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I. Introduction 

 

Please read carefully following instructions prior to the assay. 

 

It is essential to isolate “high-quality ribonucleoprotein (RNP) complex” from 

various materials to validate experiments such as reverse transcription polymerase 

chain reaction (RT-PCR), mass spectroscopy and gene expression analysis based on 

microarray technology (Chip analysis) because experimental results may be 

sensitive to RNA quality. In order to obtain “high-quality RNP complex”, and to 

reduce the chance of RNase contamination, gloves should be worn when proceeding 

RiboTrap, and microcentrifuge tubes and pipette tips should be RNase-free. 

 
1. Background and Introduction 

Post-transcriptional regulation of gene expression plays important roles in most cellular 

processes such as development and metabolism and in many diseases such as cancer progression. RNP 

complexes are the fundamental units of post-transcriptional regulation of mRNA. RNA molecules, 

including mRNA and non-coding species such as microRNA (miRNA), exist in RNP complexes with 

specific RNA-binding proteins (RBPs). RBPs and non-coding RNAs bind to specific sequence or 

structural elements in various mRNAs and thereby regulate distinct subsets of mRNAs that encode 

functionally related proteins. 

 

Genome-wide analysis tools, such as RIP-Chip and RIP-Seq, have been widely used to 

understand post-transcriptional regulation of mRNA on a global scale. RIP-Chip or RIP-Seq can identify 

the mRNA populations bound by each RBP. In addition, a complementary discovery approach is required 

to characterize the RBPs assembled on any RNA of interest. This requires the “RiboTrap” approach of 

tagging the RNA of interest instead of the RBP of interest. 

 

Now, MBL is pleased to offer a complementary approach to RIP-Assay Kit, it is the RiboTrap Kit. 

 
2. Product Description  

 The RiboTrap Kit is used to isolate RBPs and other proteins that are associated with mRNA, 

ribosomal RNA (rRNA), transfer RNA (tRNA), viral RNA, miRNA or any other RNA of interest from 

either the cytoplasmic or nuclear extract of cultured mammalian cells. The RNA of interest is modified 

with 5-bromo-UTP (BrUTP) by in vitro transcription, followed by incubation with a cell lysate 

(cytoplasmic extract or nuclear extract) to form the assembled RNA-RBP complexes. The BrU-labeled 

RNA-RBP complexes are then immunoaffinity-purified by anti-BrdU monoclonal antibody (mAb), which 

cross-reacts with BrUTP. RBPs associated with the BrU-labeled RNA can then be identified by 

immunoblotting or mass spectroscopy. Three different wash buffers provided in the RiboTrap Kit allow 

for analysis of both weakly and tightly bound RBPs. The wash buffer with mild conditions (Wash Buffer 

I) is usually used for primary screening of total RBPs, while wash buffer with stringent conditions (Wash 

Buffer II or III) is suitable for purifying tightly bound RBPs. Antisense RNA (corresponding to 
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complementary RNA of interest) or truncated RNA of interest is used to exclude nonspecific binding 

proteins. Elution buffer composed of the optimal concentration of BrdU allows specific recovery of 

BrU-RNA/protein complexes. RBPs isolated with native conformations can be used in several downstream 

applications. 

 

[References] 

1) Haider, S. R., et al., Exp. Cell Res. 234, 498-506 (1997) 

2) Keene, J. D., Nat. Rev. Genet. 8, 533-543 (2007) 

3) Beach, D. L. and Keene, J. D., Methods Mol. Biol. 419, 69-91 (2008) 

 
3. Kit Components 10 assays  

  

1.  CE Buffer  15 mL × 1 bottle 

Lysis buffer for preparation of cytoplasmic extract. 

2. CE Wash Buffer  13 mL × 3 bottles 

3.  NE Buffer  6 mL × 1 bottle 

Lysis buffer for preparation of nuclear extract. 

4.  Dilution Buffer  9 mL × 1 bottle 

5.  Detergent Solution  750 L × 1 vial  

6.  High-Salt Solution  450 L × 1 vial  

7.  Wash Buffer I  48 mL × 1 bottle  

8.  Wash Buffer II   48 mL × 1 bottle  

9.  Wash Buffer III   48 mL × 1 bottle  

10.  Beads Wash Buffer  38 mL × 1 bottle 

11.  anti-BrdU mAb  500 L × 1 vial  

Cross-reacts with 5-bromo-UTP. BrU-labeled RNA is usually 

captured by this antibody. 

