoid cell lines. 3H-Thy

incorporation was measured after culture of freshly EBV infected B-

lymphocytes in the presence of the indicated amounts of MTH1

inhibitors. Depending on the condition of the cultures harvesting was

done after ten to fifteen days. e Inhibition of MTH1 strongly enhances the

induction of DNA damage in freshly EBV infected cells. DNA damage

was detected by yH2AX staining. f Mean = SE of the % yH2AX positive

cells in three independent experiments. *P < 0.05; **P <0.01 Image

collected & cropped by CiteAb from the following publication
(https://pubmed.ncbi.nim.nih.gov/31511648), licensed under a CC-BY

license. Not internally tested by Novus Biologicals.

Immunohistochemistry: OGG1 Antibody - BSA Free [NB100-106] - A
Comparison of the expression of OGG1 (A) & PARP-1 (B) protein in Expression of OGG1 protein in normal colon tissue, polyp and
normal colon tissue, polyp & cancer tissue of adenoma (AD, n=68) & f;":’“ S0 x ‘f”dj“f"f'” (EDrandicocinoma ‘CR_C)_ ptents

carcinoma (CRC, n=103) patients.Immunohistochemical detection in
paraffin embedded sections stained with hematoxylin & eosin. Center
mark in the box indicates the medians of the samples. The length of
each box (IQR, interquartile range) represents the range within which the
central 50% of the values fell, with the vertical edges placed at the first &
third quartiles. Whiskers show variability outside the upper & lower
guartiles. P was obtained with the Mann-Whitney test. Representative
examples of the levels of PARP-1 protein in tissues of CRC patients
determined by Western analysis. The analysis was performed on tumor
& normal tissues of 41 CRC patients (C). Image collected & cropped by
CiteAb from the following publication
(https://pubmed.ncbi.nim.nih.gov/25526641), licensed under a CC-BY
license. Not internally tested by Novus Biologicals.

Level of OGG1 protein (IHC method)
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Western Blot: OGG1 Antibody - BSA Free [NB100-106] - HDAC1
modulates OGGL1 activity.a, b Representative images & quantification of
OGG1 acetylation assessed by WB analysis using anti-acetylated lysine
(Ac-Lysine, 4G12). Recombinant OGG1 (100 ng) first acetylated by p300
(25 ng), & incubated w/ titrated amount of HDAC1 (25 & 50 ng). a, b Four
replicates from four independent experiments. ¢ Reaction scheme of
OGGl1 cleavage assay. 5IRDye800CW:-labeled oligonucleatides (33 nt)
contain an 8-o0xoG base at position 17 & complementary unlabeled
strand used as OGG1 substrate. Recombinant OGG1 proteins incubated
w/ OGGL1 substrate & resolved by 20% denaturing urea PAGE. d, e
Representative images & quantification of OGG1 cleavage activity on
reaction samples shown in Fig. 3a. d, e Seven replicates from four
independent experiments. Nuclear extracts from HEK cells
overexpressing OGG1 used as a positive control. f Co-
immunoprecipitation of OGG1 w/ HDACL in cortical nuclear extracts from
2-month-old wild-type mice (n = 2) from one experiment. The asterisks
indicate nonspecific cross-reaction w/ IgG heavy & light chains. g, h
Representative images & quantification of acetylation status of
endogenous OGGL1 in hippocampal lysates of 13M control (n = 4) &
Hdacl cKO (n = 4) animals. g, h Two independent experiments. i
Representative images of OGG1 cleavage assay using hippocampal
nuclear extracts of 13M control & Hdacl cKO mice. j Quantification of
cleaved 17-nt products after OGGL1 cleavage assay using hippocampal
nuclear extracts of 13M control (n = 6) & Hdacl cKO (n = 4) animals. i, j
Two independent experiments. All values are shown as mean £+ SEM.
Statistical analysis: b, e one-way ANOVA w/ Tukey’s post hoc test; h, |
two-tailed Student’s t test. Source data are provided as a Source Data
file. Image collected & cropped by CiteAb from following publication
(https://pubmed.ncbi.nim.nih.gov/32424276), licensed under a CC-BY
license. Not internally tested by Novus Biologicals.
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Procedures
Western Blot protocol for OGG1 Antibody (NB100-106)

Western Blot Procedure

Run 50 ug of protein on a 4-20% Tris-glycine mini-gel at 125V for 90 minutes.

