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Dear Prof. Christen,

T like to submit the original manuscript with the topic
"Transport and ATP synthesis in mitochondria (part I to V)"

for publication in Eur.J.Biochem.

The four parts of the topic belong together and should be

reviewed under this aspect. T submitted these parts already onc

vear ago (see ref.no. above), vou may therefore treat this

{these) manuscript{s) as a new submission.

The manuscript(s) has (have}! been rewriten and corrccted under

considreration of all the comments abtained by vour reviewer and

the help of Mrs. C. Cavanna and her husband (Canadian/english

lecturer at the University of Regensburg).

I hope the manuscript fullfills now the requirements of
Eur.J.Biochem. and remain

vours sincerely

Reinhold Kiehl

Fnel.: Original manuscript plus 3 copies

HRE 5314 Fateiserbank Furlh L Wald Faifleisenbank Noukirghen b Hu 8ot Due Verdlfonllicheng vaserer Untassuchungabotonda ru
Apgersburg BLZ TS0E5D 43) hr, 1) 5ES I1BLE FROG91 20} Br, 927213 Wergerwecken bedadt ungerer Genesmigung,




European Journal of Biochemistry

Ziirich, 27/06/96
Dr. Reinhold Kiehl
Laboratory and Research for
Molelular Medicine/Biology
Amselweg 12
D-93437 FURTH IM WALD
Germany

Reference no_: 96-0560, 96-0561, 96-0562, 96-0563

Transport and ATP synthesis in mitochondria.

I. Evidence for mitochondrial 2,4-dinitrophenol accumulation across the Pi/HH+-symport system

. Glutathione: an endogenous regulatory factor for mitochondrial phosphate/proton-symport

II1. Mitochondrial ATP synthesis in the phosphate/proton-symport system with oxidized
glutathione as a catalyst

I'V. K+-transport : evidence for mitochondrial FOF1-ATPase being a K-+-pump

by
Kiehl Reinhold

Editor: Pettersson

Dear Dr. Kiehl,
Thank you for submitting your manuscript.

1 regret to inform you that the Editor responsible for the manuscript has advised me that it cannot
be accepted for publication in the Journal. The referees' reports are enclosed for your
information.

The top copy of your manuscript will be returned to you by separate printed-matter mail.

Yours sincerely,
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1) Philipp Christen

/ I Chairman of the
Editorial Board

Encl.: 2 reports

Copy : Editor
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Ediosial Officet Kleinstrasse 6, Postfach Phone: +411 2681150
CH-8032 Ziirich, Switzerland Pax:  +41 | 268 1151
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Referee: please complele if appropriate

O Table(s .can be eliminated
o Table{sg .can be shortened
O Fig{s) .... .can be eliminated
O Fig(s} ..can be shortened

This paper deals essentially with the effect of an SH-reagent NSPM. The results are
complex and difficult to interpret. NSPM appears to be different from NEM, The compound
has been used earlier by the author in his thesis work. The source of the compound is not
mentioned.

The paper contains a few measurements, such as on the HC-DNP uptake into
mitechondria and its influence of NSPM. The explanation that DNP is taken up by the
phosphate carrier is doubtful. Why are not other SH-reagents, such as mercurials etc. used to
make this point more clear. Most of the results shown in Fig. 2 A and B are presented in an
unclear manner, The confusion is greatest in Fig. 4 where a very particular interpretation of
these results is discussed invoking SS bridges in the membrane as part of the phosphate
translocator, although according to the literature no S8 bridge exists in the phosphate carrier.

This paper is unsuited for publication.

ERMSNo QL OSE QYT o o T iRgede:

This manuscript title indicates that it is an investigation of 2,4-dinitrophenol transpozt
through the Pi / H* -symport system. The involvement of the Pi/ H* -symport system in
DNP transport is inferred from differential NSPM inhibition kinetics on 2 variety of
mitochondrial phenomena including Pi and Ca2+ accumulation into mitochondria,
mitochondrial swelling, NSPM-dependent inhibition of DNP accumulation and its
competitive displacement of 2 DNP analog, [PHJNPA. Unfortunately the style of this
revised manuscript remains so awkward that | am unable to judge he merits of Dr. Kiehl's
arguments. It appears 10 me that NSPM s an inhibitor of ali membrane proteins and that
it is problematic to define the role of a single transporter through the action of a broad
spectrum inhibitor. This would require careful experiments comparing the inhibitory
potency of NSPM for Pi accumulation, Pi dependent H* transport and DNP uptake. This
menuscript does not provide this data but instead bases specificity on relative potency
measured in several complex systems and apparent competition between a component of
NPA binding inhibited by NSPM. I could not understand Dr. Kichls component apalysis
as no evidence was provided to define the interaction between NPA and DNP binding
sites, but not withstanding this must question whether the inhibitory phenomena is related
to DNP transport via the Pi /H* transport.