12.  BrdU/DMSO  50 L × 1 vial  

5-Bromo-2'-deoxyuridine in DMSO for elution buffer. 

13.  5-Bromo-UTP (50 mM)  18 L × 1 vial 

This reagent is used for preparation of BrU-labeled RNA by in vitro 

transcription (if necessary). 

14.  Column (For Elution)  10 columns 
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4. Storage and Stability 

The components 11 to 13 of RiboTrap Kit should be stored at -20ºC. Other components (except 14) 

should be stored at 4ºC (Do not freeze). Component 14 can be stored at any temperature (4ºC, -20ºC or 

room temperature). These components are stable for one and a half years from the date of manufacture 

when stored at the indicated conditions. 

 
5. Materials Required but not Provided 

Reagents 

1. Protease inhibitors (molecular biology grade)* 

  Commercial reagents 

  Aprotinin 

  Leupeptin 

  Phenylmethylsulfonyl fluoride (PMSF) 

2. RNase inhibitor* 

3. Dithiothreitol (DTT)* 

4. Protein G agarose beads** 

5. Nuclease-free PBS 

6. Nuclease-free water 

7. Reagents for RT-PCR** 

8. Reagents for in vitro transcription** 

Equipments 

9. Microcentrifuge capable of 16,000 × g 

10. Microcentrifuge tubes (1.5 mL or 2 mL) (Nuclease-free) 

 (Recommendation; use low-adhesion tube for RiboTrap) 

11. Centrifuge capable of 2,000 × g 

12. Centrifuge tubes (15 mL or 50 mL) 

13. Pipettes (5 mL, 10 mL, or 25 mL) (Nuclease-free) 

14. Pipette tips (10 L, 20–100 L, 200 L, and 1,000 L) (Nuclease-free) 

 (Recommendation; use low-adhesion pipette tip for RiboTrap) 

15. Ultra low temperature freezer (-80ºC) 

16. Freezer (below -20ºC) 

17. End-over-end rotator 

18. Vortex mixer 

19. Probe-type sonicator 

20. Gloves 

 

 Note: * Recommended concentration of each reagent is shown in Appendix. 

 ** Commercially available reagents confirmed to work with RiboTrap Kit are shown in 

Appendix. 
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II. RiboTrap Kit Procedure 

1. Procedure Summary 
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2. Buffer Preparation 

1. CE Buffer/NE Buffer/Dilution Buffer 

Add appropriate concentrations of protease inhibitors, RNase inhibitor, and DTT just before use. 

Those buffers containing above reagents are indicated by (+) [e.g. CE Buffer (+)]. The 

recommended final concentration of each reagent is shown in Appendix. 

 

2.  CE Wash Buffer/Wash Buffer (I, II, III)/Beads Wash Buffer 

Add DTT at a final concentration of 1.5 mM just before use. Those buffers containing DTT are 

indicated by (+) [e.g. Wash Buffer I (+)].

 

3.  Elution buffer 

Add 4 L of BrdU/DMSO solution to 100 L of nuclease-free PBS just before use.  

 
3. Protocols for RiboTrap 
The following protocol is for the isolation of RBPs, endogenously expressed in mammalian cells, bound to 

the BrU-labeled RNA. Please note that the considerable cell number (0.7–1.0 × 10
8
) may be required for 

the RiboTrap protocol. The isolated RBPs can be visualized by SDS-PAGE, followed by Coomassie 

Brilliant Blue staining (CBB staining). Furthermore, it is possible to identify the isolated RBPs by mass 

spectroscopy.  
 

(A. Preparation of BrU-labeled RNA) 

In vitro transcripts can be prepared from plasmid templates, PCR-generated templates or synthetic 

oligonucleotides. 5-bromo-UTP can be randomly incorporated into the RNA of interest upon 

transcription with an appropriate phage RNA polymerase such as T7 polymerase. In vitro transcription 

kits confirmed to work well with RiboTrap Kit are shown in Appendix. The recommended molar ratio 

of BrUTP to standard UTP is 1:1 to 1:3. To determine the appropriate ratio, the uridine content of the 

RNA should be considered. 

