
蛋白质分析

1. 背景介绍

HiBiT 是一种 11 个氨基酸的多肽标签，使用 NanoLuc Binary 

Technology（或称为 NanoBiT®）可以简单、灵敏地定量标记的
蛋白质。其与大亚基 (LgBiT) 互补，可重组成明亮的萤光素酶，
促进蛋白质动力学的测定，包括表达水平、降解、易位和翻译后
修饰。然而，LgBiT 亚基不能支持传统上用抗体完成的几种理想
的检测模式，例如免疫荧光成像或免疫沉淀。

为了将 HiBiT 的功能扩展到包括传统的免疫测定，我们力求开发
一种针对 HiBiT 的特异性、高亲和力的小鼠单克隆抗体。我们对
抗体进行了免疫印迹、免疫荧光染色、免疫沉淀和 FACS 验证。
Anti-HiBiT 抗体也比常用的表位标签抗体结合更紧密，在免疫分
析中通常表现出更高的灵敏度或特异性。

HiBiT 是目前唯一的在检测选择上具有最大灵活性的小肽标签。
用户可以很容易地使用定量的、生物发光的、基于细胞的检测方
法和执行传统的基于抗体的方法测定蛋白质。HiBiT 标签的高实
用性消除了对串联标记方法的需求。

2. 拓展 HiBiT 工具箱

虽然 LgBiT 互补能够简单、灵敏地定量 HiBiT 标记的蛋白，但一种特异性、高亲和力的单克隆抗体将使 HiBiT 也能支持传统表位标
签的所有应用。

Anti-HiBiT Monoclonal Antibody
一种抗 HiBiT 单克隆抗体将 HiBiT 标签的用途扩展到其他表位标签之外
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HiBiT is an 11-amino-acid peptide tag that enables simple, sensitive quantification of tagged 
proteins using NanoLuc Binary Technology, or NanoBiT. Complementation with the Large BiT
(LgBiT) subunit reconstitutes the bright luciferase enzyme, facilitating measurement of protein 
dynamics, including expression levels, degradation, translocation, and post-translational 
modification. However, the LgBiT subunit is not able to support several desirable assay formats 
traditionally accomplished with antibodies, such as immunofluorescent imaging or 
immunoprecipitation.

To expand the capabilities of HiBiT to include traditional immunoassays, we sought to develop 
a specific, high-affinity mouse monoclonal antibody against HiBiT. We validated the antibody 
for immunoblotting, immunofluorescent staining, immunoprecipitation, and FACS. The anti-
HiBiT antibody also binds more tightly than commonly used epitope tag antibodies, and it 
often shows greater sensitivity or specificity in immunoassays.

HiBiT is now the only small peptide tag with maximum flexibility in detection options. Users 
can easily measure proteins with quantitative bioluminescent cell-based assays and perform 
traditional antibody-based methods. The increased utility of the HiBiT tag removes the need 
for tandem-tagging approaches.

While LgBiT complementation enables simple, sensitive quantification of HiBiT-
tagged proteins, a specific, high-affinity monoclonal antibody will allow HiBiT to also 
support all the applications of traditional epitope tags.

Fluorescence-Activated Cell Sorting can be used to quantify intracellular HiBiT-tagged 
proteins in fixed, permeabilized cells or to separate live cells expressing HiBiT-tagged 
proteins on the surface.

Lysates from CRISPR pools expressing HSP90B1 tandem-tagged with HiBiT plus another 
epitope tag were analyzed by Western Blotting, using the manufacturers’ recommended 
protocol. Arrows indicate the expected bands.

• Single-digit picogram amounts of HaloTag-HiBiT can be detected by WB, and cross-
reactive bands in HeLa lysate have signals less than 1pg HiBiT (panel 1).

• CRISPR-modified HeLa cells expressing HiBiT-tagged proteins at endogenous levels 
can be detected by WB (panel 3).

➢ The anti-HiBiT mAb compares well to other epitope tag antibodies:
• Immunofluorescence: Fluorescence microscopy of endogenously expressed HiBiT-

tagged proteins.

• FACS: Separate live cells expressing HiBiT on the surface or quantify HiBiT-tagged 
proteins in fixed, permeabilized cells.

