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Neuronal Marker IF Antibody Sampler Kit

Contains  Product Quantity Applications Species  reactivity MW(k Da)
GFAP [ET1601-23] 20µl WB, IHC-P, IF-T issue, IHC-Fr,mIHC, IP H, M, R 50 kDa
CNPase [ET1702-46] 20µl WB, IHC-P, IF-T issue H, M, R 48 kDa
Beta III Tubulin [HA723738] 20µl WB, IHC-P, IF-T issue, IF-Cell , FC, IP H, M, R 50 kDa
Nestin [HA722919] 20µl WB, IF-Cell , IHC-P, IHC-Fr, IF-T issue,mIHC, IP H, M, R 207 kDa
NF-L [HA721538] 20µl WB, IHC-P, IF-Cell , IF-T issue, IHC-Fr H, M, R 62 kDa

Des cription: The Neuronal Marker IF Antibody Sampler Kit  provides  an economical means  for
labeling neuronal s tructures . This  kit  includes  enough primary antibody to perform
at leas t  two wes tern blot\ IHC-P\ IHC-Fr experiments  per primary antibody.

Storage Buffer: 1*TBS (pH7.4), 0.05% BSA, 40% Glycerol. Pres ervative: 0.05% Sodium Azide.

Storage Ins truction: Store at  +4℃ after thawing. Aliquot s tore at  -20℃. Avoid repeated freeze /  thaw
cycles .

Background The antibodies  in this  kit  s erve as  neuronal markers  to determine protein
localizat ion in neurons . The cytos keleton cons is ts  of three types  of cytos olic
fibers : microfilaments  (act in filaments ), intermediate filaments , and microtubules .
Neurofilaments  are the major intermediate filaments  found in neurons  and cons is t
of light  (NFL), medium (NFM), and heavy (NFH) s ubunits . Nes tin is  an
intermediate filament family member protein that  is  s tructurally related to the
neurofilament proteins . Globular tubulin s ubunits  compris e the microtubule
building block, with α/β-tubulin heterodimers  forming the tubulin s ubunit  common
to all eukaryotic cells .
High CNPas e expres s ion is  s een in oligodendrocytes  and Schwann cells  as  CNPas e
accounts  for roughly 4% of the total myelin protein in the central nervous  s ys tem.
CNPas e binds  to tubulin heterodimers  and plays  a role in tubulin polymerization
and oligodendrocyte proces s  outgrowth. GFAP filaments  are characteris t ic of
differentiated and mature brain as trocytes . Thus , GFAP is  commonly us ed by
inves tigators  as  a marker for intracranial and intras pinal tumors  aris ing from
as trocytes .

Databas e l inks : UniProt  ID: P14136, P03995, P47819, P09543, P16330, P13233, Q13509, Q9ERD7,
Q4QRB4, P48681, Q6P5H2, P21263, P07196, P08551, P19527

https://www.uniprot.org/uniprot/P14136
https://www.uniprot.org/uniprot/P03995
https://www.uniprot.org/uniprot/P47819
https://www.uniprot.org/uniprot/P09543
https://www.uniprot.org/uniprot/P16330
https://www.uniprot.org/uniprot/P13233
https://www.uniprot.org/uniprot/Q13509
https://www.uniprot.org/uniprot/Q9ERD7
https://www.uniprot.org/uniprot/Q4QRB4
https://www.uniprot.org/uniprot/P48681
https://www.uniprot.org/uniprot/Q6P5H2
https://www.uniprot.org/uniprot/P21263
https://www.uniprot.org/uniprot/P07196
https://www.uniprot.org/uniprot/P08551
https://www.uniprot.org/uniprot/P19527
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Images