Equilibrate gel, nitrocellulose membrane, Whatman paper, and blotting pads in transfer buffer for 15 minutes.
Transfer protein to the membrane at 25V for 90 minutes.

Allow membrane to air-dry.

Block membrane with 1XPBS/3% BSA for 1 hour at room temperature (23-27 degrees C).

Wash membrane twice, for 5 minutes each, with 1XPBS/0.05% Tween-20 (PBST).

Incubate membrane with NB100-106 (anti-hOGG1), diluted in 1XPBS/1% BSA, for 1 hour at room temperature.
Wash membrane once for 15 minutes, then four times for 5 minutes each, with PBST.

Incubate membrane with goat anti-rabbit IgG-HRP, diluted in 1XPBS/1% BSA, for 1 hour at room temperature.
10 Wash membrane once for 15 minutes, then four times for 5 minutes each, with PBST.

11. Detect cross-reacting proteins using Renaissance Chemiluminescence Reagent Plus kit from NEN Life Sciences.

CoNokWNE

Immunohistochemistry protocol for OGG1 Antibody (NB100-106)
Immunohistochemistry - FFPE sections

|. Deparaffinization:

A. Treat slides with Xylene: 3 changes for 5 minutes each. Drain slides for 10 seconds between changes.

B. Treat slides with 100% Reagent Alcohol: 3 changes for 5 minutes each. Drain slides for 10 seconds between
changes.

II. Quench Endogenous Peroxidase:

A. Place slides in peroxidase quenching solution: 15-30 minutes.
To Prepare 200 ml of Quenching Solution:

Add 3 ml of 30% Hydrogen Peroxide to 200 ml of Methanol.

Use within 4 hours of preparation

B. Place slides in distilled water: 2 changes for 2 minutes each.

lll. Retrieve Epitopes:

A. Preheat Citrate Buffer. Place 200 ml of Citrate Buffer Working Solution into container, cover and place into
steamer. Heat to 90-96 degrees Celcius.

B. Place rack of slides into hot Citrate Buffer for 20 minutes. Cover.

C. Carefully remove container with slides from steamer and cool on bench, uncovered, for 20 minutes.

D. Slowly add distilled water to further cool for 5 minutes.

E. Rinse slides with distilled water. 2 changes for 2 minutes each.

IV. Immunostaining Procedure:

A. Remove each slide from rack and circle tissue section with a hydrophobic barrier pen (e.g. Liquid Blocker-Super
Pap Pen).

B. Flood slide with Wash Solution. Do not allow tissue sections to dry for the rest of the procedure.

C. Drain wash solution and apply 4 drops of Blocking Reagent to each slide and incubate for 15 minutes.

D. Drain Blocking Reagent (do not wash off the Blocking Reagent), apply 200 ul of primary antibody solution to each
slide, and incubate for 1 hour.

E. Wash slides with Wash Solution: 3 changes for 5 minutes each.

F. Drain wash solution, apply 4 drops of Secondary antibody to each slide and incubate for 1 hour.

G. Wash slides with Wash Solution: 3 changes for 5 minutes each.

H. Drain wash solution, apply 4 drops of DAB Substrate to each slide and develop for 5-10 minutes. Check
development with microscope.

I. Wash slides with Wash Solution: 3 changes for 5 minutes each.

J. Drain wash solution, apply 4 drops of Hematoxylin to each slide and stain for 1-3 minutes. Increase time if darker

counterstaining is desired.
L-_l technical@novusbio.com
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K. Wash slides with Wash Solution: 2-3 changes for 2 minutes each.

L. Drain wash solution and apply 4 drops of Bluing Solution to each slide for 1-2 minutes.

M. Rinse slides in distilled water.

N. Soak slides in 70% reagent alcohol: 3 minutes with intermittent agitation.

0. Soak slides in 95% reagent alcohol: 2 changes for 3 minutes each with intermittent agitation.

P. Soak slides in 100% reagent alcohol: 3 changes for 3 minutes each with intermittent agitation. Drain slides for 10
seconds between each change.

