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What are the projected EMF readings at various distances from the proposed substation on 290
Railroad Ave?

Please explain why the Siting Council and Greenwich residents should treat the testimony of Dr.
Gabor Mezei as unbiased and independent when his employment history and research funding has
many connections to the energy industry, e.g., EPRI and Exponent? (See Exhibits 1 & 2 (the latter is
provided to show how experts with conflicts of interest can corrupt the outcomes of careful
deliberation))

Please explain why the Siting Council and Greenwich residents should treat the testimony of
Exponent as unbiased and independent when serious concerns of its neutrality exist? This is the
same company whose experts stated that dioxin is not carcinogenic! (See Exhibits 3 & 4)

Please explain why the Siting Council and Greenwich residents should accept that EMF is safe for the
community given the following summary findings which say otherwise: 1. the table showing that
the NIEHS Working Group, the IARC (WHO committee), the National Radiological Protection Board
(UK), and two-thirds of the California DHS committee conclude that the research data shows the
existence of a “possible link between EMF and childhood leukemia” (See Exhibit 5) and 2. California
DHS's risk assessment of various health effects as summarized by Professor Denis Henshaw at
University of Bristol (See Exhibit 6)

How should we regard the work of Drs. Henry Lai, Narendra Singh, and Martin Blank showing the
link between ELF and DNA damage? (See Exhibits 7 & 8)

How should we regard Dr. Henry Lai’s literature review of research conducted between 2007-2014
which shows a preponderance of studies showing genetic effects from EMF? (See Exhibit 9)

Why is the project in-service date so important to adhere to when the town’s population growth
rate and energy growth rate is so low and when the date causes more acceptable (from the town’s
perspective) siting options (like 330 Railroad Ave) to be dismissed?

Did ISO-New England consider the summers of 2012 and 2013 to be unusually warm? What
guantitative haircut factors did ISO-NE apply to peak energy usage in MW to create a usage history
normalized for weather for Greenwich (or comparable region)?
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Gabor Mezei, M.D., Ph.D.
Senior Managing Scientist

Professional Profile

Dr. Gabor Mezei is a Senior Managing Scientist in Exponent’s Health Sciences Center for
Epidemiology and Computational Biology. Dr. Mezei has over 25 years of experience in health
research including epidemiological studies of both clinical outcomes and environmental and
occupational health issues. His current work primarily focuses on health research related to
electromagnetic fields (EMF) and asbestos exposures, and wearable electronics. He has
considerable experience in conducting complex health assessment and exposure characterization
studies related to power frequency and radiofrequency EMF. Previously, at the Electric Power
Research Institute, he was responsible for leading a multidisciplinary scientific research
program aimed at addressing potential human health effects associated with residential and
occupational exposure to power frequency and radiofrequency EMF. Dr. Mezei oversaw
studies on potential EMF effects on animal health and welfare and directed occupational health
and safety research focusing on injury surveillance, ergonomics evaluations of electric utility
workers’ tasks, and occupational exposure assessments within the electric power industry,
Earlier, as a research associate at the Toronto Western Hospital, University of Toronto, he
conducted research studies on adverse clinical outcomes and hospital readmissions following
ambulatory surgery.

Dr. Mezei trained as a medical doctor (M.D.) at the Semmelweis University of Medicine in
Budapest, Hungary, and as an epidemiologist (Ph.D.) at the School of Public Health of the
University of California in Los Angeles (UCLA). He was the recipient of Fogarty and Fulbright
Fellowships. He served as an affiliate associate professor in the Department of Environmental
and Occupational Health Sciences of the University of Washington in Seattle, Washington, and
as a visiting scientist at the Hungarian National Research Institute for Radiobiology and
Radiohygiene in Budapest, Hungary. Dr. Mezei lectured at Stanford University, the UCLA
School of Public Health, and the Electrotechnical Committee of the Hungarian Academy of
Sciences. Dr. Mezei appeared as an EMF health expert in hearings at several state (US) and
provincial (Canada) public utility commissions and a parliamentary committee in Ireland.

Drt. Mezei is an author or co-author of over 60 scientific publications and book chapters on
topics related to epidemiology of environmental and occupational exposures and chronic
diseases (such as cancer and neurodegenerative diseases), adverse clinical outcomes, and
environmental exposure assessment.

Academic Credentials and Professional Honors

Ph.D., Epidemiology, University of California, Los Angeles, 1995
M.D., Medicine, Semmelweis University of Medicine, Hungary, 1990

02/15



Exhibit 2



Amid Suits Over Mold, Experts Wear Two Hats - WSJ http://www.wsj.com/articles/SB116831654647871083

1of8

GM reaches $900 million settlement with Justice
Department over defective ignition switches

THE WALL STREET JOURNAL.

This copy is for your personal, non-commercial use only. To order presentation-ready copies for distribution to your colleagues, clients or customers visit
http:/AMwwv.djreprints.com.

P~ - - 4

http://iwww.wsj.com/articles/SB116831654647871083

LEADER (U.S.) | COURT OF OPINION

Amid Suits Over Mold, Experts Wear
Two Hats

Authors of Science Paper Often Cited by Defense Also Help in Litigation

By DAVID ARMSTRONG
Updated Jan. 9, 2007 11:59 p.m. ET

(See Corrections & Amplifications item below.)

Soon after moving into a New York City apartment, Colin and Pamela Fraser say,
they began to suffer headaches, rashes, respiratory infections and fatigue. They
attributed it to mold.

But their lawsuit against the cooperative that owns the building hit a roadblock
when the court wouldn’t let their medical expert testify that mold caused their
problems. This is “unsupported by the scientific literature,” the state trial judge
said.

Sherelied in part on a position paper from the American College of Occupational
and Environmental Medicine, or ACOEM. Citing a substance some molds
produce called mycotoxins, the paper said "scientific evidence does not support
the proposition that human health has been adversely affected by inhaled
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mycotoxins in the home, school, or office environment.”

The paper has become a key defense tool
Two Views of Mold wielded by builders, landlords and insurers in
Passages from papers by two litigation. It has also been used to assuage
professional societies; . . .
fears of parents following discovery of mold in
American College of Oecupationat and : .
Enwmnmeml%ﬂ odicine pationara schools. One point that rarely emerges in
“Scientific evidence doas not these cases: The paper was written by people

support the propositicn that human :
health has been adversely affected whoregularly are paid experts for the defense

by inhaled mycotoxins [from mold] side in mold litigation.

inthe home, school, or office

environment. The ACOEM doesn’t disclose this, nor did its
Institute of Medicine . . , .

nstudies have demanstrated adverse paper. The professional society’s president,
effects—Including immunotoxic, Tee Guidotti, says no disclosure is needed
neurologle, resplratory and dermal b th ts th

rasponses—after exposure ko ecause the paper represents the consensus
specific toxins, bacteria, molds or of its membership and is a statement from the

their products.”

society, not the individual authors.

The dual roles show how conflicts of interest
can color debate on emerging health issues and influence litigation related toit.
Mold has been a contentious matter since a Texas jury in 2001 awarded $32.1
million to a family whose home was mold-infested. That award, later reduced,
and a couple of mold suits filed by famous people like Ed McMahon and Erin
Brockovich helped trigger a surge in mold litigation. Insurers and builders
worried it would become a liability disaster for them on the scale of asbestos.

The number of suits hasn’t been as big as anticipated. One reason appears to be
the insurers’ success in getting many states to exclude mold coverage from
homeowner’s-insurance policies. But also helping turn the tide, lawyers and
doctors say, is the ACOEM report. Building groups and the U.S. Chamber of
Commerce have cited it to rebut the notion that mold in the home can be toxic.

James Craner, a Nevada doctor who has testified for scores of people who
claimed ill effects from mold, says the paper “has been used in every single mold
case. The lawyer asks, 'Isn’t it true the American College of Occupational and
Environmental Medicine concluded that there is no scientific evidence that mold
causes any serious health effects?”

The result, Dr. Craner maintains, is that “a lot people with legitimate
environmental health problems are losing their homes and their jobs because of
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legal decisions based on this so-called ’evidence-based’ statement.”

Dr. Craner says a majority of his work is on the plaintiff side and he is paid when
he testifies, but he says he currently is an expert for the defense in a case where
he concluded the plaintiffs’ health issues weren’t related to mold.

Two other medical societies have also published statements on mold written, in
part, by legal-defense experts. The societies didn’t disclose this when they
released the papers, although one later published a correction saying two authors
served as expert witnesses in mold litigation.

Mold reproduces through tiny spores.
These can float into homes through
e Read the full text (http://online.wsj. com/public windows and vent systems or be

Iresources/documents/20070108-Mold.pdf) of Dr. carried in on clothes or shoes
Borak's September 2002 email to the leaders of

READ MORE

the American College of Occupational and Indoors, mold grows when moisture is
Environmental Medicine about his struggles in present.
drafting their position paper on mold.

= Read the official position statements of the There's debate about hOW much this

American College of Occupational and
Environmental Medicine (http:/Awww.acoem.org

matters. Plaintiffs attribute ills

Iguidelines.aspx?id=850) and of the American ranging from asthma to cognitive
Academy of Allergy, Asthma and Immunology problems to inhalation of mold. The
{http:/mww.aaaai.org/media/resources . .
facademy_statements/position_statements Institute of Medicine, a largely

/mold pdf) , as posted on their Web sites. federally funded nonprofit, reviewed

theresearch in 2004 and said "studies

have demonstrated adverse effects --
including immunotoxic, neurologic, respiratory and dermal responses -- after
exposure to specific toxins, bacteria, molds or their products.” Butit added that
the dose required to cause adverse health effects hasn’t been determined. The
U.S. Centers for Disease Control and Prevention, for its part, says on its Web site
that mold can cause wheezing and eye or skin irritation, but a link to more
serious conditions "has not been proven.”

"Highly Unlikely’

The ACOEM paper goes further. It says not only is there no evidence indoor mold
causes serious health effects, but even if mold produced toxic substances, it's
"highly unlikely at best” that anyone could inhale enough to cause a problem.
The paper reaches this conclusion by extrapolating from animal studies in which
rodents’ throats were injected with molds.
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The paper’s authors say their conclusions are validated by the Institute of
Medicine’s paper. But the author of the Institute paper’s mold toxicity chapter,
Harriett Ammann, disagrees, and criticizes the ACOEM paper’s methodology:
"They took hypothetical exposure and hypothetical toxicity and jumped to the
conclusion there is nothing there.”

Dr. Ammann, a recently retired toxicologist for Washington state’s health
department, recently helped the plaintiff side in a mold case. She says this was
the only time she has done so for pay. In the Fraser lawsuit in New York, after the
judge barred testimony that mold caused health problems, Dr. Ammann, on her
own and without pay, provided an affidavit filed with the appellate court saying
the judge misinterpreted the research.

The ACOEM, a society of more than 5,000 specialists who investigate indoor
health hazards and treat patients with related illnesses, first moved to develop a
position paper on mold in early 2002. Dean Grove, then the medical society’s
president, asked the head of its council on scientific affairs, Yale medical
professor Jonathan Borak, to set the process in motion.

He turned to a retired deputy director of the National Institute for Occupational
Safety and Health -- part of the CDC -- to spearhead the project. Dr. Borak says he
wanted someone with “no established background record of litigation related to
mold.”