• Western blotting: Detect low picogram amounts of HiBiT-tagged proteins with 
minimal cross-reactivity.

• Immunoprecipitation: Quickly precipitate a high percentage of HiBiT-tagged proteins 
from samples.

• Affinity: The Anti-HiBiT mAb binds HiBiT 2+ orders of magnitude more tightly than 
LgBiT.

• HSP90B1 was tandem-tagged with HiBiT plus HA, Myc, or 1 or 3 copies of FLAG tag 
using CRISPR/Cas9.

• Lysates from the CRISPR pools were generated and split to make IP samples.
• Tagged HSP90B1 was immunoprecipitated with either anti-HiBiT, anti-Myc, anti-HA, 

or anti-FLAG Ab, coupled with magnetic Protein G resin.
• HiBiT performed similarly to 3xFlag and better than single copy tags

A titration of antibody concentrations was incubated with 10 pM of either HiBiT
Peptide or HaloTag-HiBiT protein at equilibrium. The fraction of unbound HiBiT was 
determined by adding a HiBiT detection reagent containing saturating LgBiT plus 
furimazine and measuring the luminescence.
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正交法验证 FACS 分析 Western blot 检测 免疫沉淀 亚细胞定位

Anti-HiBiT 单抗与其他表位标签抗体相比的
优势：

• 免疫荧光：对内源性表达的 HiBiT 标记蛋白可进行
荧光显微成像。

• FACS：可用于分离表面表达 HiBiT 的活细胞，或
在固定的渗透细胞中定量 HiBiT 标记的蛋白。

• Western blotting：以最小的交叉反应检测低至皮
克的 HiBiT 标记蛋白。

• 免疫沉淀：从样品中快速沉淀高比例的 HiBiT 标记
蛋白。

• 亲和力高：Anti-HiBiT mAb 与 HiBiT 的结合比 LgBiT

高 2 个数量级。



应用数据展示

3. 内源性表达 HiBiT 标记蛋白的荧光成像

将 HiBiT 添加到 HeLa 细胞中具有不同亚细胞定位的内源性蛋白位点，并用抗 HiBiT 单抗对细胞进行免疫染色 ( 红色 )。

4. 用表达在细胞膜表面的 HiBiT 对活细胞进行 FACS 分选或用表达在细胞内的 HiBiT 对固定细胞进行定量

荧光活化细胞分选可用于在固定细胞、通透化细胞中定量细胞内的 HiBiT 标记蛋白，或用于分离表面表达 HiBiT 标记蛋白的活细胞。
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5. 进行免疫印迹检测时，皮克级的灵敏度，且特异性好

• 个位数皮克级的 HaloTag-HiBiT 可以通过 WB 检测到，HeLa 裂解物中的交叉反应带的信号小于 1pg 的 HiBiT 融合蛋白 ( 图 1)。
• 经 CRISPR 修饰的 HeLa 细胞，其在内源性水平表达的 HiBiT 标记蛋白可以通过 WB 检测到 ( 图 3)。
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8. Picomolar binding of Anti-HiBiT Monoclonal Antibody 
competes with LgBiT binding to HiBiT

3. Fluorescent imaging of endogenously expressed 
HiBiT-tagged proteins

6. Anti-HiBiT mAb Western Blotting is more sensitive and 
specific than other epitope tags 9. Conclusions

HiBiT is an 11-amino-acid peptide tag that enables simple, sensitive quantification of tagged 
proteins using NanoLuc Binary Technology, or NanoBiT. Complementation with the Large BiT
(LgBiT) subunit reconstitutes the bright luciferase enzyme, facilitating measurement of protein 
dynamics, including expression levels, degradation, translocation, and post-translational 
modification. However, the LgBiT subunit is not able to support several desirable assay formats 
traditionally accomplished with antibodies, such as immunofluorescent imaging or 
immunoprecipitation.

To expand the capabilities of HiBiT to include traditional immunoassays, we sought to develop 
a specific, high-affinity mouse monoclonal antibody against HiBiT. We validated the antibody 
for immunoblotting, immunofluorescent staining, immunoprecipitation, and FACS. The anti-
HiBiT antibody also binds more tightly than commonly used epitope tag antibodies, and it 
often shows greater sensitivity or specificity in immunoassays.