Fig1: Fluores cence mult iplex immunohis tochemical analys is
of mous e hippocampus  (Formalin/PFA-fixed paraffin-
embedded s ections ). Panel A: the merged image of anti-
GFAP (ET1601-23, Green), anti-NeuN (ET1602-12, Red) and
anti-c-Fos  (HA722666, White) on hippocampus . HRP
Conjugated UltraPolymer Goat Polyclonal Antibody
HA1119/HA1120 was  us ed as  a s econdary antibody. The
immunos taining was  performed with the Sequential
Immuno-s taining Kit  (IRISKit™MH010101,
www.luminiris .cn). The s ection was  incubated in three
rounds  of s taining: in the order of ET1601-23 (1/1,000
dilut ion), ET1602-12 (1/1,000 dilut ion) and HA722666 (1/200
dilut ion) for 20 mins  at  room temperature. Each round was
followed by a s eparate fluores cent  tyramide s ignal
amplificat ion s ys tem. Heat  mediated antigen retrieval with
Tris -EDTA buffer (pH 9.0) for 30 mins  at  95℃. DAPI (blue)
was  us ed as  a nuclear counter s tain. Image acquis it ion was
performed with Zeis s  Obs erver 7 Inverted Fluores cence
Micros cope.

Fig2: Fluores cence mult iplex immunohis tochemical analys is
of mous e brain (Formalin/PFA-fixed paraffin-embedded
s ections ). Panel A: the merged image of anti-GFAP
(ET1601-23, Green), anti-NeuN (ET1602-12, Red) and anti-c-
Fos  (HA722666, White) on brain. HRP Conjugated
UltraPolymer Goat Polyclonal Antibody HA1119/HA1120
was  us ed as  a s econdary antibody. The immunos taining
was  performed with the Sequential Immuno-s taining Kit
(IRISKit™MH010101, www.luminiris .cn). The s ection was
incubated in three rounds  of s taining: in the order of
ET1601-23 (1/1,000 dilut ion), ET1602-12 (1/1,000 dilut ion)
and HA722666 (1/200 dilut ion) for 20 mins  at  room
temperature. Each round was  followed by a s eparate
fluores cent  tyramide s ignal amplificat ion s ys tem. Heat
mediated antigen retrieval with Tris -EDTA buffer (pH 9.0)
for 30 mins  at  95℃. DAPI (blue) was  us ed as  a nuclear
counter s tain. Image acquis it ion was  performed with Zeis s
Obs erver 7 Inverted Fluores cence Micros cope.
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Fig3: Fluores cence mult iplex immunohis tochemical analys is
of mous e brain (Formalin/PFA-fixed paraffin-embedded
s ections ). Panel A: the merged image of anti-MAP2
(HA500177, Red), anti-Olig2 (ET1604-29, Cyan), anti-GFAP
(ET1601-23, Magenta) and anti-Neun (ET1602-12, Yellow)
on mous e brain. HRP Conjugated UltraPolymer Goat
Polyclonal Antibody HA1119/HA1120 was  us ed as  a
s econdary antibody. The immunos taining was  performed
with the Sequential Immuno-s taining Kit
(IRISKit™MH010101, www.luminiris .cn). The s ection was
incubated in four rounds  of s taining: in the order of
HA500177 (1/1,000 dilut ion), ET1604-29 (1/5,000 dilut ion),
ET1601-23 (1/10,000 dilut ion) and ET1602-12 (1/10,000
dilut ion) for 20 mins  at  room temperature. Each round was
followed by a s eparate fluores cent  tyramide s ignal
amplificat ion s ys tem. Heat  mediated antigen retrieval with
Tris -EDTA buffer (pH 9.0) for 30 mins  at  95℃. DAPI (blue)
was  us ed as  a nuclear counter s tain. Image acquis it ion was
performed with Olympus  VS200 Slide Scanner.