For the Defense

The person he chose, Bryan Hardin, says he hadn’t worked on any mold lawsuit
at that point, though he was a consultant on other matters for GlobalTox Inc., a
firm that regularly worked for the defense in mold cases. And Dr. Hardin says he
consulted for the defense in a mold case while he was helping write the ACOEM

paper.

In a Feb. 27, 2002, email, Dr. Borak told Dr. Hardin: "That position paper would be
prepared by you and your GlobalTox colleagues.” Dr. Borak says he believes he
didn’t know at the time that GlobalTox did mold defense work.

A GlobalTox colleague who aided Dr. Hardin was Bruce Kelman, now president of
the firm, which recently changed its name to Veritox Inc. Drs. Kelman and
Hardin, now principals at the firm and entitled to a share of its profits, were two
of the ACOEM paper’s three authors. They are paid $375 to $500 an hour for work
on mold cases, court records say.
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The paper’s third author was Andrew

Saxon, then chief of clinical

o The Situation: Mold defendants rely on immunology and allergy at the
medical-society position papers that reject alinkto  medical school of the University of

serious ills, but papers were written by scientists . .
who often work for defense side in mold cases. Cahfomla’ Los Angeles' He’ tOO, has

e The Debate: Whether courts get accurate or SeI'VGd asa defense eXPert in
skewed view of possible health effects of indoor numerous mold suits. Dr. Saxon says
mold. heis paid $510 an hour for his help. If
called to testify in court, his rate rises
to $720 an hour, according to a
deposition he gave.

EXPERT WITNESSES

e What's at Stake: Outcome of widespread
litigation over mold.

Until he retired from UCLA in September, money he earned as a legal-defense
expert was paid to the university, and he says UCLA then gave him a little less
than half of it. Dr. Saxon estimates he generates $250,000 to $500,000 a year from
expert defense work, which includes non-mold cases.

The ACOEM knew about mold defense work by the authors of its paper. Dr.
Hardin informed the society in a Sept. 23, 2002, document under his letterhead.
Labeled "confidential” and "share only with the ACOEM board of directors,” it
told of his work as a defense expert on one mold case.

The letter said the other two authors, Drs. Saxon and Kelman, "have been
retained by both the defense and plaintiff bar in litigation relating to indoor
mold.” Both say they work mostly for the defense in mold cases.

Internal ACOEM documents indicate that as the paper was being written in
August 2002, there was concern within the society that the paper was too
friendly to defense interests. Its authors were asked to modify the first draft’s
tone "because of the concern about possible misinterpretation of "buzz words’
and phrases such as 'belief system,’ ‘adherents may claim,’ ’supposed
hypersensitivity,’ and ‘alleged disorder,”” according to a June 2002 email to Dr.
Hardin from the society’s communications director. (The email was obtained by
a plaintiff’s attorney in a mold case, Karen Kahn.)

Dr. Borak, the head of the society’s council on scientific affairs, suggested
sending a draft for review to one particular mold authority, Michael Hodgson,
director of the occupational safety and health program at the U.S. Veterans
Health Administration. Dr. Hardin objected. He said it would be "inappropriate
to add ad hoc reviewers who are highly visible advocates for a point of view the
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draft position paper analyzes and finds lacking.” The draft ultimately wasn’t
sent.

‘A Defense Argument’

In September 2002, Dr. Borak emailed colleagues that "I am having quite a
challenge in finding an acceptable path for the proposed position paper on mold.”
He said several reviewers “find the current version, much revised, to still be a
defense argument.”

The society released a paper two months later, and its authors, as well as ACOEM
officials, say it accurately reflects the science on indoor mold exposure. The
authors’ "views, if prejudicial, were removed,” Dr. Borak says. "It went through a
dramatic change of top-heavy peer reviews.” He says objections come mainly
from "activist litigants” who find it "annoying.”

Drs. Hardin and Kelman say the paper has been controversial because it
challenged "a belief system” that mold can be toxic indoors. “A belief system is
built up and there is anger when the science doesn’t support that belief system,”
Dr. Kelman says.

The Manhattan Institute, a conservative think tank, paid Veritox $40,000 to
prepare a lay version of the paper. That version said “the notion that 'toxic mold’
is an insidious, secret 'killer,’ as so many media reports and trial lawyers would
claim, is 'junk science’ unsupported by actual scientific study.” Its authors were
the three writers of the longer paper plus a fourth, who also is a principal at
Veritox.

Lawyers defending mold suits also cite a position paper from the American
Academy of Allergy, Asthma and Immunology. This paper says it concurs with
the ACOEM that it is highly unlikely enough mycotoxins could be inhaled to lead
to toxic health effects.

Among the academy paper’s five authors is Dr. Saxon. Another, Abba Terr, a San
Francisco immunologist, has worked as a defense expert in mold cases. The
academy published the paper in its Journal of Allergy and Clinical Immunology
last February, not citing the mold-defense work of either man. The publication
later ran a correction disclosing their litigation work.

The academy’s president says officials were aware Dr. Saxon was an expert
witness. “"We should have published their [disclosure] statements with the
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paper,” says the official, Thomas Platts-Mills. He says the lapse resulted from a
variety of factors, including confusion about whose responsibility the disclosure
was.

Unhappy Author

A third author of the academy’s paper, Jay Portnoy, chief of allergy, asthma and
immunology at the Children’s Mercy Hospital in Kansas City, Mo., says he "felt
that there was an agenda” -- the effort “seemed very biased toward denying the
possibility of there being harmful effects from mold on human health.” He says
he considered removing his name from the paper, but it was published before he
could decide.

Dr. Portnoy says a section he contributed was rewritten by Dr. Saxon to be “alot
more negative.” He says the paper wrongly says mold isn’t proven to cause
allergic rhinitis, with symptoms like wheezing, sore throat and sneezing. Dr.
Saxon denies the authors had a bias but says they applied a high standard for
proving mold causes a particular effect. He says he didn’t skew the content of Dr.
Portnoy’s section but rewrote it because it was “too diffuse.” Dr. Terr in San
Francisco didn’t return a call seeking comment.

In New York, the Frasers are appealing the refusal of the trial judge, state
Supreme Court Justice Shirley Werner Kornreich, to let their expert testify that
indoor mold caused their health complaints. The Frasers had moved into the
East Side Manhattan apartment in 1996. Their 2002 suit said they repeatedly
complained to the co-op’s board of dampness and leaks as their health
deteriorated.

Their appeal attacks the credibility of mold position papers drafted by scientists
who work for defendants. “"What you have here is defense experts authoring
papers under an official guise,” says their attorney, Elizabeth Eilender. Justice
Kornreich declined to comment.

Write to David Armstrong at david.armstrong@wsj.com
Corrections & Amplifications:

Harriet Ammann, a toxicologist, says she has been paid as an expert by plaintiffs
in three mold cases. This article reports that Dr. Ammann said she had been paid
for her work in only one case.
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Secret Ties to Industry and Conflicting
Interests in Cancer Research
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Background Recently it was reported that a Swedish professor in environmental health
hasfordecades worked asa consultantfor Philip Morris withoutreporting his employment
0 hisacademic employer or declaring conflicts of interestin hisresearch. The potential for
distorting the epidemiological assessments of hazard and risk through paid consultants,
pretending 1o be independent, is notexclusive to the tobacco industry.

Methods Documentation is drawn frompeer reviewed publications, websites, documents
from the Environmental Protection Agency, University reports, Wellcome Library Special
Collections and the Washington Post.

Results Some consulting firms employ university researchers for industry work thereby
disguising industry links in the income of large departments. If the industry affiiation is
concealed by the scientist, biases from conflicting interests in risk assessments cannot
be evaluated and dealt with properly. Furthermore, there is reason to suspect that
editors and journal staff may suppress publication of scientific results that are adverse o
industry owing to internal conflict of interest between editorial integrity and business
needs.

Conclusions Examples of these problems from Sweden, UK, and USA are
presented. The shortfalls cited in this article illustrate the need for improved
transparency, regulations that will help curb abuses as well as instruments for
control and enforcement against abuses. Am. J. Ind. Med. 2006.

& 2006 Wiley-Liss, Inc.

KEY WORDS: cancer research; conflicts of interest: consulting ethics: industry
sponsors
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A RECENT DISCLOSURE: RYLANDER
AND PHILIP MORRIS

Recently it was revealed that the Swedish professor
in environmental health at the Gothenburg University,
Dr Ragnar Rylander, had worked for decades as a contracted
consultant for Philip Morris without reporting this outside
commission to his employerordeclaring conflicts of interest
in his research [Diethelm et al., 2005; Editorial, 2006]. His
consultancy generated substantial amounis of money both for
research and as consultant fees from the tobacco industry.
The scientific integrity of his publications has been
questioned [Diethelm et al., 2005). Swedish law requires
that public servants, including academic researchers report
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outside commissions, and it is the responsibility of the
employer to decide whether the outside commission is
acceptable, orif there is an unacceptable conflict of interest.
If the commission is considered acase of conflict of interest it
should be denied.

For 30 years Rylander kept his commission as a
contracted consultant with Philip Momis secret from his
employers (the Swedish EPA, the University of Gothenburg
and the University of Geneva), while at the same time he
discussed all his tobacco related research at the universities
with Philip Mornis and their lawyers. Industry knew what the
universities and the public did not know. His correspondence
shed light on this loyalty to Philip Morvis [e.g., Rylander,
1987]. When the first systematic description of Rylander's
relations with Philip Morris were published in Sweden 2002,
he stated: T have never been a consultant for PM” [Tallmo,
2002]. Two months later in 2002 the contract was made
public afterbeing found in the Philip Morris Archives [Philip
Morris Incorporated, 1972].

While there is increased scientific and public sensitivity
to the scientific validity and public health implications of
work funded by the tobacco industry, there is evidence to
indicate that other industries such as the chemical industry
are still distorting epidemiological research, especially in the
field of cancer Our hypothesis is that the case of Professor
Rylander is a seminal event for a far more widespread
practice of non-disclosure and concealment of ties to
industry, and as well the influence on editorial decisions as
to what to publish and not to publish.

EXPONENT,. INC., DIOXIN, CANCER,
f=: i

In the fall of 2001 a group of Swedish scientists at the
Karlinska Institute (KI), Hans-Olov Adami, Anders Ekbom,
Magnus Ingelman-Sundberg, Anders Ahlbom, and one
researcher in Lund, Lars Hagmar, initiated an attack in a
leading Swedish daily newspaper on other researchers who
had been reporting on the association between cancer and
exposure to various toxic and physical agents [Walhyalt,
2002a,bl. Studies which suggested findings of an association
between cellular telephones and brain tumors [Hardell et al.,
2001al, dioxin pollutants in mother's milk and the risk for
childhood malignancies [Hardell and Dreifaldt, 20011, as
well as cancer risks from alcohol [Hardell et al., 2000] and
dioxins [Hardell et al, 1995ab, 2001b; Hardell and
Eriksson, 1999]. This work by Hardell et al. was criticized
as lacking academic rigor without any regard for research
method. Hardell rebutted in a peer-reviewed joumnal [Hard-
ell, 2004].