If this were an original submission I would recommend that Dr. Kiehl carefully revise
this manuscript 10 exclude all extraneous matesial, ¢latify his explanations of
experimental design and succinctly state the mechanistic interpretations permitted in this
complex system. Unfortunately, this revision remains problematic in its awkward prose,
inadequate documentation and confusing preseatation.

1 would recommend rejection of this manuscript without opportunity for a 3rd revision,
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In the second paper it is still much more difficult to appreciate what has actually been
achieved. Nonylthiouracil has a glutathione trapping range. No proof to the effect of
nonylthiouracil with glutathine has actually been producéd. The author claims that this
compound mainly reacts with the membrane-bound glutathioné, As aresult, he concludes that
most of the glutathine is bound to the mitochondrial membrane and there is no free glutathione
in mitochondria, in contrast to what is well-known in the literature by other authors. Besides,
the SH-reagent cadmium is introduced and its influence on what the author claims to be
measurements of phosphate and Ca’-transport, Further, the cross-linking reagent diamide is
used and picryl acetate for oxidizing SH-groups. Very few data are presented and these are
experimentally not sound. For example the results illustrated in Fig. 1 are completely
unsatisfactory. The interpretation of these results is far out of touch with the reality of the poor
experimental data.

This paper is unsuvited for publication.

EIB MS No. _q'G 0 S-{{/i P

ﬁcpoﬂr“_ No: 2

—— i

This manuseript reports an investigation to establish that glutathione is an endogenous
regulatory factor for mitochondrial phosphate/proton-symport. It appears to be based on 3
observations; (1) phosphate modulates the bound and free components of mitochondrial
glutathione following [35S] n-nonyithiouracil (NTU) inhibition of the mitochondrial state
4-state 3 transitions and 2.4-dinitrophenol-dependent uncoupling. (2) Cd2+ inhibits Pi
and Ca?+ acournulation. (3) There is competition between a high affinity binding
component of NPTU and [3H] NPA. Dr. Kiehl propeses & mechanism whereby
glutathione is an endogenous regulator of various membrane associate transporters
including the Pi/H*+ symporter, transhydrogenase and H+-pumping ATFase.

This manuscript, like the previous manuscript (96-05640) fails to succinclly prescat a
convincing body of experimental evidence in support of the authors hypothesis. The
failure is complex and includes an inability to define essential observations,
consideration of larpely irrelevant dats, inadequate or inappropriate documentation and a
jargon laden, awloward presentation style. Together these limitations obscure the authors
experimental arguments and limit the suitability of this work for publication.

I would recommend rejection of this revised manuscript without the opportunity fora
3rd revision,
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This is a purely speculative paper which is out of touch with what is well-known about
ATP synthesis in mitochondria. A new type of ATP synthesis by the phosphate transporter is

postulated. FiF. ATPase is claimed to be a K pump as to be shown by the experimental work
in paper No. IV:

This paper is unsuited for publication.

EBMSNo. o NEE 2 @ Report No:_ 2.

This manuscript presents the hypothesis that a 30 kDa, mitochondrial phosphate/proton
symport system functions in mitochondrial ATP synthesis. The evidence for this
hypothesis is that ; (1) both thiol reactive agents and picrylate abolish the respiratory
control ratio in mitochondria. This is attributed to an identical site of action of thess
inhibitors as well as DNP within a membrane-associated, 30 kDa membrane protein (i-c
Pi{ H* symporter). (2} DNP binds (high affinity sitc scen in [JH]NPA data} to the
mitochondria in a Pi-dependent manner, (3) NSPM inhibits Pi accumulation. This
suggests that nucleotide binding sites are present on the 30 kDa membrane protein. (4)
ATP synthesis has never been demonstrated in various preparations of defined
mitochondrial energy transduction complexes.

The presentation of a provocative hypothesis requires careful documentation of
experimental evidence and thoughtful analysis of competing hypothesis. Unfortunately, a
significant portion of the experimental basis of this hypothesis is provided in manuscripts
96-0560 and 96-0561, neither of which are presently acceptable for publication.
Furthermore a thorough referencing of the literature would be needed to substantiate the

authors claim that ATP synthesis can not be demonstrated in mitochondrial transduction
complexes.