HiBiT is now the only small peptide tag with maximum flexibility in detection options. Users 
can easily measure proteins with quantitative bioluminescent cell-based assays and perform 
traditional antibody-based methods. The increased utility of the HiBiT tag removes the need 
for tandem-tagging approaches.

While LgBiT complementation enables simple, sensitive quantification of HiBiT-
tagged proteins, a specific, high-affinity monoclonal antibody will allow HiBiT to also 
support all the applications of traditional epitope tags.

Fluorescence-Activated Cell Sorting can be used to quantify intracellular HiBiT-tagged 
proteins in fixed, permeabilized cells or to separate live cells expressing HiBiT-tagged 
proteins on the surface.

Lysates from CRISPR pools expressing HSP90B1 tandem-tagged with HiBiT plus another 
epitope tag were analyzed by Western Blotting, using the manufacturers’ recommended 
protocol. Arrows indicate the expected bands.

• Single-digit picogram amounts of HaloTag-HiBiT can be detected by WB, and cross-
reactive bands in HeLa lysate have signals less than 1pg HiBiT (panel 1).

• CRISPR-modified HeLa cells expressing HiBiT-tagged proteins at endogenous levels 
can be detected by WB (panel 3).

➢ The anti-HiBiT mAb compares well to other epitope tag antibodies:
• Immunofluorescence: Fluorescence microscopy of endogenously expressed HiBiT-

tagged proteins.

• FACS: Separate live cells expressing HiBiT on the surface or quantify HiBiT-tagged 
proteins in fixed, permeabilized cells.

• Western blotting: Detect low picogram amounts of HiBiT-tagged proteins with 
minimal cross-reactivity.

• Immunoprecipitation: Quickly precipitate a high percentage of HiBiT-tagged proteins 
from samples.

• Affinity: The Anti-HiBiT mAb binds HiBiT 2+ orders of magnitude more tightly than 
LgBiT.

• HSP90B1 was tandem-tagged with HiBiT plus HA, Myc, or 1 or 3 copies of FLAG tag 
using CRISPR/Cas9.

• Lysates from the CRISPR pools were generated and split to make IP samples.
• Tagged HSP90B1 was immunoprecipitated with either anti-HiBiT, anti-Myc, anti-HA, 

or anti-FLAG Ab, coupled with magnetic Protein G resin.
• HiBiT performed similarly to 3xFlag and better than single copy tags

A titration of antibody concentrations was incubated with 10 pM of either HiBiT
Peptide or HaloTag-HiBiT protein at equilibrium. The fraction of unbound HiBiT was 
determined by adding a HiBiT detection reagent containing saturating LgBiT plus 
furimazine and measuring the luminescence.
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HiBiT is an 11-amino-acid peptide tag that enables simple, sensitive quantification of tagged 
proteins using NanoLuc Binary Technology, or NanoBiT. Complementation with the Large BiT
(LgBiT) subunit reconstitutes the bright luciferase enzyme, facilitating measurement of protein 
dynamics, including expression levels, degradation, translocation, and post-translational 
modification. However, the LgBiT subunit is not able to support several desirable assay formats 
traditionally accomplished with antibodies, such as immunofluorescent imaging or 
immunoprecipitation.

To expand the capabilities of HiBiT to include traditional immunoassays, we sought to develop 
a specific, high-affinity mouse monoclonal antibody against HiBiT. We validated the antibody 
for immunoblotting, immunofluorescent staining, immunoprecipitation, and FACS. The anti-
HiBiT antibody also binds more tightly than commonly used epitope tag antibodies, and it 
often shows greater sensitivity or specificity in immunoassays.

HiBiT is now the only small peptide tag with maximum flexibility in detection options. Users 
can easily measure proteins with quantitative bioluminescent cell-based assays and perform 
traditional antibody-based methods. The increased utility of the HiBiT tag removes the need 
for tandem-tagging approaches.

While LgBiT complementation enables simple, sensitive quantification of HiBiT-
tagged proteins, a specific, high-affinity monoclonal antibody will allow HiBiT to also 
support all the applications of traditional epitope tags.

Fluorescence-Activated Cell Sorting can be used to quantify intracellular HiBiT-tagged 
proteins in fixed, permeabilized cells or to separate live cells expressing HiBiT-tagged 
proteins on the surface.