Thereafter, one of the authors of the original newspaper
article, Professor Hans-Olov Adami, together with Jack
Mandel, an epidemiologist working for the U.S. consultancy
firm Exponent, Inc., and Dimitrios Trichopoulos, Professor

Emeritus of Epidemiology at Harvard, went to the Dioxin
2001 conference in Korea and gave oral presentations.
Togetherthey presented the case forthe thesis that dioxins are
notassociated with cancerinhumans. The presentations each
gave a clean bill of health to dioxin [Adami, 2001;
Trichopoulos, 2001; Mandel, 2001al. Although no new
research was presented, statements casting doubt on the
carcinogenicity were made as a challenge to the fact that
2,378 tetrachlorodibenzo-p-dioxin (TCDD) had been
classified in 1997 as a human carcinogen of Group I by
TARC [TARC, 1997].

Exponent had hired Adami and Trichopoulos and co-
ordinated the presentations on behalf of an urmamed client
[Mandel, 2001bl. While Mandel appeared as an employee of
Exponent, Adami and Trichopoulos only quoted their
academic affiliations, which would infer that they were
independent researchers rather than consultants hired by
Exponent and paid for by some of Exponent s clients. The
aim of this re-manufacturing of doubt was the ongoing dioxin
review process at the US Exwironmental Protection Agency.

In another article by Adami et al. [2000] the authors
staté: “ There s persuasive eVIdencefﬂlatTCDD atlow Jevels,
lsmtcamlmgemc to0 human beings and that it may not be
carcinogenic-even-at - ;““,"Iﬁvels:x This article was also
produced for Exponent. The article, togetherwnh anotheron
other endpoints, was delivered to be included in the EPA
review, for which the Vice President of Exponent, Dennis
Paustenbach, was on the Science Advisory Board. Expo-
nent s activities on dioxin at the time included a number of
other consultants from Exponent giving oral and poster
presentations which sowed doubt about health effects from
dioxins at the Dioxin 2001 conference [Connor and Finley,
2001; Fehling et al., 2001; Hays and Aylward, 2001; Hays
etal., 2001; Paustenbach, 2001; Sun et al., 2001].

Paustenbach [2002, 2005 also conducted work during
this time for Dow Chemical on dioxin in soils from their
production plant in Midland. He recommended a cleanup
level nine times above the level stated by Michigan state
regulations which would save Dow a lot of money. Dow
reached an agreement with the State govemor based on
Paustenbach's conclusions. The EPA objected to the
agreement [EPA, 2002]. Paustenbach was later a member
of the panel to set the standards for clean up after Agent
Orange negotiated between the US and Vietnam [Memor-
andum of Understanding, 2002]. Corporate and govemmerr
tal interests coincided and Exponent was on the market filling
the needs.

MONSANTO, ROUNDUP, NON-HODGKIN’S
LYMPHOMA, AND ADAMI

Recently litigation on health risks from herbicides in
Israel led one of the co-authors of this article to a Monsanto
website on Roundup [Monsanto, 2002] which cited Adami.



Via a telephone number on the Monsanto website, we traced
“unpublished references’ in Monsanto’s possession in
which Adami and his associate Professor Trichopoulos
stated that *‘ enors in exposure assessment, or chance . ..are
likely explanations for the weak glyphosate/INHL: associa
tion’ [Adami and Trchopoulos, 1999). This statement,
posted on the above web reference, re-emerged, as aword-for
word download, without attribution of the source, as amajor
part of an expert opinion by the Chief Toxicologist of the
Israeli Minister of Health to the Israeli Supreme Court. For
more details see ED Richter, Expert Opinion, Feb 11 2004;
for Physicians for Human Rights vs. Govemment of Israel
[Dallal, 2004].

The Swedish Cancer Society has for along time funded
Adami's appointment as a cancer researcher Adami's
research team has gained substantial amounts in grants from
the Swedish Cancer Society over the years. The main source
of this money comes from gifts from the Swedish population.
The aim of funds held by the Swedish Cancer Society is to
make research on different risk factors and improve the
possibilities to prevent cancer. Adamf's activities, however,
seem to have cast doubt on certain environmental cancer
risks. The Swedish Cancer Society has made no move to
require Professor Adami to publicly disclose his potential
conflicts of interest.

MONSANTO, ASBESTOS,
HERBICIDES, AND DOLL

Tthas also been revealed that Professor Sir Richard Doll,
a long time epidemiologist for what was until recently the
Imperial Cancer Research Fund in England, had failed
to disclose his funding from Monsanto [Walker, 2005].
Apart from his relationship with Tumer and Newall, the
asbestos manufacturers [Tweedale, 2000; Castleman, 2001],
the other long-term relationship that Sir Richard Doll had
with industry between 1970 and 1990 appears to have been
with Monsanto.

During the laterpartof the 1990s, Sir Richard Doll made
depositions as an expert witness on behalf of chemical
companies, which were being sued in North America and
Ttaly. Coincidentally, the law firm acting for Dow Chemicals,
which took Doll's depositions, Covington and Buding, was
previously counsel for the Tobacco Institute and played a
decisive wle in organizing campaigns for Philip Momis
[Covington and Burling, 2005].

Doll presented evidence to rebut claims brought by
workers and ex-workers that they had contracted cancerfrom
exposures to vinyl chloride. Doll sstatement was only usedin
the North American case of Ross, in which the plaintiffs,
whose deceased husbands had contracted brain tumors after
working with vinyl chloride, won massive damages.

Doll [ 1988] became an expert witness in these cases by
virtue of his authorship of the article Effects of Exposure to
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Vinyl Chioride. The article made no declaration of vested
interests or payments in relation to chemical companies.
Doll's 1988 review of mainly industry-organized studies
reported that there was no significant carcinogenicity
associated with vinyl chloride other than in the liver He
gave the seal of approval to the safety of the chemical and its
productive process, even though by 1979, a decade eadier,
vinyl chloride was classified by TARC as a Group I human
carcinogen with target organs liver, brain, lung, and hemato-
lymphopoetic system [TARC, 1979].

Doll s article remained the gold standard for more than a
decade, and served as the basis for the following statement in
2001, by the American Chemical Council (previously called
the Chemical Manufacturers Association). “The world's
leading researchers have studied vinyl chloride and brain
cancer and concluded that the evidence does not support a
link between brain cancer and exposure to vinyl chloride’
[American Chemistry Council, 2001]. In fact, in his review,
like otherresearchers, Doll had found an association between
brain cancer and working with the production of vinyl
chioride but dismissed this association as not significant or
unlikely to be caused by occupation. Apart from these
broader defences of vinyl chloride production, Doll' s paper
[Doll, 1988] was specifically responsible for the US
Environmental Protection Agency dismissing the signifi-
cance of nonliver cancers in vinyl-exposed workers, as
critically discussed elsewhere [Prince, 2005; Sass etal., 2005].

Doll agreed to write his review after being approached
by the ICIMedical Advisor, Brian Bennett [ Doll and Bennett,
2005]. Bennett had cleared his suggestion to approach Doll
for the work with the US Chemical Manufacturers Associar
tion (CMA), the trade organizationforchemical manufacture
of which Monsanto was an important member.

In 2002 Sir Richard Doll deposited anumber of boxes of
articles at the Wellcome Institute (see PP/DOL, Sir Richard
Doll (b. 1912) Epidemiologist. Wellcome Library for the
History and Understanding of Medicine). In these articles
there is aletter from the epidemiologist at Monsanto, William
Gaffey, renewing Doll's contract to act as a consultant for
the company at the billable rate of £1,000 a day. Doll replied
to this letter [Doll, 1986]. “1 greatly appreciate the offer to
extend my consulting agreement and for the increased fee,
and I have signed and am retuming one contract note.”
Gaffey was a mathematician, brought in by Monsanto
specifically to ““clean up”’ the public image of dioxin.

Furthemnore, these articles reveal that Bennett and Doll
agreed that any article written by Doll would be “peer
reviewed” by Julian Peto, Doll's closest colleague and by
Geoffrey Paddle and Ted Torkelson (Dow), medical advisers
of two chemical comparies. The cost of the review was
settled at£15,000 plus expenses [Wellcome, 1984, 1986a,b].
One of the first letters which Doll wiote, in March 19586, on
beginning the review was to Gaffey, asking for his advice and
it was Gaffey who also managed Doll s—at that time
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secret—consultative contract with Monsanto [Wellcome,
1986a,b].

In February 1988, Doll sent the finished review of vinyl
chloride on Bennett s advice, to the editor of the Scandina-
vian Journal of Work, Environment and Health, which
accepted it for publication [Doll, 1988].

The £15,000 fee forthe review was paid forby the CMA,
partly by ICI, the biggest producer of vinyl chloride in the
UK, and partly by Dow, another big producer of vinyl
chloride. However, inthe years 1987 and 1988 when Doll was
finishing the review he was also separately receiving
consultancy funding from Monsanto, also one of the other
biggest producers of vinyl chloride in North America and an
important member of the CMA. None of this funding was
declared in the published article.

In January 2000, Doll was cross-examined by Ross's
lawyers on the expert evidence he had given for Dow
Chemicals and others. The lawyers cross-examined Doll on
his review and the absence of acknowledgements for its
funding from the chemical industry. Doll told lawyers that he
had written asking Bennett's advice about acknowledging
payment for the review from the CMA and Bennett had
advised him that there was no need for him to acknowledge
the source of his funding. On the matter of his consultancy
payments from Monsanto at the time he was writing the
review, which involved a Monsanto product, Sir Richard
(Doll) said simply that he did not know he should disclose
these sources of income [Doll, 2000].

In December 1985, just prior to writing to Gaffey at
Monsanto for his advice about his review of vinyl chloride
studies, Doll had appeared to add his authority to the
campaign that Gaffey was nmnning to counteract the image of
dioxin as a highly toxic agent. On December 4, 1985, Doll
wiote to Justice Phillip Evatt, who had presided over the
Australian Royal Commission that had enquired into the
effects of Agent Orange and dioxin on Australian personnel
during the Vietnam War [Doll, 1985; Hardell et al., 1998;
Hardell, 2004].

The Commission s conclusion was that there was no
evidence that exposure to Agent Orange including TCDD
was a health hazard. However, it was later revealed that part
of this ruling including a review of the scientific evidence,
was an almost verbatim account of a Monsanto submission
on the issue. As discussed elsewhere [Hardell et al., 1998;
Hardell, 20041, the scientific evidence was distorted and
manipulated in the Commission's (or rather Monsanto)
document,

Doll’' sunsolicited letter to Evatt, however, supported the
Commission's views. In his letter Doll stated:

...relating to 24D and 2,4,5T (the phenoxy herbi-
cides in question) that there is no reason to suppose that they
are carcinogenic in laboratory animals and that even TCDD
(dioxin), which has been postulated to be a dangerous
contaminantof the herbicides, is at the most, only weakly and

nconsistently carcinogenic in animal experiments . ..I am
sure, however; that it [your review] will be widely quoted and
that it will come to be regarded as the definitive work of the
subject [Doll, 1985].

Doll's letter also attempted to question the veracity and
validity of the work by Dr: Hardell and his eolleagues, and for
that matter, its very legitimacy as a scientific work as
discussed in later publications [Hardell et al., 1998; Hardell
and Eriksson, 2003; Hardell, 2004].

