
[image: image1.wmf] 

Yoshiya Oda, Ph.D.

 

Senior Scientist

 

Tokodai 5

-

1

-

3 

 

Tsukuba 

 

Ibaraki 300

-

2635, JAPAN

 

 

 

Telephone: +81 29

 

847 

7098

 

 

FAX:      +81 29

 

847 

7614

 

 

 

E

-

mail: y

-

oda@hhc.eisai.co.jp

 

Eisai Co., Ltd.

 Laboratory of Seeds Finding Technology 

FindingFinding

TTechTechnology 

 

 

 

   

 






 May 13th 2005
John R. Yates, III, PhD

Associate Editor

Analytical Chemistry
Phone:+1-858 784 8863

Fax:
+1-858 784-8883

E-mail: acs-journal@scripps.edu

Re: AC050404f  “Improved Specificity of Immobilized Metal Affinity-based IMAC/C18-Tip Enrichment of Phosphopeptides for Protein Phosphorylation Analysis”
Dear Dr. Yates:

Thank you for your fax of May 4th, 2005 regarding our manuscript AC050404f. Please find enclosed a manuscript, which has been revised to accommodate the suggestions made by three referees. 
The referees had obviously done to great efforts to make constructive suggestions. The manuscript has been considerably improved as a result. Please thank referees for their critical evaluation of our paper.
To convince reviewers and readers, we added more examples in Supporting Information. Now, we believe that this revised manuscript is now in a form suitable for publication in Analytical Chemistry. 

Briefly, we accommodated the referee's suggestions as follows.
Reviewr #1, comment 1


The detail protocol was given in page 7-8.


The sample amounts used for recovery and small-scale experiments were provided in each table/figure legend.

Reviewer #1, comment 2


Other 4 phosphoproteins-results were given in Supporting Information (Figure S-1 A-D).

Reviewer #1, comment 3


This sentence was deleted from Abstract.

Reviewer #1, comment 4 a), b)


We could not find commercially available phosphopeptides, which had the same sequences, but a different phosphorylated residue (Ser/Thr/Tyr). Special order to obtain those phosphopeptides is quite expensive and it takes long time. Therefore it is difficult to repeat experiments as revierwer #1 suggestion. Actually different sequenced phosphopeptides resulted in a different recovery according to ref. 56, and we added the comment in page 16.

Reviewer #1, comment 5 a)


Please see page 19-20

Reviewer #1, comment 5 b)


Please see page 10-12.

Reviewer #1, comment 5 c)


Please see page 19

Reviewer #1, comment 5 d)


pI values were deleted from table 3.

Reviewer #1, comment 6


We are afraid that reviewer #1 misunderstood 96-array plate. Therefore we added Fig. 6, which is helpful to understand the situation. 96 IMAC/C18 tips were inserted onto a 96-plate, and two 96-plates were set in a centrifuge. After spinning them at the same time, eluates were collected by using a multi-pipette. Each IMAC/C18 tip was exactly same as a single IMAC/C18 tip. Therefore the protocol for large scale analysis was the same as that for small scale one, and procedure using 96-palte was straightforward.

.

Reviewer #1, comment 7


We replaced MS spectra.

Reviewer #2, Throughout the text---


We changed the name from “Phospho-tip” to “IMAC/C18 tip” as reviewer #2 suggestion.

Reviewer #2, IMAC: Phos-select---


The detail protocol was given in page 7-8

Reviewer #2, How much ovalbumin---


The sample amounts used for recovery and small-scale experiments were provided in each table/figure legend.

Reviewer #2, MALDI-MS---


The detail procedure was given in page 8.

Reviewer #2, MS and MS/MS---


The detail parameter was in page 8-9.

Reviewer #2, Database searching and---


Mascot setting was given in page 9.

Reviewer #2, Mouse forebrain sample---


Please see page 10-12.

Reviewer #2, Figure 1 and 2. Since---


MALDI procedure was in page 8.

Reviewer #2, Fig. 2. Which phosphopeptide---


The space is limited, therefore those data were given in Supporting Information (Fig. S-1, A-D).

Reviewer #2, Fig. 4. p.12. The authors state---


The implementation of IMAC/C18 tip was given in page 7.

Reviewer #2, p.13 ‘---in a small volume of MALDI solvent---


Please see page 7-9.

Reviewer #2, Fig. 5 and 6. How much---


The sample amounts used were provided in each figure legend.

About MALDI procedure, please see page 8.

Reviewer #2, Large-scale experiment.---


We do not think that the total number of MS/MS helps judging the selectivity. Because LTQ scan is so fast, and a huge number of MS/MS spectra are collected, but among them, ca. 10-30% of spectra are usually assigned in regular (non-phosphopeptides) analysis. Of course we can give this number, but we are afraid that readers would be confused by this number.

Reviewer #2, In table 3 the performance---


Please see page 10-12.

Reviewer #2, The authors claim that ---


We did not claim anything about SCX procedures, but Gruhler et al. claimed in ref. 44. We just cited their comments. (page 20).

Reviewer #2, The list of phosphopeptides contains---


MASCOT parameter was given in page 9.


Each score was in table 2.

Reviewer #2, The authors should consider---


We can not access such special tools to convert MS files, and this is still not standard ways.

Reviewer #2, p18. The last sentence---


“and has a huge range of potential applications” was deleted as Reviewer #2 suggestion.

Reviewer #3, comment 1)


Please see in page 9 about MASCOT.

Reviewer #3, comment 2)


Please see in page 8-9 about LC/MS/MS/MS conditions. We moved MS/MS/MS part to Material and Method as Reviewer #3 suggestion.

Reviewer #3, comment 3)


Each score was provided in table 2.

Reviewer #3, comment 4)


Please see in page 17. (192 fractions were combined).


Base peak mass chromatogram instead of TIC was provided in Supporting Information (Fig. S-2).

Reviewer #3, comment 5)


We would like to keep this figure, because other reviewers requested to show more examples to verify specificity of our procedures.

Reviewer #3, comment 6)


10 sets of  MS/MS and MS/MS/MS spectra were provided in Supporting Information (Fig. S-3 A-J) to save the space.

Reviewer #3, final comment.


Suggested paper was cited as ref.55.

If any further information is needed, please do not hesitate to contact me at:
Yoshi Oda, Ph. D.

Laboratory of Seeds Finding Technology

Eisai Co., Ltd.

Tokodai 5-1-3

Tsukuba, Ibaraki 300-2635, Japan

e-mail: y-oda@hhc.eisai.co.jp

tel: +81-29-847-7098

fax: +81-29-847-7614
Sincerely yours,

Yoshi
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