Lysates from CRISPR pools expressing HSP90B1 tandem-tagged with HiBiT plus another 
epitope tag were analyzed by Western Blotting, using the manufacturers’ recommended 
protocol. Arrows indicate the expected bands.

• Single-digit picogram amounts of HaloTag-HiBiT can be detected by WB, and cross-
reactive bands in HeLa lysate have signals less than 1pg HiBiT (panel 1).

• CRISPR-modified HeLa cells expressing HiBiT-tagged proteins at endogenous levels 
can be detected by WB (panel 3).

➢ The anti-HiBiT mAb compares well to other epitope tag antibodies:
• Immunofluorescence: Fluorescence microscopy of endogenously expressed HiBiT-

tagged proteins.

• FACS: Separate live cells expressing HiBiT on the surface or quantify HiBiT-tagged 
proteins in fixed, permeabilized cells.

• Western blotting: Detect low picogram amounts of HiBiT-tagged proteins with 
minimal cross-reactivity.

• Immunoprecipitation: Quickly precipitate a high percentage of HiBiT-tagged proteins 
from samples.

• Affinity: The Anti-HiBiT mAb binds HiBiT 2+ orders of magnitude more tightly than 
LgBiT.

• HSP90B1 was tandem-tagged with HiBiT plus HA, Myc, or 1 or 3 copies of FLAG tag 
using CRISPR/Cas9.

• Lysates from the CRISPR pools were generated and split to make IP samples.
• Tagged HSP90B1 was immunoprecipitated with either anti-HiBiT, anti-Myc, anti-HA, 

or anti-FLAG Ab, coupled with magnetic Protein G resin.
• HiBiT performed similarly to 3xFlag and better than single copy tags

A titration of antibody concentrations was incubated with 10 pM of either HiBiT
Peptide or HaloTag-HiBiT protein at equilibrium. The fraction of unbound HiBiT was 
determined by adding a HiBiT detection reagent containing saturating LgBiT plus 
furimazine and measuring the luminescence.
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proteins on the surface.

Lysates from CRISPR pools expressing HSP90B1 tandem-tagged with HiBiT plus another 
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protocol. Arrows indicate the expected bands.

• Single-digit picogram amounts of HaloTag-HiBiT can be detected by WB, and cross-
reactive bands in HeLa lysate have signals less than 1pg HiBiT (panel 1).

• CRISPR-modified HeLa cells expressing HiBiT-tagged proteins at endogenous levels 
can be detected by WB (panel 3).
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tagged proteins.
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proteins in fixed, permeabilized cells.
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from samples.
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• Lysates from the CRISPR pools were generated and split to make IP samples.
• Tagged HSP90B1 was immunoprecipitated with either anti-HiBiT, anti-Myc, anti-HA, 
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1. Introduction 4. FACS sorting of live cells with surface HiBiT or 
quantification of fixed cells with intracellular HiBiT

7. More effective immunoprecipitation than single copies 
of other epitope tags

2. Expanding the HiBiT toolkit 5. Western blotting sensitivity of low picogram amounts 
with excellent specificity

8. Picomolar binding of Anti-HiBiT Monoclonal Antibody 
competes with LgBiT binding to HiBiT

3. Fluorescent imaging of endogenously expressed 
HiBiT-tagged proteins

6. Anti-HiBiT mAb Western Blotting is more sensitive and 
specific than other epitope tags 9. Conclusions

HiBiT is an 11-amino-acid peptide tag that enables simple, sensitive quantification of tagged 
proteins using NanoLuc Binary Technology, or NanoBiT. Complementation with the Large BiT
(LgBiT) subunit reconstitutes the bright luciferase enzyme, facilitating measurement of protein 
dynamics, including expression levels, degradation, translocation, and post-translational 
modification. However, the LgBiT subunit is not able to support several desirable assay formats 
traditionally accomplished with antibodies, such as immunofluorescent imaging or 
immunoprecipitation.

To expand the capabilities of HiBiT to include traditional immunoassays, we sought to develop 
a specific, high-affinity mouse monoclonal antibody against HiBiT. We validated the antibody 
for immunoblotting, immunofluorescent staining, immunoprecipitation, and FACS. The anti-
HiBiT antibody also binds more tightly than commonly used epitope tag antibodies, and it 
often shows greater sensitivity or specificity in immunoassays.