Fig4: Fluores cence mult iplex immunohis tochemical analys is
of mous e hippocampus  (Formalin/PFA-fixed paraffin-
embedded s ections ). Panel A: the merged image of anti-
MAP2 (HA500177, Green), anti-GFAP (ET1601-23, Red) and
anti-NeuN (ET1602-12, Magenta) on Mous e hippocampus .
HRP Conjugated UltraPolymer Goat Polyclonal Antibody
HA1119/HA1120 was  us ed as  a s econdary antibody. The
immunos taining was  performed with the Sequential
Immuno-s taining Kit  (IRISKit™MH010101,
www.luminiris .cn). The s ection was  incubated in three
rounds  of s taining: in the order of HA500177 (1/1,000
dilut ion), ET1601-23 (1/1,000 dilut ion) and ET1602-12
(1/10,000 dilut ion) for 20 mins  at  room temperature. Each
round was  followed by a s eparate fluores cent  tyramide
s ignal amplificat ion s ys tem. Heat  mediated antigen
retrieval with Tris -EDTA buffer (pH 9.0) for 30 mins  at
95℃. DAPI (blue) was  us ed as  a nuclear counter s tain.
Image acquis it ion was  performed with Olympus  VS200 Slide
Scanner.
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Fig5: Fluores cence mult iplex immunohis tochemical analys is
of mous e brain (Formalin/PFA-fixed paraffin-embedded
s ections ). Panel A: the merged image of anti-NeuN
(ET1602-12, red), anti-Iba1 (ET1705-78, green), anti-GFAP
(ET1601-23, gray), anti-Olig2 (ET1604-29, cyan), anti-MAP2
(HA500177, magenta) and anti-CD34 (ET1606-11, yellow) on
mous e brain. HRP Conjugated UltraPolymer Goat
Polyclonal Antibody HA1119/HA1120 was  us ed as  a
s econdary antibody. The immunos taining was  performed
with the Sequential Immuno-s taining Kit
(IRISKit™MH010101, www.luminiris .cn). The s ection was
incubated in s ix rounds  of s taining: in the order of ET1602-
12(1/5,000 dilut ion), ET1705-78 (1/2,000 dilut ion), ET1601-
23 (1/5,000 dilut ion), ET1604-29 (1/1,000 dilut ion),
HA500177 (1/5,000 dilut ion) and ET1606-11 (1/2,000
dilut ion) for 20 mins  at  room temperature. Each round was
followed by a s eparate fluores cent  tyramide s ignal
amplificat ion s ys tem. Heat  mediated antigen retrieval with
Tris -EDTA buffer (pH 9.0) for 30 mins  at  95℃. DAPI (blue)
was  us ed as  a nuclear counter s tain. Image acquis it ion was
performed with Olympus  VS200 Slide Scanner.

Fig6: Immunohis tochemical analys is  of paraffin-embedded
mous e cerebral cortex t is s ue with Rabbit  anti-GFAP
antibody (ET1601-23) at  1/1,000 dilut ion.

The s ection was  pre-treated us ing heat  mediated antigen
retrieval with Tris -EDTA buffer (pH 9.0) for 20 minutes .
The t is s ues  were blocked in 1% BSA for 20 minutes  at  room
temperature, was hed with ddH O and PBS, and then probed
with the primary antibody (ET1601-23) at  1/1,000 dilut ion
for 1 hour at  room temperature. The detection was
performed us ing an HRP conjugated compact  polymer
s ys tem. DAB was  us ed as  the chromogen. Tis s ues  were
counters tained with hematoxylin and mounted with DPX.

2
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Fig7: Immunohis tochemical analys is  of paraffin-embedded
rat  hippocampus  t is s ue with Rabbit  anti-GFAP antibody
(ET1601-23) at  1/1,000 dilut ion.

The s ection was  pre-treated us ing heat  mediated antigen
retrieval with Tris -EDTA buffer (pH 9.0) for 20 minutes .
The t is s ues  were blocked in 1% BSA for 20 minutes  at  room
temperature, was hed with ddH O and PBS, and then probed
with the primary antibody (ET1601-23) at  1/1,000 dilut ion
for 1 hour at  room temperature. The detection was
performed us ing an HRP conjugated compact  polymer
s ys tem. DAB was  us ed as  the chromogen. Tis s ues  were
counters tained with hematoxylin and mounted with DPX.