Q. Soak slides in Xylene: 3 changes for 3 minutes each with intermittent agitation. Drain slides for 10 seconds
between each change.

R. Apply 2-3 drops of non-agueous mounting media to each slide and mount coverslip.

S. Lay slides on a flat surface to dry prior to viewing under microscope.

NOTES:

Use treated slides (e.g. HistoBond) to assure adherence of FFPE sections to slide.

Prior to deparaffinization, heat slides overnight in a 60 degrees Celcius oven.

All steps in which Xylene is used should be performed in a fume hood.

For Epitope Retrieval, a microwave or pressure cooker may be substituted for the steamer method. Adjust times as
necessary depending on conditions.

For the initial IHC run with a new primary antibody, test tissues with and without Epitope Retrieval. In some instances,
Epitope Retrieval may not be necessary.

200 ul is the recommended maximum volume to apply to a slide for full coverage. Using more than 200 ul may allow
solutions to wick off the slide and create drying artifacts. For small tissue sections less than 200 ul may be used.

5 minutes of development with DAB Substrate should be sufficient. Do not develop for more than 10 minutes. If 5
minutes of development causes background staining, further dilution of the primary antibody may be necessary.
Hematoxylin should produce a light nuclear counterstain so as not to obscure the DAB staining. Counterstain for 1-1
1/2 minutes for nuclear antigens. Counterstain for 2-3 minutes for cytoplasmic and membranous antigens. If darker
counterstaining is desired increase time (up to 10 minutes).

Immunocytochemistry/Immunofluorescence protocol for OGG1 Antibody (NB100-106)
Immunocytochemistry Protocol
Culture cells to appropriate density on suitable glass coverslips in 35 mm culture dishes or 6-well plates.

1. Remove culture medium and add 10% formalin to the dish. Fix at room temperature for 5-10 minutes.

2. Remove the formalin and add 0.5% Triton-X 100 in TBS to permeabilize the cells. Incubate for 5-10 minutes.

3. Remove the permeabilization buffer and add wash buffer (i.e. PBS or PBS with 0.1% Tween-20). Be sure to not let
the specimen dry out. Gently wash three times for 10 minutes.

4. Alternatively, cells can be fixed with -20C methanol for 10 min at room temperature. Remove the methanol and
rehydrate in PBS for 10 min before proceeding.

5. To block nonspecific antibody binding incubate in 10% normal goat serum for 1 hour at room temperature.

6. Add primary antibody at appropriate dilution and incubate at room temperature for 1 hour or at 4 degrees C
overnight.

7. Remove primary antibody and replace with wash buffer. Gently wash three times for 10 minutes.

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

9. Remove antibody and replace with wash buffer. Gently wash three times for 10 minutes.

10. Nuclei can be staining with 4',6' diamino phenylindole (DAPI) at 0.1 ug/ml, or coverslips can be directly mounted
in media containing DAPI.

11. Cells can now be viewed with a fluorescence microscope.

*The above information is only intended as a guide. The researcher should determine what protocol best meets their
needs. Please follow proper laboratory procedures for the disposal of formalin.
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Flow (Intracellular) Protocol for OGG1 Antibody (NB100-106)

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 1 mL 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 permeablization 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:

Optional: Perform cell surface staining as described in the previous section.

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 permeabization 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 5 minutes at 400 RCF.

5. Discard supernatant and re-suspend in 1 mL of staining buffer + 0.1% permeabilizer.

6. Stain each sample at 1 uL/ 1 x 106 cells of primary antibody or 1-3 uL/ 1 x 106 cells for directly conjugated
antibodies. Mix well and incubate at room temperature for 30 minutes- 1 hour. Gently mix samples every 10-15
minutes.

7. Following the primary/conjugate incubation, add 2 mL/sample of staining buffer +0.1% permeabilizer and centrifuge
for 5 minutes at 400 RCF.

8. Remove supernatant and re-suspend each sample in 2 mL staining buffer + 0.1% permeabilizer, repeat wash for 5
minutes at 400 RCF.

9. If using a directly conjugated antibody, after the second wash, re-suspend cell pellet to a final volume of 500 uL per
sample and proceed with flow analysis.
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Limitations

This product is for research use only and is not approved for use in humans or in clinical diagnosis.
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