“Your Review of Hardell's work, with the additional
evidence obtained directly from him at intexrview, shows that
many of his published statements were exaggerated or not
supportable and that there were many opportunities for bias
to have been introduced in the collection of his data. His
conclusions cannot be sustained and in my opinion, his work
should no longer be cited as scientific evidence. [Authors
italics] [Doll, 1985]

In spite of receiving copies of articles that revealed the
manipulations of scientific facts in the Monsanto submission
[Monsanto Australia Limited, 1985] and a rebuttal of the
Commission's findings [Axelson, 1986] Doll never changed
his position. The questions to be asked are first, whether the
now disclosed facts that he was at that time secretly a highly
paid Monsanto consultant perhaps influenced his statements.
Second, how did Doll’s hidden consultancies influence his
other work?

MOTOROLA, THE SWEDISH
RADIATION PROTECTION AGENCY,
INTERNATIONAL EPIDEMIOLOGY
INSTITUTE, BOICE, AND MCLAUGHLIN

Another example of industry ties to research, butnotone
where there was a failure to disclose, involves the potential
association between cellular phones and brain tumors. In
2002 the Swedish Radiation Protection Authority (SSD hired
two US epidemiologists to review published epidemiological
studies on the relationship between the use of cellular
telephones and cancer risk. They were Dr: John D. Boice, or:
and Dr Joseph K McLaughlin from the private company
Intemational Epidemiology Institute (TED. In their review
[Boice and McLaughlin, 2002], they claimed that no
consistent evidence was observed for increased risk of brain
cancer, mcluding meningioma, acoustic neurinoma, ocular
melanoma, or salivary gland cancer, and mobile phone use.
Featured in their review was anarticle by Hardell etal. [2002]
of an association between cellular telephones and certain
brain tumors. The review heavily criticized this article.

However, Boice and McLaughlin were co-authors of
some of the studies in their ““ independent” review. The very
positive words by Boice and McLaughlin about their own
studies, which showed no association between cellular
telephones and certain tumor types, should be viewed while



bearing in mind their own participation in these investiga-
tions. Despite the fact that TEI was a co-founder of their
studies, cited in the review, Boice and Joseph McLaughlin
made no statements of any conflict of interest in the SSI-
report.

The Director General of SSI, Lars-Exik Holm, has eadier
published several articles with John Boice. Also it appears
that the Intemational Epidemiology Institute was at the time
of the SSI review involved inacellularphone and brain tumor
litigation in the USA on behalf of the defendants, Motorola
[Newmanv. Motorola Inc, 2002]. The connectionwas traced
by the fax number on the articles with the referee comments
to the joumal considering for publication the Hardell et al.
article on use of cellular telephones and the association with
brain tumors. The information that the article was under
review had been communicated to the defendants (Letter
from Mx. Tom Watson, defendant lawyer for Motorola, dated
January 18, 2002 and referee comments from fax 301 517
4063 International Epidemiology Institute dated 11/19/0D), a
violation of the confidentiality of the review process. These
and other circumstances on this issue have been reviewed by
the authors [Hansson Mild et al., 2003; Hardell, 2004].

A number of research projects have taken place at the
Kawlinska Institute, Stockholm with participation of Boice
and McLaughlin, with a funding model through IEL One of
the studies was published in British Medical Joumal [Nyxén
etal., 1998] with Adami as a co-author: A cohort of Swedish
women with breast implants was studied with regard to
connective tissue disease. No risk was found. Thanks to strict
rules of stating conflicts of interest in the British Medical
Joumal it can be seen that the project was initiated by IEL and
that the funding from TEI was on behalf of Dow Coming,
producer of silicon breast implants,

INDUSTRIALTIES: THE NEED FOR RULES

We note that relationships between corporations and
“‘independent’ researchers appear to be prevalent across
most areas of medical research and not be restricted to
reviews but also affect original research. In 2001, a study of
1,396 highly ranked scientific and biomedical journals by
Krimsky and Rothenberg [2001], reported that only 16% had
conflict of interest policies.

A recent study found that one-third of all original
research articles published in the New England Journal of
Medicine and the Joumal of the American Medical
Association were funded by for-profit healthcare companies
[Friedman and Richter, 2004]. Furthermore, one in four
original research articles published in these joumnals had one
or more authors with comporate financial relationships and
conflicts of interest The authors with conflicts of interest
were two times more likely to report results supporting their
gponsor's products [Friedman and Richter, 2004]. For
obvious reasons these numbers are biased Only those with
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known conflicts of interests are recognized. Those with
hidden ties are not found in the correct column.

There have also been cases in which editors and joumal
staff have suppressed publication in the peerreviewed
literature [Egilman, 2005; Friedman and Richter, 2005]. In
2004, an editorial questioning the benefits of increased doses
of Epogen® (epoetin alfa) in patients with renal disease was
rejected because it ““went beyond what (the) marketing
department (was) willing to accommodate” In fact, the
executive editor imtially accepted the manuscript but was
“overruled’ by the marketing department, providing a clear
example of an intemal conflict of interest between editorial
integrity and business needs [Vedantam, 2004].

Financial relationships between industry, researchers
and academic institutions are becoming increasingly com-
plex [Tuechetal., 2005]. Funding from industrial sources for
research itself should be a good thing, because, in theory, it
should provide access to resources and information no longer
readily available from public sources and cancatalyze highly
creative interactions to advance knowledge to promote and
protect health. But the few examples we give show that it
invites abuse when it is secret, concealed, disguised or nonr
disclosed, and as other research suggests, these examples are
notisolated. Conflict of interest in itself is widespread, butits
potential for generating misinformation is greatly increased
when it is undeclared.

Whatever the rights and wrongs of particular cases
there are clearlessons to be drawnfrom the abuses which have
until recently compromised the integrity of epidemiological
research on ervironmental hazand and rvisk. Unfortunately,
powerful industrial interests are undermining independent
research on hazard and risk in Europe and North America.

The case studies are troublesome, because they involved
some of the world's leading epidemiologists. Tt is highly
likely that there were delays in addressing the carcinogenic
risks that these epidemiologists minimized in the interests of
their clients. These case studies illustrate the need for
rigorous policies and practices to prevent the abuses of this
kind by requiring open declaration of direct and indirect
support, professional codes of practice that will help curb
abuses, enforcement of these codes and evaluation of the
efficacy of enforcement.

We call for swift, immediate and forceful policies and
action by the independent academic community and, no less
important, editors of scientific joumals to protect scientific
integrity, opermess, and faimess. Such policies and actions
are needed to ensure credibility and restore the essential
wole of the medical epidemiologist in protecting the public
health
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Abstract » ‘ ~ Goto:

While exposure to hexavalent chromium (Cr(VI)) has been associated with increased lung cancer risk for more than
50 years, the chemical is not currently regulated by the U.S. Occupational Safety and Health A dministration
(OSHA) on the basis of its carcinogenicity. The agency was petitioned in 1993 and sued in 1997 and 2002 to
lower the workplace Cr(VI) exposure limit, resulting in a court order to issue a final standard by February 2006.
Faced with the threat of stronger regulation, the chromium industry initiated an effort to challenge the scientific
evidence supporting a more protective standard. This effort included the use of "product defense" consultants to
conduct post hoc analyses of a publicly-funded study to challenge results viewed unfavorably by the industry.

The industry also commissioned a study of the mortality experience of workers at four low-exposure chromium
plants, but did not make the results available to OSHA in a timely manner, despite multiple agency requests for
precisely these sorts of data. The commissioned study found a statistically significant elevation in lung cancer risk
among Cr(VI)-exposed workers at levels far below the current standard. This finding changed when the multi-plant
cohort was divided into two statistically underpowered components and then published separately. The findings of
the first paper published have been used by the chromium industry to attempt to slow OSHA's standard setting
process. The second paper was withheld from OSHA uniil it was accepted for publication in a scientific journal,
after the rulemaking record had closed.

Studies funded by private sponsors that seek to influence public. regulatory proceedings should be subject to the
same access and reporting provisions as those applied to publicly funded science. Parties in regulatory proceedings
should be required to disclose whether the studies were performed by researchers who had the right to present their
findings without the sponsor's consent or influence, and to certify that all relevant data have been submitted to the
public record, whether published or not.

Background e Go to:.

In recent years, efforts by major corporations to deflect unwanted scientific findings have been reported
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increasingly in the lay and biomedical literature. The tobacco industry, for example, used the attorney-client
privilege to shelter scientific studies from disclosure [1-3]; it also funded apparently independent organizations to
provide a patina of credibility for its work [1,4]. Pharmaceutical manufacturers have withheld unfavorable clinical
trial results [5,6] and have disparaged research that produced unwelcome findings [7,8].

We report a case in the less-scrutinized field of occupational health in which all these elements were combined in a
coordinated strategy to challenge the Occupational Safety and Health Administration's (OSHA) action to reduce
workers' exposures to the lung carcinogen hexavalent chromium (Cr(VT)).

Cr(V]) is not a newly-identified hazard; the increased risk of lung cancer has been documented in Cr(VI)-exposed
workers for more than 50 years [9,10]. Thomas F. Mancuso and Wilhelm C. Hueper, for example, studied the
mortality experience of chromium-exposed workers employed between 1931 and 1937 at a Painesville, Ohio
facility. Results of their study were published in 1951 [10,11], with updates on the cohorts published by Dr.
Mancuso in 1975 [12] and again in 1997 [13], consistently finding an excess risk of lung cancer among exposed
workers. Cr(VI) has been classified as a human carcinogen by the National Toxicology Program [14] and the
International A gency for Research on Cancer [15]. It is used in chrome plating and in the production of metal
alloys and pigments. OSHA estimates that approximately 380,000 U.S. workers are currently exposed to Cr(VI)
[16].

At present, OSHA does not regulate Cr(VI) on the basis of its carcinogenicity. The agency's current Permissible
Exposure Limit (PEL) of 52 ug/m3 was originally recommended in 1943 by the American National Standards
Institute as a level adequate to prevent nasal perforations in chromium-exposed workers [17]. This 52 ug/m3 limit
was adopted by OSHA in 1971 when the agency was created, without any formal review. In 1976, OSHA
announced plans to lower the Cr(VI) standard [18] and in 1994, the OSHA administrator acknowledged that "there
is clear evidence that exposure...at the current PEL...can result in an excess risk of lung cancer" [19]. However,
until recently, no change was officially proposed and the 52 ug/m3 PEL remains in effect today.

In 1993, Public Citizen and the Oil, Chemical and Atomic Workers International Union (OCAW) (now part of the
United Steelworkers) petitioned OSHA to reduce its PEL from the current level of 52 ug/m3 to 0.25 ug/m3,
measured as an 8-hour time-weighted average. Two lawsuits ensued, challenging OSHA's "unreasonable delay" in
promulgating a stronger standard. Although the chromium industry, through its trade association the Chrome
Coalition, had intervened in the lawsuits on OSHA's behalf opposing a change in the PEL, on April 2, 2003, the
U.S. Court of Appeals for the Third Circuit ordered the agency to issue a final rule reducing occupational exposure
to Cr(VI) by January 18, 2006 [20], later extended to February 28, 2006. In the words of Judge Edward Becker,
OSHA's decade-long delay in issuing a Cr(V]) standard "exceeded the bounds of reasonableness" [21].

The industry strategy to forestali OSHA rulemaking

‘Longbefore the court ruling, however, the; cthmium industry had initiated an effort to ¢hal

evidence supporting any stronger OSHA standard engaging the servwes of ChemRisk and Exponent, Inc., two
consultmg firms that specialize in "litigation support” and "product defense" [22,23]. One industry document noted
that "this route [hiring the consultants] is expensive and success is not guaranteed, [but] the longer we wait the
more difficult the task becomes." [See additional file 1: Filel to view this document.]