 

(B. Coupling of anti-BrdU antibodies to beads) 

1. Wash Protein G agarose beads three times with an equal amount of nuclease-free PBS (centrifuge 

at 2,000 × g for 1 min at 4ºC). 

2. Aliquot 100 L of the 50% beads slurry to new microcentrifuge tubes. 

3. Add 500 L of Beads Wash Buffer (+) to each tube. 

4. Add 50 L of anti-BrdU mAb to each tube. 

5. Incubate the tubes with rotation for more than 1 hr at 4ºC. If necessary, the incubation can be 

extended to overnight. 

6. Wash antibody-conjugated beads once with 1 mL of Beads Wash Buffer (+) (centrifuge at 2,000 × 

g for 1 min at 4ºC). 

7. Discard the supernatant carefully. 

 

(C. Binding of BrU-labeled RNA to antibody-conjugated beads) 

1. Resuspend the antibody-conjugated beads in 500 L of Beads Wash Buffer (+).  

2. Add 50 pmol of BrU-labeled RNA prepared in Step A and RNase OUT
TM 

at a final 

concentratin of 200 U/mL. 
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3. Incubate with rotation for 2 (to 3) hrs at 4ºC.  

Note: The incubation time should be adjusted to complete Step C and F simultaneously. 

4. Centrifuge at 2,000 × g for 1 min at 4ºC. 

5. After careful removal of the supernatant, wash the BrU-labeled RNA immunochemically bound 

to the antibody-conjugated beads with 500 L of Beads Wash Buffer (+) (centrifuge at 2,000 × g 

for 1 min at 4ºC). Discard the supernatant carefully. The BrU-labeled RNAs bound to the 

antibody-conjugated beads are used to isolate RBPs (Step G). 

 

 (D. Preparation of Protein G agarose beads for preclear) 

1. Wash the Protein G agarose beads three times with an equal amount of nuclease-free PBS 

(centrifuge at 2,000 × g for 1 min at 4ºC). 

2. Aliquot 100 L of the 50% beads slurry to new microcentrifuge tubes. 

3. Add 500 L of Beads Wash Buffer (+) to each tube, and mix briefly. 

4. Centrifuge the tubes at 2,000 × g for 1 min at 4ºC. 

5. Discard the supernatant carefully. Use these Protein G agarose beads for preclear step (Step F). 

 

 (E. Preparation of Cytoplasmic or Nuclear Extract) 

Note: To shorten the time required for the preparation of each extract, if possible, the use of fresh 

cell stock is recommended. 

1. Cultured cells (0.7–1.0 × 10
8
) are collected by centrifugation at 300 × g for 5 min at 4ºC. 

2. Wash the cells three times with ice-cold nuclease-free PBS (centrifuge at 300 × g for 5 min at 

4ºC). 

3. Resuspend the cells with ice-cold nuclease-free PBS and aliquot the cell suspension into new 

microcentrifuge tubes. 

4. Centrifuge again and discard the supernatant. 

5. Add 1,200 L of CE Buffer (+) to each tube and vortex thoroughly. 

6. Incubate the tubes for 10 min at 4ºC or on ice. 

7. Add 60 L of Detergent Solution and gently invert the tubes five times. 

8. Centrifuge immediately at 3,000 × g for 3 min at 4ºC to precipitate the nuclei. 

9. Transfer the supernatant carefully to a new tube. Add 36 L of High-Salt Solution to the tube, 

mix gently, and then centrifuge again at 12,000 × g for 3 min at 4ºC.  

 The resulting supernatant represents “cytoplasmic extract”. For cytoplasmic RiboTrap, 

skip to preclear step (Step F). If you continue to prepare the nuclear extract, proceed to 

the next process. 

10. Wash the pellet (intact nuclei) three times with 1 mL of ice-cold CE Wash Buffer (+), vortex 

thoroughly, and centrifuge at 12,000 × g for 3 min at 4ºC. 