Without these publications there is inadequate experimental basis to consider the
publication ef this hypothesis.
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This last paper contains 14 figures out of which 12 present a confusing array of
experimental results. Again, the interaction of the SH-reagent NSPM with transport reactions
in mitochondria are studied as well as the influence of a number of uncouplers, Several of these
reagents are claimed to stimulate the K+-pump, whereas ATP synthesis is delegated to the
phosphate transporter. The referee does not feel the necessity to refer in detail to all the
different types of experiments performed. All what can be said is that most experiments are
based on a phenomenology of osmotic swelling of mitochondria and on dyes indicating proton,
cation movements and the membrane potential,

Most of these experiments lack the elementary contrels. This may be one reason why
the author comes to a number of strange conclusions. The paper apparently contains fragments
of experiments which could not be completed and which may date back to many years befere
and had been left unpublished. The conclusions are out of touch with the present day evidence
on the mechanism of oxidative phosphorylation and the role of the various transporters,

This paper is![msuitcd for publication,

ETB MS No, C}é_ nsg.g Y’ - - Report No: 72

This manuseript provides evidence that mitochondsi i i

] ‘ _ fia contain Mp2*-sensitive ransport

mcll.!d_m-g. a K¥ .Hf-anupnrter and 2 K+-pump (FoF1) whick share a variety of mhxsgftu:ﬁ
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D-34132 Kassel
Dr. Reinhold Kiehl

Labor und Forschung Talafon 0561 804 4511
Saliterweg 1 Sekretariat 0561 804 4161

Telefax (561 804 4466

93437 Furth im Wald Datum 26.11.1986

Sehr geehrier Herr Dr. Kiehl,

Besten Dank fiir Ihr Interesse an der Friihjahrstagung der GDCh-Biochemie. Wir wiirden uns
freuen, wenn Sie teilnehmen. Leider sind -weil das Themenspektrum umfinglich ist - schon
alle Kurzvortragsiermine besetzt. Eine Posterpriisentation (z.B. iiber Glutathion) ist selbst-
verstindlich willkommen.

Mit feundlichcm GruB

-'L%M{{/{

Prof. Dr. Hartmut Follmann

Telefon  {0561) BO4-0
Telafax (0561) B04-2330
Btx = B20135 #
Telex 98572 ghkks d
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Tear Dr.Kiehl:

The referees are of the opinion that

your proposed review grtble is confusing and

the conclusions drawn are not holding water.

Your many citstions of your name ers not published as
reer reviewed papeTrs.

If you are zble to present 2 lecturse i.8. review on
glutathion in Greece this Fear I and 2 few collezgues involved
in metebolise wowld listen %o it and may be giving Fou
advice, hints aré instructioms for the resitboissicn

of a potential review for our jourznal.

If you accept Thiw propeszl, contact Prof.M.Kyriskides,

0030-31-29 €195 fax and dhone. 5

This is nobt an invitatien waivirpg the registrabticn fee or so.

¥it besten Griissern

Ikr

Gert Lubde

AKH - B0 267 - § - §210 - 454577 « 12
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Dr R Kighl

Laboratory and Research for Mol. Medicine/Biology
Furth im Wald-93437

Germany

Dear

Paper ref: BOD1809K
Title: Review. The Essential Factor for Mitochondrial Energy-Linked Functions

| acknowledge receipt of the above paper. Please quote the reference number
assigned to it in all future correspondence.

Please supply your FAX number if you have not already done so. This may be used for
future correspondence.

To maintain and improve publication times, you can help us by:

» Helurning any revised manuscript within 6 weeks of receipt of the referees’
comments (those submitted later than this may be considered as new papers)

» Returning proofs as soon as possible after receipt (i.e. within 48 hours)

If you have not already provided a completed copyright licence please could you do s0.
A blank copy can be found on the PCCP Web pages

hitp:/iwww.rsc.orgfisfiounals/current/peep/pecp copy.htm, and is also available on

request from the Editorial Office.
Yours sincerely
Jen Windser

Editorial Secretary
PCCP

VAT Registration Number
GB 342 1764 71
Begistered Charity Number
207TEH)

DEUTSCHE BUNSEN-GESELLSCHAFT  THE RDYAL SOCIETY DF CHEMISTRY SOCIETA CHIMICA ITALIANA  KONINKLIJKE NEDERLANDSE
FUR PHYSIKALISCHE CHEMIE CHEMISCHE VERENIGING
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Dear Dr Kiehl

Paper Ref: BOO1809K
Title: Review. The Essential Factor for Mitochondrial Energy-Linked
Functions

Thank you for submitting your manuscript to PCCP for the Special Issue on
"Interaction of Biomolacules with Model Membranes and Monolayers'. However,
apart from some invited lectures, we are only publishing regular research papers in
the Special Issue and not reviews. | enclose a copy of the call for papers. | regret,
therefore, that we are unable to consider your review for publication in the Special
Issue.