In a meeting with chromium industry representatives in 1996, ChemRisk scientists outlined a strategy that included
obtaining and analyzing the raw data from a not-yet-published study of Cr(VI) exposure funded by the
Environmental Protection Agency (EPA) in order "to forestall the [OSHA] rulemaking." [See additional file 2:
File2 to view this document.] Simultaneously, the industry commissioned new publications that questioned the
health effects of low levels of exposure to Cr(VI) [24-26], a central issue in any OSHA regulatory initiative. The
industry paid for services provided by ChemRisk and Exponent, Inc. through its trade association's attorneys. This
afrangement was selected to "...preserve the confidentiality of information, opinion, and data to the extent provided
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for under the attorney-client privilege and attorney work product privilege." [See additional file 3: File3 to view this
document], ensuring that material developed through the process could be sequestered from public view. [See
additional file 4: File4 to view meeting summary and plan to preserve attorney-client privilege.]

The industry also contracted with a third consulting firm, ENVIRON [27], to study workers who had only been
employed in facilities that were either designed with or converted to production processes that resulted in lower
levels of Cr(VI) exposure. ENVIRON was hired through a contract with the Industrial Health Foundation (IHF), a
descendant of the Air Hygiene Foundation, an organization founded in 1935 in the wake of the 1930's Gauley
Bridge occupational silicosis tragedy to provide employers with confidential assessments of industrial hazards [28].
The study protocol entailed combining workers from four plants using newer, lower-exposure processes — two in
the U.S. (Castle Hayne, NC, and Corpus Christi, TX) and two in Germany — into a single cohort. ENVIRON's
proposal noted that "the relatively small study sizes and short follow-up periods resulted in a limited ability of
[previous] studies to clarify the relationship between modern [low-level] occupational chromate exposures and
cancer in general, and respiratory cancers in particular." According to the proposal, creating a single cohort with
workers from multiple plants was crucial "to improve statistical power and the inferential value of the results" [29].

In August 2000, the EPA study was published. It is the largest, most comprehensive study ever conducted on the
effects of workplace Cr(VI) exposure. The study examined a cohort of more than 2,300 workers employed at a
chromate production facility in Baltimore, MD, from 1950 to 1974, and followed through 1992. Exposure histories
were reconstructed utilizing 70,000 measures of airborne Cr(VI) concentrations; smoking histories for 93% of the
cohort were also incorporated into the analyses. Using OSHA's standard assumption of a 45-year working lifetime,
the study reported a significantly elevated lung cancer risk of 1.57 among workers whose mean exposure was at
levels just above the PEL requested in the Public Citizen-OCAW petition [30].

No sooner had the EPA study been published than the industry-sponsored critiques began. Scientists with the
product defense firm Exponent, Inc. created and analyzed the mortality experience of a "simulated cohort" derived
b)} computer from the EPA study's summary data, standard deviations and ranges [31]. In another report, the
consultants obtained the raw data from the EPA study through a Freedom of Information Act request and re-
analyzed them [32]. Each of these reports challenged the validity of the EPA study's conclusions and was either
entered into the record in litigation or submitted to OSHA by the chromium industry, although not published in the
peer-reviewed literature. After extensive analysis, most of the issues raised in these critiques were rejected by
OSHA [33].

OSHA publishes its proposed rule

On October 4, 2004, OSHA published its court-mandated proposed rule for Cr(VI), including a PEL of 1 ug/m3
[34]. The agency issued a general request for additional scientific evidence, along with a specific appeal for
epidemiological data about the aforementioned cohort in Castle Hayne, where exposure levels were more
representative of the concentrations of airborne Cr(VI) found in workplaces today [35]. A mortality study of this
group had been published in 1994 [36] and OSHA asked directly, "Are there updated analyses available for [this
cohort]?" In addition, OSHA asked, "Are there other cohorts available to look at low exposures?" [37].

Following a three-month comment period, OSHA held 11 days of public hearings [38], at which OSHA reiterated
its request for more data and industry repeatedly criticized OSHA for relying on data from high-exposure cohorts
[39-44]. In reviewing the hearing transcript, we found no mention by industry representatives or anyone else of any
imminent new epidemiological evidence. The public was given until April 20, 2005, to submit additional data and

post-hearing comments.

Selected science

Just weeks before the close of the comment period, a study reporting on the mortality experience of workers
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employed at the Castle Hayne and Corpus Christi facilities appeared in the Journal of Occupational and
Environmental Medicine (JOEM) [45]. The article had been submitted to JOEM in July 2004 and was accepted for
publication that October [46], the same month OSHA proposed its rule and specifically asked for information about
the Castle Hayne or other cohorts. The analysis has little statistical power (only three lung cancer deaths) and
suffers from short follow-up (fewer than half of the workers in the study were followed for twenty years or more,
the minimum length of time needed to begin to detect occupational cancer) [47]. Even though they collected data
on Cr(VI) exposure, none is presented in the paper and the small sample size precludes logistic regression.
Nonetheless, the authors offer the "preliminary conclusion” that "the absence of an elevated lung cancer risk at this
time may be a favorable reflection of the post-change [i.e., lower exposure] environment [45]."

Three trade associations made reference to the study in their post-hearing comments [48-50]. For example, the
Specialty Steel Industry of North America stated it had "recently” learned of the study:

[WThile we have not had any opportunity to examine this study...[it] contains potentially incredibly significant data
which would allow the development of a dose response relationship based on actual, experienced exposures, as
opposed to the modeled exposures upon which OSHA currently relies to set the PEL. Indisputably, this would be
much more relevant and appropriate data upon which to establish a risk-based regulatory limit [48].

The Specialty Steel Industry warned that OSHA''s failure to consider these results would be "arbitrary and
capricious," a legal term, signaling that failure to address these "new" findings would be grounds for a legal
challenge. The Society of the Plastics Industry, Inc. (SPI) remarked on the "potentially great significance" [49] of
the new ENVIRON study.

Moreover, the comments by these trade associations confirm that they were privy to unpublished details of the
ENVIRON analysis. For example, one wrote:

SPI has learned that in the German plants, excess lung cancer mortality was demonstrated only in the highest
exposure group, using chromium exposure estimates based on urinary chromium results. It is possible that the data
obtained from the German facilities demonstrates that no increase in risk at any but the highest exposure levels to
CrvI[49].

The industry thus succeeded in inserting this hearsay material into the record without ever providing the actual
study data.

Intrigued by these developments, we conducted an Internet search, using the terms "Industrial Health Foundation”
and "Chrome Coalition." To our surprise, we located a notice for a hearing related to the bankruptcy of IHF. In this
proceeding, two chromium industry trade associations asserted that files in the possession of IHF actually belonged
to the industry, because the IHF was, according to the petitioner, simply a "third-party administrator of the trade
association.” [See additional file 5: File5 to view this document.] Using the Public Access to Court Electronic
Records system [51], we obtained documents filed with the court, some of which have been quoted in this
manuscript. These materials also led us to parties in the bankruptcy proceedings who provided additional
documents, including ENVIRON's study protocol and the final report of the combined study of the U.S. and
German plants.

That report, submitted by ENVIRON to IHF in September 2002 but never by the industry to OSHA and never
published in its entirety, provides strong support for the inadequacy of the current standard, and raises questions
about whether the proposed OSHA PEL of 1 ug/m3 is adequately protective. The ENVIRON authors found a
significantly elevated risk of lung cancer mortality associated with exposure to Cr(VI) in these newer low-exposure
facilities (SMR = 1.66, 95% CI = 1.08-2.46, using a combination of German national rates and U.S. state rates for
comparison; SMR = 1.37, 95% CI = 0.89-2.03, using German and U.S. state rates). The investigators developed a
series of job exposure matrices and utilized air monitoring data from the U.S. plants and urine monitoring from the
German plants to estimate the exposure history of each worker. In order to convert the urinary measurements (1g/L)
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into air measurements (ug/m3), we divided by 0.77, the same conversion factor used by the industry [52], and
divided by 45, to convert cumulative exposures into mean annual ones.

Logistic regression analyses of the four-plant cohort found increased risk associated with increased cumulative (or
lifetime) exposure to Cr(VI). In one analysis, the lung cancer mortality odds ratio among workers with highest
annual exposure (> 5.8 ug/m3) was 20.2 (95% CI = 6.2-65.4), compared to the lowest exposure group (< 1.2
ug/m3) [53]. For the intermediate exposure group (1.2 ug/m3 -<58 ug/m3), the odds ratio was 4.9 (95% CI = 1.5—

- 16.0), also in comparison to the lowest exposure group [53]. Thus, the intermediate group includes exposure at
levels only slightly higher than the 1 ug/m3 PEL proposed by OSHA in 2004, and showed elevated lung cancer
risk at that level.

The final unpublished four-plant report reiterated the strength of the study design: "This study benefited from the
multi-site design that provided a reasonably large cohort of post-change [lower exposure] chromium chemical
workers, along with the corresponding increase in statistical power generally lacking in previous studies of post-
change cohorts” [52].

The published JOEM article, however, reports the mortality experience only of workers at the two U.S. plants
studied by the ENVIRON researchers. After submitting the results to their sponsors in 2002, the authors evidently
separated the German and U.S. results, despite their repeated emphasis in the protocol on the strength of the
combined cohort. Instead of a positive result based on four plants, a negative two-plant study was published. In a
response to a letter [54] in the JOEM, the authors stated that the German component of the study had not been
published because it was rejected by a journal to which it had been submitted, and defended the exclusion of the
German data on the ground that different exposure measurements (air vs. urine) were used [55]. This claim is not
consistent with the need for large sample size to increase statistical power, as stated in the protocol and the final
report. In June 2005, we provided the study protocol [29] and final report of the four-plant study [52] to OSHA
[56].

On October 17, 2005, the ENVIRON researchers submitted the German component of the study to OSHA,
accompanied by a note saying the paper had been accepted for publication in JOEM [57,58)]. In this manuscript, the
ENVIRON researchers report that "lung cancer risk was elevated only in the highest exposure group (SMR = 2.09
95% CI = 1.08-3.65)" [58].

The authors conducted another logistic regression analysis, but in this new version the estimate of relative risk for
workers with high exposure is derived by comparing them to workers in the low and intermediate exposure groups
combined. The result of this change is the disappearance of the statistically significant increase in lung cancer
mortality risk among the intermediate group that was found in the unpublished final report. Tables 1 and 2, adapted
from the unpublished final report [52] and the pre-publication manuscript of the German component of the study
submitted by the authors to OSHA [58], respectively, compare the results of the two regression analyses. In
addition, while the elevation of the lung cancer SMR in the unpublished final report of the four-plant study was
statistically significant, when the cohort was divided into two components, the lung cancer SMR was not
statistically significant in either the German or U.S. components.

= | Table 1
Elevated lung cancer mortality risk in intermediate and high exposure groups
in original unpublished s‘cudyT

Table 2

Lung cancer mortality risk in intermediate group disappears after German
component of study published separatelyT’r
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Discussion Go to:

Faced with the threat of stronger OSHA regulation of workplace exposure of Cr(VI), a powerful carcinogen, the
chromium industry initiated an effort to challenge the scientific evidence that the agency would likely use to justify
a new standard. While criticizing OSHA for relying upon data from high-exposure cohorts, the chromium industry
also commissioned a study of the mortality experience of workers at four plants with lower exposures, the results of
which confirmed the elevated lung cancer risk in such workers. The consultants presented a final report to their
chromium industry sponsors in 2002, but industry never provided OSHA a copy of the full four-plant study. Even
when the agency specifically asked for precisely these sorts of data during its 20042005 rulemaking proceedings,
the chromium industry and the authors remained silent.