11. Resuspend the pellet in 500 L of NE Buffer (+) and vortex 10 sec at the highest setting. 

12. Sonicate once for 10 sec (Output: 35 W, Duty: 30). 

13. Incubate the tubes for 10 min at 4ºC or on ice. 

14. Add 700 L of Dilution Buffer (+) to each tube and mix briefly. 

15. Centrifuge at 16,000 × g for 10 min at 4ºC to remove the insoluble fraction. 

16. Transfer the supernatant carefully to new tubes. 
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 The supernatant represents “nuclear extract”. For nuclear RiboTrap, proceed to preclear 

step (Step F). 

 

(F. Preclear step) 

1. Transfer the cytoplasmic/nuclear extract (prepared in Step E-9 or E-16) to the tubes (Step D-5) 

containing protein G agarose beads. 

2. Incubate the tubes with rotation for 1 hr at 4ºC. 

 
(G. Binding of proteins to BrU-labeled RNA on antibody-conjugated beads)  

1. Centrifuge the tubes (prepared in Step F-2) containing cytoplasmic/nuclear extract and protein G 

agarose beads at 2,000 × g for 2 min at 4ºC. Save 10 L of precleared cytoplasmic/nuclear extract 

as input sample. 

2. Transfer the precleared cytoplasmic/nuclear extract to the tubes (prepared in Step C-5) containing 

BrU-labeled RNA on antibody-conjugated beads. 

3. Incubate with rotation for 2 hr at 4ºC. 

 

(H. Removal of nonspecifically bound proteins with three different Wash Buffers) 

Note: Three kinds of wash buffers are available in this kit. Wash Buffer I is a mild wash buffer, while 

Wash Buffer II and Wash Buffer III are stringent wash buffers, which are prepared on the basis 

of the composition of Wash Buffer I, but modified at the ionic strength or detergent strength, 

respectively. Although nonspecifically bound proteins can be efficiently removed by washing 

with the latter two buffers, specifically but weakly bound proteins are likely to be lost.  

It is recommended to use Wash Buffer I for primary screening of total RBPs, and Wash Buffer II 

or III for isolating tightly bound proteins. Select the wash buffer best suited for your purpose. 

 

§ Comparison of three different wash buffers 

 

 

 

 

 

 

 

 

 

 

 

1. After incubation, centrifuge the tubes at 2,000 × g for 1 min at 4ºC. Discard the supernatant 

carefully. 

2. The RBPs/BrU-labeled RNA complexes on the antibody-conjugated beads are washed four times 

with 1 mL of appropriate Wash Buffer (I, II or III) (+). Centrifuge at 2,000 × g for 2 min at 4ºC. 

 

Wash Buffer I Wash Buffer II Wash Buffer III

Ionic strength Low High Low

Detergent strength Mild Mild Strong

Wash conditions Mild Stringent Stringent

Retained tightly bound RBPs Yes Yes Yes

Retained weakly bound RBPs Yes No No

Contamination of

nonspecifically bound RBPs
Likely present Negligible Negligible
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 (I. Elution of specifically bound proteins) 

1. Resuspend the beads with 200 L of nuclease-free PBS and transfer the suspension to a 

bottom-plugged spin column.  

2. Detach the bottom plug from the spin column, and then place the column into a new centrifuge 

tube. Centrifuge the column at 1,000 × g for 30 sec at 4ºC. Do not lose the plug, that is used in 

the next process. 

3. Attach the bottom plug to the spin column and place the column into a new centrifuge tube. Add 

50 L of elution buffer into the column and screw the cap. 

4. Incubate for 30 min at 4ºC with gentle shaking. (Do not rotate) 

5. Detach the bottom plug from the spin column, and place the column into a new centrifuge tube. 

6. Elute the cytoplasmic/nuclear protein/BrU-labeled RNA complexes by centrifugation at 1,000 × g 

for 1 min at 4ºC. 

7. In order to increase protein yield, repeat elution steps 3-6 and collect the eluates into a new tube. 

 

Additional Procedure: Analysis of eluted proteins 

The eluates containing RBPs bound to target RNA can be used for analysis of RNP complexes, such as 

visualization by SDS-PAGE followed by CBB staining and identification of proteins by mass spectroscopy 

analysis. Because the elution conditions of RiboTrap Kit are mild, the RNP complexes recovered likely 

retain native conformations.  