Yours sincerely

Igase,a...m_j Lol sklacl

Rosemary Whitelock
Managing Editor
PCCP

Repastered Chasly Nuitiber
TR

DEUTSCHE BUNSEN-GESELLSCHAFT  THE ROYAL SDCIETY OF CHEMISTARY SOCIETA CHIMICA ITALIANA  KONINKLIJKE NEDERLANDSE
FUR PHYSIKALISCHE CHEMIE CHEMISCHE VERERIGING



Editorial Offica
J Walter da Gruytler GmbH & Co. KG
Genthiner Str, 13
D-10785 Berlin
Germany
Tel: +48-30-26005-176
Fax: +48-30-26005-29B8

e-mail; blol.chem.editorial@deGruylerde

Internet: www.daeGruylerde

Dr. R. Kiehl
Laberatory and Research for Mol. Medicine/Biology
Saliterweg 1
93437 Furth im Wald
11.08.2000

Re: R Kiehl
Glutathione: The essential factor for mitochondrial energy-linked functions

Dear Dr. Kichl,

Thank you for submitting your above manuscript. I regret to inform you your manuscript is
not suitable for publication in this journal. The present submission is virtually identical to a
version previously submitted to Biological Chemistry; both reviewers of that version did not
recommend publication of the review, We therefore suggest to first extensively re-write und

update the article before another round of peer-reviewing can be initiated.

Thank you very much for your interest in Biological Chemistry.

-
- N ;o TU :

Sﬁlicimly yours, e ——”{f’:’) Vi 7

Dr. Torsten Kriiger 1'='“C”':“—'I"“?;— - f’ A }[ pip ot

Editorial Office tente, e Vs -

Publighers: Walter de Gruyter - Berlin - How York
Walter da Gruyler GmbH 8 Co. KG  Genthiner Str. 13 D-10785 Berlin Fed. Rep. of Germany  Tel. +49.30-2 G0 05-176 Fax +£9-30-2 60 05-293
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Herrn it e il Jena, 29.11.2000
Dr. R. Kiehl Faxr (33-1) 43 04 20 30
Saliterweg 1

93437 Furth im Wald

Sehr geehrter Herr Kollege Kiehl,

ich habe mir Ihr Manuskript aus dem Jahre 1995 naher angeschaut. Grundsatzlich
halte ich die von lhnen vorgelegte Substanz fir aulerordentlich interessant und
auch im wesentlichen fir publikationsfahig, jedoch unter Ber{icksichtigung folgender
Aspekte:

1. In einem Review miissen die rezentesten Resultate auf dem jeweiligen Gebiet,
das (berstrichen wird, sorgsam beriicksichtigt und ausdiskutiert werden. Sie
kiindigen selbst an, dal® zwischenzeitlich auch von Ihnen neue Ergebnisse
gewonnen worden sind. Diese miissen naturlich hinzugefiigt werden.

2. 4 ausfiihrliche Arbeiten avisieren Sie bei Herm Michel und Herrn Huber und
betonen, dal die Versuchsbedingungen zu lhren Kapiteln 1-4 sich dort bei diesen
Kollegen befinden sollen. Mit diesem Hinweis kann ich leider wenig anfangen, da Sie
die Kapitel ohnehin nicht nummeriert haben und ich infolgedessen keine Zuordnung
nachempfinden kann. Sie sollien daher diese Arbeiten aufnehmen und sich mit
denen in ausreichender Form auseinandersetzen. Im Gbrigen scheint es mir nicht
unwesentlich, obwohl dies flir Reviews nicht 2zwingend ist, die
Versuchsbedingungen, d. h. die experimentellen Voraussetzungen, die Sie gewahlt
haben, herauszukristallisieren und an Methodclogien anderer Gruppen zu messen.
3. Rein formal entsprichen der Manuskriptaufbau sowie die dullere Form nicht den
Instructions of Authors der Zeitschrift CMB. Das Manuskript miRte also inhaltlich
erweitert und zum zweiten formal umgeéndert werden.

Wenn dies soweit gediehen ist, bin ich gem bereit, das abgeénderte Manuskript zum
peer reviewing an kompetente Kollegen weiterzuleiten. Ich darf Sie daher bitten, mir
geeignete Reviewer zu nennen, die sinnvollerweise infrage kommen.

Instructions