For publication, industry-funded scientists divided this study into two components and published them separately.
The first paper to be published was a statistically underpowered, negative study, the findings of which are being
used by industry to attempt to reduce its regulatory burden. The second paper combined two exposure strata from
the final report, resulting in the disappearance of the stratum of particular regulatory interest in which a statistically
significant finding was apparent in the unpublished final report. This allowed the industry trade associations to
make the misleading assertion that elevated lung cancer mortality risk was only seen among workers with the
highest exposure histories.

OSHA's statute instructs its decision makers to use the "best available evidence" [59] in the rulemaking process.
The circumstances regarding these studies raise troubling questions about the ability of government to effectively
issue rules protecting public health when studies are conducted, controlled and selectively published or provided to
the rulemaking agency by the regulated industry [8,60]. The entry of the German study into the OSHA record only
after it was accepted for publication, months after the regulatory docket closed and years after data collection was
complete, raises an important question for public health research: when regulatory proceedings are underway,
should potentially important data be sequestered until the peer review process is complete? Many U.S. regulatory
agencies, including the EPA and the Food and Drug Administration (FDA) rely heavily on unpublished studies,
submitted by study sponsors, in reaching regulatory decisions. In this case, sponsors withheld data that OSHA
requested during an active rulemaking process.

It is now widely recognized that pharmaceutical manufacturers have an obligation to report the existence and results
of all clinical trials, although this is often not done satisfactorily [61,62]. The higher standards of practice now being
sought in the reporting of pharmaceutical trial results should also be applied in occupational health and safety
research. The editors of thirteen leading journals will no longer publish articles based on studies done under
contracts in which clinical trial investigators did not have the unfettered right to publish the findings, asserting that
such restrictions "erode the fabric of intellectual inquiry that has fostered so much high-quality clinical research"
[63]. Parties in regulatory proceedings should be required to disclose whether the studies they submit were
performed by researchers who had the right to present or publish their findings without the sponsor's consent or
influence [64]. Regulatory agencies should weigh the submitted information accordingly.

Public health is not well served by the unequal treatment of public and private science [63]. Parties submitting
scientific analyses and reports to the record should be required to disclose the true sponsorship of the study,
including the original source of the sponsor's funding. Parties involved in the rulemaking process should also be
required to certify that they have submitted all relevant data to the public record, whether or not those data have
undergone peer review. Medical journals are increasingly willing to publish findings even if they have already been
made available in another form. Regardless, public health rulemakings should not be based on partial records or
limited by scientists' career concerns, particularly when lives hang in the balance.

List of Abbreviations o _ B S B0
Cr(V]) Hexavalent Chromium

http:/Awww .ncbi.nlm .nih.gov/pmc/articles/PMC 1402271/ 6/11



9/16/2015 Selected science: an industry campaign to undermine an OSHA hexavalent chromium standard
EPA US Environmental Protection Agency

IHF Industrial Health Foundation

JOEM Joumal of Occupational and Environmental Medicine
OCAW Oil, Chemical and Atomic Workers International Union
OSHA US Occupational Safety and Health Administration
PEL Permissible Exposure Limit

SMR Standardized Mortality Ratio

ug/m3 micrograms per cubic meter of air
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CONDITION REVIE- ; IARC | CERTAINTYPHRASE | IRL DEGREE OF CERTAINTY FOR POLICY ANALY SIS THAT AN AGENT (EMFs) INCREASES DISEASE
WER | CLASS RISK TO SOME DEGREE
Heart Disease H 3 5 10 15 20 2% 30 35 40 45 50 55 60 6% 73 75 380 55 90 &5 100
1 3 Clese te dividing fine 6 X W
2 3 Prone not to believe 3 R SN
3 3 Prone not tc believe 3 A RSN

the same time by the NIEHS Working Group for the Federal EMF-RAPID Program
{Portier & Wolfe. 1588}, {lARC. 2001}, and the NRPB (NRPB, 2001a), (NRPB,
2001bj (Note: The NRPB did nct use the IARC classification system but expressed
their conclusion using common language expressions).

21.2  How DierenenT Is This EvaLuaTion Frrom THE NIEHS, NRPB axp IARC
Finpes?

1 As outlined in Table 21.2 below. there are both eommen points and significant
2 differences between the EMF Program’s evaluation and those camiad out at about

¢ QD N d

The following table compares these evaluations:

TaBLe 21.2 A Comparison oF DHS ReviEwers' DEGREE OF CERTAINTY wiTH THAT oF OTHER AGENCIES

HEALTH GUTCOME NIEHS WORKING GROUP IARC \ NRPB DHS
1

Childhocd leukernia 28 2B / Possible / 28101
Adult leukemia 2B {lymphocytic Inadequate / Inadequate / 2Bto1
Aduk brain cancer Inacequate Inadeguate / Inadequate / 2B
Miscarriage Inacequate Nct Considered / Not ceonsidered / 2B
ALS Inacequate Nct Considered / Possible but perhaps due to ms*_a 2B
Childhcod brain cancer. breast Inacequate Inadequata or Not \| No fcr Paranscn's disease. inaddquate for inadequate

cancers, other reproductive, Considered Alzheimer's. cther endpointstnot vet considered

Alzheimer's, suicide, sudden

cardiac death, sensitivity

" Although the majerity of scientists assembied to prepare the NIEHS ‘#orking Group Report voted Yor a "possible 2B" classifization fofthese cancers. the lay person's summary
submitted by the Director of NIEHS to Congress stated: "ELF-EMF expesure cannot be recegnized §s entirely safe because of weak sdientific evidence that exposure may pose a
leukemia hazard." {Final Report NIH Publication 93-4403. May 1509}

©Natl
 Radiological

21.0 Sorclusicns -3T3. R S\IO“ B
Califcrnia EMF Risk Evaluaticr Jure 2022

_Protection
Board (UK)

....noagﬁm ”
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Conclusions in tabular form

Table 1 below summarises the risk assessment from exposure to
magnetic fields given in the California Health Department
Report. For a given condition, note that the probabilities of
a link include a chance that EMFs have no effect. The table on
the following page summarises the criteria used by the
Assessors.

Condition Probability of a link with exposure to power
frequency magnetic fields
Cancer
Childhood Leukaemia Two of the reviewers said 50 — 80% likely; one
reviewer said virtually certain (>98% likely)
Adult leukaemia Two of the reviewers said 50% to 90% possible
One reviewer said 10 — 50% likely
Adult Brain Cancer 50% - 90% likely
Childhood Brain Cancer 10% - 50% likely
Male Breast Cancer 10% - 50% likely
Female Beast Cancer Two of the reviewers said 10% - 50% likely
One reviewer said 50% - 90% likely
All Cancers Very improbable, 2 — 10% likely
Other conditions
Miscarriage 50% - 90% likely that exposure could add 5-10% to
the baseline risk
Birth Defects Very improbable, 2 —10% likely
Amyotrophic Lateral Sclerosis  50% - 90% likely
(ALS)
Heart Disease 10% - 50% likely
Suicide 10% - 50% likely
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Magnetic-Field-Induced DNA Strand Breaks in Brain Cells of the Rat

Henry Lai and Narendra P. Singh

Bioelectromagnetics Research Laboratory, Department of Bioengineering, University of Washington, Seattle, Washington, USA

In previous research, we found that rats acutely (2 hr) exposed to a 60-Hz sinusoidal magnetic
field at intensities of 0.1-0.5 millitesla (mT) showed increases in DNA single- and double-strand
breaks in their brain cells. Further research showed that these effects could be blocked by pretreat-
ing the rats with the free radical scavengers melatonin and N-‘ers-butyl-o-phenylnitrone, suggest-
ing the involvement of free radicals. In the present study, effects of magnetic field exposure on
brain cell DNA in the rat were further investigated. Exposure to a 60-Hz magnetic field at
0.01 mT for 24 hr caused a significant increase in DNA single- and double-strand breaks.
Prolonging the exposure to 48 hr caused a larger increase. This indicates that the effect is cumula-
tive. In addition, treatment with Trolox (a vitamin E analog) or 7-nitroindazole (a nitric oxide
synthase inhibitor) blocked magnetic-field—induced DNA strand breaks. These data further sup-
port a role of free radicals on the effects of magnetic fields. Treatment with the iron chelator
deferiprone also blocked the effects of magnetic fields on brain cell DNA, suggesting the involve-
ment of iron. Acute magnetic field exposure increased apoptosis and necrosis of brain cells in the
rat, We hypothesize that exposure to a 60-Hz magnetic field initiates an irop-mediated process
(e.g.» the Fenton reaction) that increases free radical formation in brain cells, leading to DNA
strand breaks and cell death. This hypothesis could have an important implication for the possible
health effects associated with exposure to extremely low-frequency magnetic fields in the public
and occupational environments. Key words: apoptosis, DNA strand breaks, free radicals, iron,
magnetic field, necrosis. Environ Health Perspect 112:687-694 (2004). doi:10.1289/ehp.6355

available via http://dx.doi.org/ [Online 27 January 2004]

Use of electricity exposes people constantly to
low-intensity, extremely low-frequency elec-
tromagnetic fields, particularly at the power
frequencies of 50 and 60 Hz. In previous
research (Lai and Singh 1997a),we found that
rats acutely exposed to a 60-Hz sinusoidal mag-
netic field showed an increase in DNA single-
and double-strand breaks in their brain cells as
measured by the microgel electrophoresis assay.
An increase in DNA single-strand breaks was
observed after 2 hr of exposure to the magnetic
field at flux density of = 0.1 muillitesla (mT),
whereas an increase in double-strand breaks
was observed at = 0.25 mT. Using the micro-
gel electrophoresis assay, Ahuja et al. (1997,
1999), Phillips et al. (1997), Svedenstal et al.
(19992, 1999b), and Zmyslony et al. (2000)
have also reported an increase in DNA strand
breaks in cells after magnetic field exposure.
In studies by Ahuja et al. (1997, 1999), an
increase in DNA single-strand breaks in
human lymphocytes was observed after 1 hr
of exposure to a 50-Hz magnetic field at
0.2-2 mT, whereas in the study by Phillips
et al. (1997), an increase in single-strand
breaks was observed in human Molt-4 cells
after 24 hr of exposure to a 60-Hz magneric
field at 0.1 mT. Svedenstal ct al. obscrved an
increase in DNA double-strand breaks in
brain cells of mice after 32 days of exposure to
magnetic fields of 7.5 pT (Svedenstal et al.
1999a) and after 14 days of exposure at
0.5 mT (Svedenstal et al. 1999b). Zmyslony
et al. (2000} reported an increase in single-
strand breaks in rat lymphocytes exposed to a

50-Hz magpnetic field at 7 mT in the presence
of iron cations. More recently, Ivancsits et al.
(2002, 2003a, 2003b) reported an increase in
DNA single- and double-strand breaks in
human fibroblasts intermittently (5 min on/
10 min off) exposed to a 50-Hz magnertic ficld
at 1 mT, whereas continuous exposure pro-
duced no significant effect. Because the other
studics reporting cffects of magnetic fields on
DNA were carried out under continuous expo-
sure conditions, the resules of Ivancsits et al.
(2002, 2003a, 2003b) indicate that the inter-
action of magnetic fields with DNA is quite
complicated and apparenty depends on many
factors. Furthermore, McNamee et al. (2002)
reported no significant effect on DNA strand
breaks in cerebellar cells of immature mice
exposed continuously to a 60-Hz magnetic
field at 1 mT for 2 hr. Miyakoshi et al. (2000)
reported that a high-intensity (> 50 mT)
50-Hz magpnetic field had no significanr effect
alone, whereas it potentiated X-ray—induced
DNA single-strand breaks in human glioma
cells. Thus, effects of magnetic fields on DNA
may depend on factors such as the mode of
exposure, the type of cells studies, and the
intensity and duration of exposure.