Fig8: Wes tern blot  analys is  of Beta III Tubulin on different
lys ates  with Rabbit  anti-Beta III Tubulin antibody (ET1604-
17) at  1/20,000 dilut ion.

Lane 1: SH-SY5Y cell lys ate (15 µg/Lane)
Lane 2: HeLa cell lys ate (15 µg/Lane)
Lane 3: Neuro-2a cell lys ate (15 µg/Lane)
Lane 4: NIH/3T3 cell lys ate (15 µg/Lane)
Lane 5: PC-12 cell lys ate (15 µg/Lane)
Lane 6: C6 cell lys ate (15 µg/Lane)
Lane 7: Mous e brain t is s ue lys ate (20 µg/Lane)
Lane 8: Rat  brain t is s ue lys ate (20 µg/Lane)

Predicted band s ize: 50 kDa
Obs erved band s ize: 50 kDa

Expos ure t ime: 3 minutes  54 s econds ;

4-20% SDS-PAGE gel.

Proteins  were trans ferred to a PVDF membrane and blocked
with 5% NFDM/TBST for 1 hour at  room temperature. The
primary antibody (ET1604-17) at  1/20,000 dilut ion was  us ed
in 5% NFDM/TBST at  room temperature for 2 hours . Goat
Anti-Rabbit  IgG - HRP Secondary Antibody (HA1001) at
1:50,000 dilut ion was  us ed for 1 hour at  room temperature.

2
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Fig9: Immunofluores cence analys is  of frozen mous e
hippocampus  (CA1) t is s ue labeling Beta III Tubulin with
Rabbit  anti-Beta III Tubulin antibody (ET1604-17).

The t is s ues  were blocked in 3% BSA for 30 minutes  at  room
temperature, was hed with PBS, and then probed with the
primary antibody (ET1604-17, green) at  1/100 dilut ion
overnight  at  4℃, was hed with PBS. Goat Anti-Rabbit  IgG
H&L (Alexa Fluor® 488) was  us ed as  the s econdary
antibody at  1/200 dilut ion. Nuclei were counters tained with
DAPI (blue). Image acquis it ion was  performed with KFBIO
KF-FL-400 Scanner.

Fig10: Flow cytometric analys is  of PC-12 cells  labeling
Beta III Tubulin.

Cells  were fixed and permeabilized. Then s tained with the
primary antibody (ET1604-17, 1/100) (red) compared with
Rabbit  IgG Is otype Control (green). After incubation of the
primary antibody at  +4℃ for an hour, the cells  were s tained
with a iFluor™ 488 conjugate-Goat anti-Rabbit  IgG
Secondary antibody (HA1121) at  1/1,000 dilut ion for 30
minutes  at  +4℃. Unlabelled s ample was  us ed as  a control
(cells  without incubation with primary antibody; black).

Fig11: Beta III Tubulin was  immunoprecipitated from 0.2
mg SH-SY5Y cell lys ate with ET1604-17 at  2 µg/10 µl beads .
Wes tern blot  was  performed from the immunoprecipitate
us ing ET1604-17 at  1/10,000 dilut ion. Anti-Rabbit  IgG for IP
Nano-s econdary antibody (NBI01H) at  1/5,000 dilut ion was
us ed for 1 hour at  room temperature.

Lane 1: SH-SY5Y cell lys ate (input)
Lane 2: ET1604-17 IP in SH-SY5Y cell lys ate
Lane 3: Rabbit  IgG ins tead of ET1604-17 in SH-SY5Y cell
lys ate

Blocking/Dilution buffer: 5% NFDM/TBST
Expos ure t ime: 2 s econds ;  ECL: K1801
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Fig12: Immunofluores cence analys is  of paraffin-embedded
mous e embryonic brain t is s ue labeling Nes tin with Rabbit
anti-Nes tin antibody (HA722919) at  1/500 dilut ion.