HiBiT is now the only small peptide tag with maximum flexibility in detection options. Users 
can easily measure proteins with quantitative bioluminescent cell-based assays and perform 
traditional antibody-based methods. The increased utility of the HiBiT tag removes the need 
for tandem-tagging approaches.

While LgBiT complementation enables simple, sensitive quantification of HiBiT-
tagged proteins, a specific, high-affinity monoclonal antibody will allow HiBiT to also 
support all the applications of traditional epitope tags.

Fluorescence-Activated Cell Sorting can be used to quantify intracellular HiBiT-tagged 
proteins in fixed, permeabilized cells or to separate live cells expressing HiBiT-tagged 
proteins on the surface.

Lysates from CRISPR pools expressing HSP90B1 tandem-tagged with HiBiT plus another 
epitope tag were analyzed by Western Blotting, using the manufacturers’ recommended 
protocol. Arrows indicate the expected bands.

• Single-digit picogram amounts of HaloTag-HiBiT can be detected by WB, and cross-
reactive bands in HeLa lysate have signals less than 1pg HiBiT (panel 1).

• CRISPR-modified HeLa cells expressing HiBiT-tagged proteins at endogenous levels 
can be detected by WB (panel 3).

➢ The anti-HiBiT mAb compares well to other epitope tag antibodies:
• Immunofluorescence: Fluorescence microscopy of endogenously expressed HiBiT-

tagged proteins.

• FACS: Separate live cells expressing HiBiT on the surface or quantify HiBiT-tagged 
proteins in fixed, permeabilized cells.

• Western blotting: Detect low picogram amounts of HiBiT-tagged proteins with 
minimal cross-reactivity.

• Immunoprecipitation: Quickly precipitate a high percentage of HiBiT-tagged proteins 
from samples.

• Affinity: The Anti-HiBiT mAb binds HiBiT 2+ orders of magnitude more tightly than 
LgBiT.

• HSP90B1 was tandem-tagged with HiBiT plus HA, Myc, or 1 or 3 copies of FLAG tag 
using CRISPR/Cas9.

• Lysates from the CRISPR pools were generated and split to make IP samples.
• Tagged HSP90B1 was immunoprecipitated with either anti-HiBiT, anti-Myc, anti-HA, 

or anti-FLAG Ab, coupled with magnetic Protein G resin.
• HiBiT performed similarly to 3xFlag and better than single copy tags

A titration of antibody concentrations was incubated with 10 pM of either HiBiT
Peptide or HaloTag-HiBiT protein at equilibrium. The fraction of unbound HiBiT was 
determined by adding a HiBiT detection reagent containing saturating LgBiT plus 
furimazine and measuring the luminescence.
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HiBiT is an 11-amino-acid peptide tag that enables simple, sensitive quantification of tagged 
proteins using NanoLuc Binary Technology, or NanoBiT. Complementation with the Large BiT
(LgBiT) subunit reconstitutes the bright luciferase enzyme, facilitating measurement of protein 
dynamics, including expression levels, degradation, translocation, and post-translational 
modification. However, the LgBiT subunit is not able to support several desirable assay formats 
traditionally accomplished with antibodies, such as immunofluorescent imaging or 
immunoprecipitation.

To expand the capabilities of HiBiT to include traditional immunoassays, we sought to develop 
a specific, high-affinity mouse monoclonal antibody against HiBiT. We validated the antibody 
for immunoblotting, immunofluorescent staining, immunoprecipitation, and FACS. The anti-
HiBiT antibody also binds more tightly than commonly used epitope tag antibodies, and it 
often shows greater sensitivity or specificity in immunoassays.

HiBiT is now the only small peptide tag with maximum flexibility in detection options. Users 
can easily measure proteins with quantitative bioluminescent cell-based assays and perform 
traditional antibody-based methods. The increased utility of the HiBiT tag removes the need 
for tandem-tagging approaches.

While LgBiT complementation enables simple, sensitive quantification of HiBiT-
tagged proteins, a specific, high-affinity monoclonal antibody will allow HiBiT to also 
support all the applications of traditional epitope tags.