In the present study, we further investi-
gated the effect and mechanism of interaction
of magnetic field exposure on brain ccll DNA
in the rat. In a previous experiment (Lai and
Singh 1997b), we found that pretreating rats
with melatonin and a spin-trap compound
(N-tert-buryl-a-phenylnitrone) blocked the
effect of a 60-Hz magnetic ficld on DNA.

Environmental Health Perspectives « votume 112 | numeer 6 | May 2004

Because melatonin and spin-trap compounds
are CfﬁCiCl‘lt ffee-fadical SCavengCl'S, the data
suggest that free radicals play a role in the
effect of the magnetic field. In another study
(Singh and Lai 1998), we found thart acute
magnetic field exposure induced the formation
of DNA-protein and DNA-DNA cross-links
in brain cells of rats, which could be the results
of free-radical damage involving iron cations
(Altman et al. 1995; Lloyd et al. 1997).

In this study, effects of exposure duration
and treatments with the vitamin E analog
Trolox (Forrest et al. 1994), the nitric oxide
synthase inhibitor 7-nitroindazole (Kalisch
et al. 1996; Moore and Bland-Ward 1996),
and the iron chelator deferiprone (Fredenburg
et al. 1996; Kontoghiorghes 1995) were inves-
tigated. In addition, incidences of apoptosis
and necrosis in brain cells of rats acutely
exposed to a 60-Hz magneric field were

studied.

Materials and Methods

Animals. Male Sprague-Dawley rats (2-3
months old, 250~300 g), purchased from
B & K Laboratory (Bellevue, WA), were used
in this research. They were housed for at least
24 hr before an experiment in the room in
which they would be exposcd to magnetic
fields. The laboratory was maintained on a
12/12-hr light/dark cycle (light on 0700~
1900 hr), at an ambient temperature of 22°C
and a relative humidity of 65%. Animals
were provided with food and water ad libi-
tum in their home cages and during exposure.

In vivo magnetic field exposure system. A
Helmholtz coil pair system was used to expose
rats to a sinusoidal 60-Hz magnetic field.
This exposure system has been described in
detail previously (Lai et al. 1993). Briefly, a
computer program was used to design chis
Helmholtz coil pair system, which can produce
a magnetic field with minimal heating and
field variations over the exposure area. Each coil
is made of two sets of 40 turns each of #6 wire
wound in rectangular loops, with minimum
internal dimensions of 0.86 x 0.543 m.

Address correspondence to H. Lai, Department of
Bioengineering, Box 357962, University of
Washington, Scattle, WA 98195-7962 USA.
Telephone: (206) 543-1071. Fax: (206) 685-3925.
E-mail: hlai@u.washington.edu

Research reported in this paper was supported by
the National Institute of Environmental Health
Sciences (grants ES-06290 and ES-08865).

The authors declare they have no competing
financial interests.
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During construction, epoxy was layered
between loops to glue them together, This min-
jmizes vibration noise when the coils are
activated. The coils are wound on frames fab-
ricated from wood and aluminum and are
therefore completely shielded against emission
of electric fields. They are designed with split
windings terminared on mulriterminal blocks
so that they may be wired in various series or
parallel combinations for impedance matching
and connecting to multichannel or multifre-
quency sources. It is wired such that a switch
can be used to put the coils “in phase,” to
generate magnetic fields, or in the “bucking
mode,” in which the two sets of coil are acti-
vated in an antiparallel direction (with the
same current as in the in-phase condition) to
cancel the fields generated by each other. The
bucking mode was used as a control condition
in our research to control for the possible
effects of heat and vibration generated by the
coils. By varying the input current to the coils,
exposure fields could be set anywhere from the
ambient level to the maximum coil designed
magnetic field strengch of 5.6 mT. With an
exposure level set at 1 mT, the heat dissipation
from each of the Helmholtz coils is < 8 W of
power. The heat generated is efficiently dissi-
pated because of the large surface area of the
coils and good ventilation in the exposure
room. The magnetic field during exposure was
monitored by input current to the Helmholtz
coils and measuring the magnetic flux density
with an EMDEX II magnetic field survey
meter (Enertech, Campbell, CA). The varia-
tion of the magnetic fields within the space
between the coils as determined by theoretical
calculation and actual measurement was + 3%
of the mean. The ambient magnetic field in
our laboratory (i.e., when the power supply to
the coils was turned off) was 0.14 pT.

We have two similar exposure systems in
two separate rooms in our laboratory. Thus,
two exposure conditions could be run simulta-
neously. During exposure, rats were housed in
a plastic cage (length, 45 cm; width, 21 cm;
height, 22 cm) ficted with a Styrofoam cover.
The cage was placed at the center of the space
between the coils. During exposure, animals
were provided with food and drinking water.
Warer was put in a plastic botte fitted with a
glass spout inserted through the Styrofoam
cover. Up to three animals were exposed in a
cage at a time.

Experimental procedures for effects of
magnetic field exposure on DNA strand breaks
in brain cells. Magnetic field exposure at
0.01 mT for 24 and 48 hr. In this experi-
ment, rats were exposed in the Holmholwz coil
system for 24 or 48 hr. Controls were exposed
at the bucking mode for the same period of
time. Immediately after exposure, one rat at a
time was anesthetized by placing it in a cov-
ered foam box containing dry ice for 65 sec.
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(A piece of cardboard was placed on top of
the dry ice to prevent its direct contact with
the animal.) The rat was then decapitated and
its brain was dissected out immediately for
DNA strand break assay. To allow time for
tissue processing, there was a 5-min time gap
between animals.

Effects of drug treatments. In drug treat-
ment experiments, there were four treatrment
groups in cach experiment: magnetic field/
drug, bucking/drug, magnetic field/drug
vehicle, and bucking/drug vehicle. Animals
were exposed for 2 hr to the magnetic field at
0.5 mT or exposed to the bucking mode. At
4 hr postexposure, animals were sacrificed as
described above and their brains removed for
DNA strand break assay. The 2-hr exposure/
4-hr waiting schedule was used in our previous
studies (Lai and Singh 19973, 1997b).

The drug treacment schedules were as
follows: for Trolox (Sigma Chemical Co., St.
Louis, MO), 100 mg/kg/injection, dissolved
in 5% (wt/vol) propylene glycol, injected
intraperitoneally at a volume of 2 mL/kg at
24 hr before exposure and immediately after
exposure; for deferiprone (CP 20 L1, a gift
from R.A. Yokel, College of Pharmacy,
University of Kentucky, Lexingron, KY),
15 mg/kg/injection, dissolved in physiologic
saline, injected intraperitoneally at a volume of
1 mL/kg immediately before and after expo-
sure; for 7-nitroindazole (Sigma), 50 mg/kg/
injection, dissolved in 5% (wt/vol) propylene
glycol, injected intraperitoneally at a volume
of 2 mL/kg ar 30 min before exposure and
immediately after exposure.

Drug-injection controls were similarly
injected with an equal volume of the appropri-
ate vehicle. The drugs used in this study are
hydrophobic and could easily pass through the
blood-brain barrier.

Assay methods for DNA single- and
double-strand breaks. The microgel elec-
trophoresis assay for DNA single- and double-
strand breaks in rat brain cells was carried out
as described previously (Lai and Singh 1997b).
The technique involves making a microgel on
a microscopic slide. The microgel consists of a
cell suspension imbedded in low-melting-
temperature agarose and phosphate-buffered
saline (PBS). The cells are then lysed in the
microgel in high salt and detergents, treated
with proteinase K, and electrophoresed in a
highly alkaline condition for single-strand
break determinations and in a neutral condi-
tion for double-strand break determinations.
The DNA is then stained with a fluorescent
dye to allow visual measurement of the extent
of DNA migration, an index of DNA dam-
age. This method is more sensitive than other
available methods in detecting DNA strand
breaks. It can detect DNA single-strand
breaks induced by 0.01 Gy of y-rays (Singh
et al. 1995) or 0.032 Gy of X rays (Singh

et al. 1994), and double-strand breaks
induced by 0.125 Gy of X rays (Singh and
Stephens 1997) in human lymphocytes.

All chemicals used in the assay were pur-
chased from Sigma unless otherwise noted.
Immediately after removal from the skull, a
brain was immersed in ice-cold PBS (NaCl,
8.01 g/L: KCl, 0.20 g/L; Na,HPO,, 1.15 g/
KH,POy, 0.20 g/L, pH 7.4) containing
200 pM N-tert-butyl-o-phenylnitrone. The
brain was quickly washed four times with the
PBS to remove most of the red blood cells. A
tissue press was used to break up the brain tis-
sue into small pieces (-1 mm?3) in 5 mL ice-
cold PBS (Singh 1998). Four more washings
with cold PBS removed most of the remaining
red blood cells. Finally, in 5 mL PBS, tissue
pieces were dispersed into single-cell sus-
pensions using a P-5000 Pipetman pipette
(Rainin Instruments, Qakland, CA). This cell
suspension consisted of different types of brain
cells. Ten microliters of this cell suspension was
mixed with 0.2 mL 0.5% agarose (high-resolu-
tion 3:1 agarose; Amresco, Solon, OH) main-
rained at 45°C, and 50 pL of this mixture was
pipetted onto a fully frosted slide (Erie
Scientific Co., Portsmouth, NH) and imme-
diately covered with a 24 x 50 mm rectangu-
lar #1 coverglass (Corning Glass Works,
Corning, NY) to make a microgel on the
slide. Slides were put in a cold steel tray on ice
for 1 min to allow the agarose to gel. The
coverglass was removed and 200 uL agarose
solution was layered as before. Slides were
then immersed in an ice-cold lysing solution
(2.5 M NaCl, 1% sodium N-lauroyl sarcosi-
nate, 100 mM disodium EDTA, 10 mM Tris
base, pH 10) containing 1% Triton X-100.

To measure single-strand DNA breaks,
after lysing for 3 hr at 4°C in an ice bath, slides
were treated with DNase-free peoteinase K
(1 mg/mL; Amresco, Solon, OH) in the lysing
solution without detergents overnight at 37°C.
They were then put on the horizontal slab of
an electrophoretic assembly (Hoefer Scientific,
San Francisco, CA) modified so that both ends
of each electrode are connected to the power
supply. One liter of an electrophoresis buffer
(300 mM NaOH, 0.1% 8-hydroxyquinoline,
2% dimethyl sulfoxide (DMSQ), and 10 mM
tetrasodium EDTA, pH 13] was gently poured
into the assembly to cover the slides to a height
of approximately 6.5 mm above their surface.
After allowing 20 min for DNA unwinding,
electrophoresis was started (0.4 V/cm,
~250 mA, for 60 min) and the buffer was
recirculated.