Examples of analysis for the RNP complexes obtained with RiboTrap Kit are shown in Example of 

RiboTrap Experiments. 
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III. Example of RiboTrap Experiments 
 

1. Analysis of fractionated cellular proteins by Western blotting. 

 
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

HEK293T cells were fractionated into the cytoplasmic extract (CE), nuclear extract (NE) and insoluble 

fraction (Ppt.) with RiboTrap Kit. Wash 2 and Wash 3 (protocol Step E-10). Proteins were resolved on a 

12.5% SDS-polyacrylamide gel and subsequently analyzed by immunoblotting with specific antibodies 

against eIF4E (cytoplasm), -Actin (cytoplasm/nucleus), Lamin B1 (nuclear envelope), hnRNP A2B1 

(nucleoplasm), Fibrillarin (nucleolus) and Histone H4 (nucleus/chromatin region). The results showed the 

clear fractionation of cytoplasmic and nuclear proteins. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

hnRNP A2B1

(Nucleoplasm/Cytoplasm)

eIF4E

(Cytoplasm)

Lamin B1

(Nuclear envelope)

Histone H4

(Nucleus, Chromatin region)

-Actin

(Cytoplasm/Nucleus)

Fibrillarin

(Nucleolus)

CE    Wash 2   Wash 3   NE        Ppt.
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2. Analysis of proteins bound to the target RNA. 

 
A-1. RiboTrap with cytoplasmic extract:  

Visualization of eluted proteins by CBB staining. 
 

  
 

 

 

 

 

 

 

The cytoplasmic extract prepared from HEK293T 

cells was used to isolate the RBPs, bound to 

BrU-labeled truncated p21
Waf1

 mRNA, with RiboTrap 

Kit. The eluted RNP complexes were subjected to 

SDS-PAGE with a 4-20% gradient gel, followed by 

CBB staining. Molecular mass markers are shown on 

the left.  

Wash Buffer I, II or III (+) was used to wash away 

nonspecifically bound proteins. There were multiple 

bands in the lanes of CR and 3'UTR respectively, 

while the composition of each eluate was obviously 

different. Compared to Wash Buffer I, washing with 

Wash Buffer II or III (+) decreased background and 

increased relative amounts of specifically bound 

RBPs. 

Representative of the proteins, specifically bound to 

the target RNA, were excised from the gel and 

subsequently analyzed by mass spectroscopy. These 

proteins were identified as RBPs (shown by 

arrowhead). 

a: DHX9

b: IGF2BP1/IMP1

c: ILF2/NF45

d: PCBP2

e: ELAVL1/HuR

Input:  Cytoplasmic extract 

Beads: Antibody-conjugated beads, served as 

acontrol for background 

CR:  Proteins bound to the BrU-labeled coding 

region (CR) of p21
Waf1 

mRNA  

 (control RNA) 

3'UTR:  Proteins bound to the BrU-labeled 3' 

untranslated region of p21
Waf1 

mRNA 

 (target RNA) 
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150

100
75

50

37

25

20

15

10

250
150

100
75

50

37

25

20

15

10

250

150

100
75

50

37

25
20

15

10
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Wash Buffer I
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Wash Buffer III
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Input   　 Beads           CR     　3'UTR
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b

c
d
e



 

 

-16- 

A-2. RiboTrap with cytoplasmic extract:  

 Western blot analysis with antibodies against target RNA binding proteins. 

 
  

 

 

 

 

 

 

 

 

 

 

 

 

 

 
To examine binding specificity of the identified proteins, western blot analysis was carried out by using 

antibodies against the following proteins. IGF2BP1/IMP1 has been reported to induce p21 protein 

expression in a p53-dependent manner. PCBP2, bound to 3'UTR of p21
Waf1 

mRNA, plays an essential role 

in the control of p21
 
expression. ELAVL1/HuR has been shown to enhance the stability of p21

Waf1 
mRNA 

by specific binding to the 3'UTR of p21
Waf1 

mRNA. 

All these three proteins were isolated with RiboTrap Kit and the specific binding of HuR and PCBP2 to the 

3'UTR of p21
Waf1 

mRNA were confirmed by Western blotting. Therefore, RiboTrap Kit is useful for 

isolating specific RBPs. 