The s ection was  pre-treated us ing heat  mediated antigen
retrieval with Tris -EDTA buffer (pH 9.0) for 20 minutes .
The t is s ues  were blocked in 10% negative goat  s erum for 1
hour at  room temperature, was hed with PBS, and then
probed with the primary antibody (HA722919, green) at
1/500 dilut ion overnight  at  4 ℃, was hed with PBS. Goat
Anti-Rabbit  IgG H&L (iFluor™ 488, HA1121) was  us ed as
the s econdary antibody at  1/1,000 dilut ion. Nuclei were
counters tained with DAPI (blue).

Fig13: Wes tern blot  analys is  of NF-L on different  lys ates
with Rabbit  anti-NF-L antibody (HA721538) at  1/1,000
dilut ion.

Lane 1: Mous e brain t is s ue lys ate
Lane 2: Rat  brain t is s ue lys ate
Lane 3: Mous e hippocampus  t is s ue lys ate
Lane 4: Rat  hippocampus  t is s ue lys ate
Lane 5: Human liver t is s ue lys ate (negative)
Lane 6: Mous e liver t is s ue lys ate (negative)
Lane 7: Rat  liver t is s ue lys ate (negative)

Lys ates /proteins  at  20 µg/Lane.

Predicted band s ize: 62 kDa
Obs erved band s ize: 68 kDa

Expos ure t ime: 3 minutes ;

4-20% SDS-PAGE gel.

Proteins  were trans ferred to a PVDF membrane and blocked
with 5% NFDM/TBST for 1 hour at  room temperature. The
primary antibody (HA721538) at  1/1,000 dilut ion was  us ed
in 5% NFDM/TBST at  room temperature for 2 hours . Goat
Anti-Rabbit  IgG - HRP Secondary Antibody (HA1001) at
1:100,000 dilut ion was  us ed for 1 hour at  room temperature.
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Fig14: Immunocytochemis try analys is  of mous e glia cells
labeling NF-L with Rabbit  anti-NF-L antibody (HA721538)
at  1/1,000 dilut ion.

Cells  were fixed with 4% PFA (15 min), permeabilized with
0.25% TritonX-100 for 15 minutes  and then blocked with
1% BSA/10% normal goat  s erum/0.3M glycine in 0.1%PBS-
Tween for 1h. The cells  were then incubated overnight  at
4℃ with Rabbit  anti-NF-L antibody (HA721538) at  at
1/1,000 dilut ion. Goat  Anti-Rabbit  IgG H&L (iFluor™ 488,
HA1121) was  us ed as  the s econdary antibody at  1/1,000
dilut ion. PBS ins tead of the primary antibody was  us ed as
the s econdary antibody only control. Nuclear DNA was
labelled in blue with DAPI.

Fig15: Immunocytochemis try analys is  of C2C12 cells
labeling Nes tin with Rabbit  anti-Nes tin antibody
(HA722919) at  1/5,000 dilut ion.

Cells  were fixed in 4% paraformaldehyde for 15 minutes  at
room temperature, permeabilized with 0.1% Triton X-100 in
PBS for 15 minutes  at  room temperature, then blocked with
1% BSA in 10% negative goat  s erum for 1 hour at  room
temperature. Cells  were then incubated with Rabbit  anti-
Nes tin antibody (HA722919) at  1/5,000 dilut ion in 1% BSA
in PBST overnight  at  4 ℃. Goat Anti-Rabbit  IgG H&L
(iFluor™ 488, HA1121) was  us ed as  the s econdary
antibody at  1/1,000 dilut ion. PBS ins tead of the primary
antibody was  us ed as  the s econdary antibody only control.
Nuclear DNA was  labelled in blue with DAPI.

Beta tubulin (HA601187, red) was  s tained at  1/100 dilut ion
overnight  at  +4℃. Goat Anti-Mous e IgG H&L (iFluor™ 594,
HA1126) was  us ed as  the s econdary antibody at  1/1,000
dilut ion.

Note: All products are “FOR RESEARCH USE ONLY AND ARE NOT INTENDED FOR DIAGNOSTIC OR
THERAPEUTIC USE”.
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