Fluorescence-Activated Cell Sorting can be used to quantify intracellular HiBiT-tagged 
proteins in fixed, permeabilized cells or to separate live cells expressing HiBiT-tagged 
proteins on the surface.

Lysates from CRISPR pools expressing HSP90B1 tandem-tagged with HiBiT plus another 
epitope tag were analyzed by Western Blotting, using the manufacturers’ recommended 
protocol. Arrows indicate the expected bands.

• Single-digit picogram amounts of HaloTag-HiBiT can be detected by WB, and cross-
reactive bands in HeLa lysate have signals less than 1pg HiBiT (panel 1).

• CRISPR-modified HeLa cells expressing HiBiT-tagged proteins at endogenous levels 
can be detected by WB (panel 3).

➢ The anti-HiBiT mAb compares well to other epitope tag antibodies:
• Immunofluorescence: Fluorescence microscopy of endogenously expressed HiBiT-

tagged proteins.

• FACS: Separate live cells expressing HiBiT on the surface or quantify HiBiT-tagged 
proteins in fixed, permeabilized cells.

• Western blotting: Detect low picogram amounts of HiBiT-tagged proteins with 
minimal cross-reactivity.

• Immunoprecipitation: Quickly precipitate a high percentage of HiBiT-tagged proteins 
from samples.

• Affinity: The Anti-HiBiT mAb binds HiBiT 2+ orders of magnitude more tightly than 
LgBiT.

• HSP90B1 was tandem-tagged with HiBiT plus HA, Myc, or 1 or 3 copies of FLAG tag 
using CRISPR/Cas9.

• Lysates from the CRISPR pools were generated and split to make IP samples.
• Tagged HSP90B1 was immunoprecipitated with either anti-HiBiT, anti-Myc, anti-HA, 

or anti-FLAG Ab, coupled with magnetic Protein G resin.
• HiBiT performed similarly to 3xFlag and better than single copy tags

A titration of antibody concentrations was incubated with 10 pM of either HiBiT
Peptide or HaloTag-HiBiT protein at equilibrium. The fraction of unbound HiBiT was 
determined by adding a HiBiT detection reagent containing saturating LgBiT plus 
furimazine and measuring the luminescence.
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6. 与其他表位标签相比，Anti-HiBiT mAb Western Blotting 具有更高的灵敏度和特异性

使用制造商推荐的方案，通过 Western Blotting 分析表达用 HiBiT 加另一个表位标签串联标记的 HSP90B1 的 CRISPR 池的裂解物。
箭头表示预期条带。

7. 比其他单拷贝表位标签更有效的免疫沉淀

• 使用 CRISPR/Cas9 对 HSP90B1 进行串联标记：HiBiT + HA、Myc、1 或 3 个拷贝的 FLAG 标签。
• 从 CRISPR 池中产生裂解物并分离以制备 IP 样本。
• 标记的 HSP90B1 用 Anti-HiBiT、Anti-Myc、Anti-HA 或 Anti-FLAG 抗体进行免疫沉淀，偶联磁性蛋白 G 树脂。
• HiBiT 的性能与 3xFlag 相似，优于单拷贝标签。

8. Anti-HiBiT 单克隆抗体会以皮摩尔量级与 LgBiT 竞争性结合 HiBiT

梯度浓度的抗体与 10 pM 的 HiBiT 肽或 HaloTag-HiBiT 蛋白共孵育达到平衡。通过加入含有饱和的 LgBiT 和 furimazine 的 HiBiT

检测试剂，并检测发光来测定未结合 HiBiT 的比例。
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• Immunoprecipitation: Quickly precipitate a high percentage of HiBiT-tagged proteins 
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determined by adding a HiBiT detection reagent containing saturating LgBiT plus 
furimazine and measuring the luminescence.

Corresponding author: chris.eggers@promega.comMarch 2023 For Research Use Only. Not for use in diagnostic procedures.
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HiBiT was added to the endogenous locus of proteins with varying subcellular 
localization in HeLa cells, and cells were immunostained with anti-HiBiT mAb (red).