 

 

 

 

 

 

 

 

 

 

 

 

Input:   Cytoplasmic extract  

Lane 1:  Beads, served as a control for background 

Lane 2:  CR, proteins bound to the BrU-labeled coding region of p21
Waf1 

mRNA  

(served as a control RNA) 

Lane 3:  3'UTR, proteins bound to the BrU-labeled 3' untranslated region of p21
Waf1 

mRNA  

(served as a target RNA) 

ELAVL1/HuR

(Code No. RN004P)

IGF2BP1/IMP1

(Code No. RN007P)

PCBP2

(Code No. RN025P)

Input   1      2       3  1      2      3 1       2 3

Wash Buffer I Wash Buffer II Wash Buffer III
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B. RiboTrap with nuclear extract:  

Visualization of eluted proteins by CBB staining. 

 

 

 

  

 

 

 

 

 

 

 

 

The nuclear extract prepared from HEK293T cells 

were used to isolate the RBPs, bound to BrU-labeled 

truncated ATP5C1 pre-mRNA, with RiboTrap Kit. 

The eluted RNP complexes were subjected to 

SDS-PAGE with a 4-20% gradient gel, followed by 

CBB staining. Molecular mass markers are shown on 

the left.  

Wash Buffer I, II or III (+) was used to wash away 

nonspecifically bound proteins. There were multiple 

bands in the lanes of Sense and Antisense 

respectively, while the composition of each eluate 

was obviously different. Compared to Wash Buffer I, 

Wash Buffer II or III (+) decreased background and 

increased relative amouts of specifically bound 

RBPs.  

Representative of the proteins, specifically bound to 

the target RNA, were excised from the gel and 

subsequently analyzed by mass spectroscopy. These 

proteins were identified as RBPs (shown by 

arrowhead).  

a: SNRNP70/U1-70k 

b: SNRPA/U1-A 

c: SNRPB/SmB/B’ 

d: SNRPC/U1-C 

e: Sm (D2, D1, D3) 

f: SNRPE/Sm-E 
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Wash Buffer I

Wash Buffer II
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f
e

Input  Beads 

In8-Ex9　
Sense  Antisense

Input  Beads 

Wash Buffer III

In8-Ex9　

Sense  Antisense
Input  Beads 

d

Input: Nuclear extract used for RiboTrap 
Beads:  Antibody-cojugated beads, served as a 

control for background 
Sense:  Proteins bound to the BrU-labeled 

sense strand (target RNA) 

corresponding to inton 8 and exon 9 of 

ATP5C1 pre-mRNA  
Antisense: Proteins bound to the BrU-labeled  

         antisense strand (control RNA) 
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IV. Related Products 

Kit 
RN1001 RIP-Assay Kit (10 assays) 

RN1005 RIP-Assay Kit for microRNA (10 assays) 

RN1007/RN1008 BRIC Kit (20 assays) 

MEX-E Nucleic Acid Elution Buffer 

 

Others (reagents, equipments, etc.) 

MJS002V2 Protein G-Magnetic Beads 

3190  Magnetic Rack 

 

RIP-Certified Antibody 

RN001P Anti-EIF4E pAb (polyclonal) 

RN002P Anti-EIF4G1 (Human) pAb (polyclonal) 

RN003P Anti-EIF4G2 pAb (polyclonal) 

RN004P Anti-ELAVL1 (HuR) pAb (polyclonal) 

RN005P Anti-ELAVL2 (HuB) (Human) pAb (polyclonal) 

RN006P Anti-ELAVL3 (HuC) pAb (polyclonal) 

RN007P Anti-IGF2BP1 (IMP1) pAb (polyclonal) 

RN008P Anti-IGF2BP2 (IMP2) pAb (polyclonal) 

RN009P Anti-IGF2BP3 (IMP3) pAb (polyclonal) 

RN010P Anti-MSI1 (Musashi1) pAb (polyclonal) 

RN011P Anti-PTBP1 (Human) pAb (polyclonal) 

RN012P Anti-STAU1 (Human) pAb (polyclonal) 

RN013P Anti-STAU2 (Human) pAb (polyclonal) 

RN014P Anti-TIA1 pAb (polyclonal) 

RN015P Anti-YBX1 pAb (polyclonal) 

RN016P Anti-FMR1 pAb (polyclonal) 

RN017P Anti-FXR1 pAb (polyclonal) 

RN018P Anti-FXR2 pAb (polyclonal) 

RN019P Anti-HNRNPK pAb (polyclonal) 