HiBiT-EGFR

Parental
HeLa

Using live HeLa/HiBiT-EGFR cloneUsing fixed/permeabilized HeLa CRISPR clones

• Quantify expression of 
proteins with 
intracellular HiBiT

• Confirm clonality of 
CRISPR KI cell lines 

• Enrich cells 
expressing 
extracellular 
HiBiT from 
CRISPR pool

Anti-Flag (M2)

An
ti-

Hi
Bi

T

No
 a

nt
ib

od
y

HSP90B1-HiBiT

Eluted protein:
(higher better)

Protein remaining 
in supernatant:
(lower better)

HSP90B1-HiBiT-Flag

An
ti-

Hi
Bi

T

An
ti-

Fl
ag

HSP90B1-HiBiT-3xFlag

An
ti-

Hi
Bi

T

An
ti-

Fl
ag

HSP90B1-HiBiT-myc

An
ti-

Hi
Bi

T

An
ti-

M
yc

HSP90B1-HiBiT-HA

An
ti-

Hi
Bi

T

An
ti-

HA

High-affinity, high-
specificity monoclonal 

antibody (mAb)

Immunocytochemistry (ICC)

Immunoprecipitation (IP)

Western Blot (WB)

Fluorescence-
activated cell 

sorting (FACS)

CFL

HDAC2

EGFR

HDAC6

CASP3

HeLa parental

P
ar

en
ta

l

H
S

P
90

B
1-

H
iB

iT
 P

oo
l

E
G

FR
-H

iB
iT

C
lo

ne

H
D

A
C

-H
iB

iT
C

lo
ne

C
FL

-H
iB

iT
C

lo
ne

0p
g

0.
12

5p
g

0.
5p

g

1p
g

4p
g

2p
g

0.
25

pg

0p
g

0.
12

5p
g

0.
5p

g

1p
g

4p
g

2p
g

0.
25

pg

148kDa

98kDa

64kDa

50kDa

36kDa

16kDa

Anti-HiBiT Western 
Blot

NanoGlo® HiBiT
Blotting System

Anti-HiBiT (30E5)

P
ar

en
ta

l

H
S

P
90

B
1-

H
iB

iT

H
S

P
90

B
1-

H
iB

iT
-M

yc

H
S

P
90

B
1-

H
iB

iT
-H

A

H
S

P
90

B
1-

H
iB

iT
-F

la
g

H
S

P
90

B
1-

H
iB

iT
-3

xF
la

g

148kDa

98kDa

64kDa

50kDa

36kDa

148kDa

98kDa

64kDa

50kDa

36kDa

148kDa

98kDa

64kDa

50kDa

36kDa

148kDa

98kDa

64kDa

50kDa

36kDa

H
S

P
90

B
1-

H
iB

iT
-F

la
g

H
S

P
90

B
1-

H
iB

iT
-3

xF
la

g

P
ar

en
ta

l

Anti-HA (3F10) Anti-Myc (9E10)

P
ar

en
ta

l

P
ar

en
ta

l

H
S

P
90

B
1-

H
iB

iT
-M

yc

H
S

P
90

B
1-

H
iB

iT
-H

A

148kDa

98kDa

64kDa

50kDa

36kDa

16kDa

148kDa

98kDa

64kDa

50kDa

36kDa

16kDa
0.1 1 10 100 1000

0.0

0.5

1.0

[Anti-HiBiT mAb] (pM)

Fr
ac

tio
na

lH
iB

iT
A

ct
iv

ity

10pM HiBiT Peptide

10pM HaloTag-HiBiT

HiBiT Peptide KD = 6pM
HaloTag-HiBiT KD = 22pM

Only 3xFlag 
detected

Undetectable

Anti-HiBiT Western 
Blot

REV. 03/2023 • GPN071

An
ti-

3x
Fl

ag



Nano-Glo is a registered trademark of Promega corporation. FLAG is a registered trademark of Sigma-Aldrich Co. LLC

 想了解关于 HiBiT 标签的更多信息，请访问 https://www.promega.com//HiBiTtagging

Product Size Cat. #

Anti-HiBiT Monoclonal Antibody
1x 100ug N7200  

5x 100ug N7210

Related Products Size Cat. #

Nano-Glo® HiBiT Blotting System 100ml N2410

Nano-Glo HiBiT® Lytic Detection System

10ml N3030

100ml N3040

10 × 100ml N3050

Nano-Glo® HiBiT Extracellular Detection System

200 assays N2040

1,000 assays N2041

10,000 assays N2042
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