RN020P Anti-ILF3 (Human) pAb (polyclonal) 

RN021P Anti-KHDRBS1 pAb (polyclonal) 

RN022P Anti-PABPC4 pAb (polyclonal) 

RN024P Anti-PCBP1 pAb (polyclonal) 

RN025P Anti-PCBP2 pAb (polyclonal) 

RN026P Anti-PUM1 pAb (polyclonal) 

RN027P Anti-PUM2 pAb (polyclonal) 

RN028P Anti-EIF2C1 (AGO1) pAb (polyclonal) 

RN032P Anti-CIRBP pAb (polyclonal) 

RN033P Anti-TNRC6A (GW182) (Human) pAb (polyclonal) 

RN037P Anti-AUH pAb (polyclonal) 

RN038P Anti-CPEB1 pAb (polyclonal) 

RN041P Anti-KHDRBS2 (SLM1) pAb (polyclonal) 

RN045P Anti-SLBP pAb (polyclonal) 

RN001M Anti-IGF2BP1 (IMP1) mAb (6H6)  

RN003M Anti-EIF2C2 (AGO2) (Human) mAb (1B1-E2H5) 

RN004M Anti-Ribosomal P0/P1/P2 mAb (9D5) 

RN005M Anti-EIF2C2 (AGO2) mAb (2A8) 

RN006M Anti-EIF4E mAb (C107-3-5) 

RN007M Anti-ELAVL1 (HuR) mAb (C67-1) 

http://ruo.mbl.co.jp/dtl/A/RN007M/
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RN009M Anti-PABPC1 mAb (10E10) 

RN019M Anti-2,2,7-trimethylguanosine (m3G/TMG) mAb (235-1) 

RBP Antibody  
RBP Antibody works on WB and/or IP, but not certified for working on RIP-Assay. 

  

RN010MW Anti-PIWIL1 (MIWI) mAb (2D9) 

RN012MW Anti-Coil (Coilin) mAb (#4) 

RN013MW Anti-Nono (P54NRB) mAb (C5) 

RN014MW Anti-SFPQ (PSF) mAb (C23) 

RN015MW Anti-PSPC1 (PSP1) mAb (1L4) 

RN023PW Anti-PABPN1 pAb 

RN023PW Anti-PABPN1 (polyclonal) 

RN029PW Anti-EIF2C2/AGO2 (polyclonal) 

RN030PW Anti-DICER1 (polyclonal) 

RN031PW Anti-ZFP36 (polyclonal) 

RN034PW Anti-CUGBP1 (polyclonal) 
 

Isotype Control Antibody 

Various isotype control antibodies for mouse and rat are available from MBL. 

Please visit our website at http://ruo.mbl.co.jp/je/rip-assay/ 

 

For the latest information of RiboCluster Profiler™, Please visit our website at http://ruo.mbl.co.jp/je/rip-assay/ 

 

V. Appendix 
The following commercially available reagents have been confirmed to work with RiboTrap Kit at 

indicated final concentrations. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

151030-3.1 

 Final concentration

 Aprotinin 10 g/mL

 Leupeptin 5 g/mL
 PMSF 0.5 mM

 Final concentration

 DTT 1.5 mM

 RNase inhibitor  Distribution source  Code No.  Final concentration

 RNase OUT
TM

Invitrogen 10777-019 200 U/mL

 Distribution source  Code No.

 Immobilized Protein G Plus Pierce 22852

 Distribution source  Code No.

 PrimeScript
®

 RT-PCR Kit Takara Bio RR014A

 Distribution source  Code No.

 CUGA
® 

7 in vitro  Transcrition Kit Nippon Gene 307-13531

 TranscriptAid
TM

 T7 High Yield

 Transcrition Kit

Fermentas

LIFE SCIENCES
K0441

 Riboprobe
®

 System-T7 Promega P1440

 Protease inhibitor

 Reducing agent

Protein G beads

RT-PCR kit

In vitro  transcription kit

http://ruo.mbl.co.jp/bio/dtl/A/?pcd=RN011M
http://ruo.mbl.co.jp/bio/dtl/A/?pcd=RN010MW
http://ruo.mbl.co.jp/je/rip-assay/
http://ruo.mbl.co.jp/je/rip-assay/