At the end of the electrophoresis, slides
wete removed from the electrophoresis appara-
tus and immersed in an excess amount of neu-
tralizarion buffer (1 M ammonium acerate in
ethanol, consisting of 5 mL of 10 M ammo-
nium acetate in 45 mL absolute ethanol) in a
Coplin jar (two slides per jar) for 30 min.
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After neutralization, the slides were dehydrated
in absolute ethanol in a Coplin jar for 2 hr
followed by 5 min in 70% ethanol and then
air dried.

For double-strand breaks, microgel prepa-
ration and cell lysis were done as described
above. Slides were then treated with ribo-
nuclease A (Bochringer Mannheim Corp.,
Indianapolis, IN; 10 pg/mL in the lysing
solution) for 2 hr and then with proteinase K
(1 mg/mL in the lysing solution) overnight
at 37°C. They were then placed for 20 min
in an electrophoretic buffer (100 mM Tris,
300 mM sodium acetate, and acetic acid at
pH 9.0), and then electrophoresed for 1 hr at
0.4 V/cm (~100 mA). The slides were neu-
tralized and dehydrated in I M ammonium
acetate in absolute ethanol and 70% ethanol
and then air dried as described above.

Staining and DNA migration measure-
ment procedures were similar for both single-
and double-strand breaks. One slide at a time
was prestained with 50 pL 5% DMSO in
30 mM NaH,POy and 5% sucrose, and then
stained with 50 pL 1-pM solution of YOYO-1
(stock, 1 mM in DMSO from Molecular
Probes, Eugene, OR) and then covered with a
24 x 50 mm coverglass. Slides were examined
and analyzed with a Reichert vertical fluores-
cent microscope (model 2071) equipped with
a filter combination for fluorescent isothio-
cyanate (excitation at 490 nm, emission filter
at 515 nm, and dichromic filter at 500 nm).
We measured the length of DNA migration by
eye with a micrometer mounted in the eye-
piece of the microscope. The migration length
is defined as the length (in micrometers) from
the beginning of the nuclear area to the last
three pixels of DNA perpendicular to the
direction of migration at the leading edge. It is
used as the index of DNA strand breaks.

Two slides were prepared from the brain
of each animal: one for assay of DNA single-
strand breaks and the other for double-strand
breaks. Fifty cells were randomly chosen and
scored from each slide. However, cells that
showed extensive damage with DNA totally
migrated out from the nuclear region were
not included in the measurement. These
highly damaged cells probably resulted from
the tissue and cell processing procedures, and
they occurred equally in magnetic-field—
exposed and bucking samples. Therefore,
from each animal, 50 cells each were scored
for single- and double-strand DNA breaks.
The average migration length from 50 cells of
a slide (an animal) was calculated and used in
dara analysis.

Effects of magnetic field exposure on apop-
tosis and necrosis of brain cells. In this experi-
ment, rats were exposed to magnetic field
(0.5 mT) for 2 hr or to the bucking mode.
The method of Singh (2000) was used to
study apoptosis and necrosis. This method

has been validated with two other methods of
apoptosis measurement (morphologic estima-
tion and DNA ladder pattern) using several
known apoptosis inducers (Singh 2000).

At 4 hr postexposure, microgel from brain
cells was made and processed as described
above for the microgel electrophoresis assay to
remove lipid and protein. Instead of elec-
trophoresis, slides were immersed for 10 min
in 0.3 M NaOH and 0.2% DMSO to reveal
apoptotic and necrotic cells. Then they were
immersed in 1 M ammonium acetate in 50%
ethanol for 10 min and then in 100% ethanol
with 1 mg/mL spermine for 2 hr to fix the
DNA in agarose. Slides were then immersed
for 5 min in 70% ethanol. Slides were dried
at room temperature and, after staining with
YOYO-1, observed under a fluorescent
microscope for characteristics of apoptosis
and necrosis. The percentage of cells undergo-
ing apoptosis and necrosis was scored from
each slide.

In general, apoptosis is caused by pro-
grammed cleavage of DNA into a unique size
of approximately 186 bases and its multiples.
After cells are lysed, DNA from apoptotic
cells, in alkaline condition, would diffuse in
agarose in a wider area than that of normal
cells. Because of this diffusion, DNA is lighdy
stained. Cells in early apoptosis are easily lysed
and show a dense, diffuse, lightly stained,
and granular DNA. These are easy to observe
because of their larger size and diffuse staining
characteristics. Cells in late apoptosis show
highly condensed chromatin (intensely stained),
even after lysis, and diffused DNA around
this condensed spot. In general, nuclear DNA
outline in apoptotic cells is diffuse and fuzzy.
However, necrotic cells appear different from
apoptotic cells after lysis and staining. Because
of DNA strand breaks at random and at fewer
sites, the nuclear DNA outline is sharply
defined burt occupies significantly larger area
compared with normal cells.

The experiment was run under blind con-
dition; that is, the experimenters who prepared
the slides and did the DNA strand-break,
apoptosis, and necrosis measurements did not
know the treatment conditions of the animals
from which the slides were prepared.

Data analysis. Data from the DNA strand
break assay were analyzed by the one-way
analysis of variance (ANOVA), and difference
between two groups was evaluated by the
Newman-Keuls test. Data of apoptosis and
necrosis were analyzed by the Mann-Whitney
U-test. A difference at p < 0.05 was considered
statistically significant.

Results

Effects of 24- and 48-hr exposures to a
0.01-mT, 60-Hz magnetic field on DNA sin-
gle- and double-strand breaks in rar brain
cells are shown in Figures 1-4. Figures 1
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and 2 show that magnetic field exposure
increased single- and double-strand breaks,
respectively, in brain cells. In addition, pro-
longing the duration of exposure from 24 to
48 hr significantly increased cumulative single-
and double-strand breaks in cells: Single-strand
breaks: F3,28) = 28.66, p < 0.01; 24-hr vs.
bucking. p < 0.01; 48-hr vs. bucking, p < 0.01;
24-hr vs. 48-hr, p < 0.01. Double-strand
breaks: K3,28) = 17.91, p < 0.01; 24-hr vs.
bucking, p < 0.01; 48-hr vs. bucking, p < 0.01;
24-hr vs. 48-hr, p < 0.05. Figures 3 and 4
show, respectively, the distribution of cells
according to their migration lengths of single
and double DNA strand break measurements.
Increase in cells with higher DNA strand
breaks (longer DNA migration) shifts the dis-
tribution pattern to the right. The distribution
patterns support the conclusion above from the
data shown in Figures 1 and 2.

Effects of treatment with Trolox on mag-
netic-field~induced DNA single- and double-
strand breaks are presented in Figures 5 and 6,
respectively. ANOVA of the data shows signif-
icant treatment effect on both types of breaks:
K3,28) = 79.61, p < 0.001 for single-strand
breaks, and A3,28) = 49.59, p < 0.001 for
double-strand breaks. Treatment with Trolox
blocked the effects of the magnetic field on
DNA strand breaks in brain cells.

Effects of deferiprone treatment are shown
in Figures 7 and 8. Deferiprone treatment
blocked the magnetic-field-induced increases
in single- and double-strand breaks in brain
cells [ANOVA shows significant treatment
effects: K3,26) = 33.53, p < 0.001 for single-
strand breaks; H3,26) = 49.02, p < 0.001 for
double-strand breaks].

Similarly, the effects of 7-nitroindazole
treatment are shown in Figures 9 and 10.
7-Nitroindazole treatment also blocked
magnetic-field—induced increases in single-
and double-strand breaks in brain cells
[ANOVA shows significant treatment effects:
K3,26) = 50.52, p < 0.001 for single-strand
breaks; A3,26) = 22.57, p < 0.001 for double-
strand breaks].

Data on apoptosis and necrosis of brain
cells of rats after exposure to the 60-Hz mag-
netic field are shown in Table 1. Both apoptosis
and necrosis were significantly increased by
magnetic field exposure.

Discussion

Taken together, results from this series of

experiments and our previous research show
that by prolonging the durarion of magnetic
field exposure, DNA strand breaks can be
observed in brain cells of the rat at a lower
flux density. In previous research (Lai and
Singh 19972, 1997b), we found no significant
increase in DNA double-strand breaks in
brain cclls of rats exposcd for 2 hr to a
0.1-mT 60-Hz magnetic field. In the present
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experiment, a significant increase in double-
strand breaks was observed at 0.01 mT after
24 hr of exposure. These data indicate an
interaction between intensity and duration of
exposure on biologic effects of magnetic
fields. More interestingly, a significantly larger
increase in DNA single- and double-strand
breaks was observed after 48 hr of exposure
compared with 24-hr exposure. This suggests
a cumulative nature of the effects.

Results from the drug-treatment experi-
ments indicate the following: 2) Trolox treat-
ment can block the effects of magnetic fields
on DNA strand breaks. This further supports

20

Average length of DNA migration (um)
8

24nr 48hr
Exposure time

Figure 1. Effects of 24 and 48 hr of exposure to
a 0.01-mT, 60-Hz magnetic field on DNA single-
strand breaks in brain cells of the rat. n=_8for each
treatment group. Magnetic field significantly differ-
ent from shamat p < 0.01 for both 24- and 48-hr

expostre.

20

{_} Bucking
21 Magnetic field

180

Average length of DNA migration (um)
8

24hr 48hr

Exposure time
Figure 2. Effects of 24 and 48 hr of exposure to a
0.01-mT, 60-Hz magnetic field on DNA double-
strand breaks in brain cells of the rat. n = 8for each
treatment group. Magnetic field significantly differ-
ent from sham at p < 0.01 for both 24- and 48-hr

exposure.
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the hypothesis that these effects of magneric
ficlds are mediated by free radicals, because
Trolox is a2 potent free radical scavenger
(Forrest et al. 1994). §) Nitric oxide may also
be involved in the effects of magnetic fields on
DNA (nitric oxide is also a free radical and
plays important roles in cell functions). ¢) Data
From the deferiprone treatment Study suggest
thar iron may play a role in the effects of mag-
netic fields. This may also support the free rad-
ical hypothesis because iron is closely involved
in frec radical formation (e.g., via the Fenton
reaction) in cells.

Relevant to our finding that magnetic fields
can cause iron-dependent DNA strand breaks is
thar iron is present in higher concentration in
the nucleus than in the cytoplasm because of
the presence of an ATPase-related iron pump
on the nuclear membrane (Meneghini 1997).
Another study has reported iron atoms interca-
lated in DNA molecules, and DNA-ferrous
iron complexes could enhance hydroxy radical
formation from hydrogen peroxide compared
with ferrous iron alone (Floyd 1981). These
make DNA more vulnerable to iron-catalyzed
free radical attack.
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Increases in apoptosis and nectosis in brain
cells of rats exposed to magnetic fields may
also be related to free radical formation. Both
hydroxy radical and nitric oxide have been
shown to cause apoprotic and necrotic cell
death, especially in brain cells (Simonian and
Coyle 1996). In addition to the present study,
others have shown apoptosis in various other
cell types after exposure to extremely low-
frequency electromagnetic fields (Blumenthal
et al. 1997; Ismael et al. 1998; Phillips et al.
1997; Simko et al. 1998; Singh et al. 1994).

The free radical hypothesis that extremely
low-frequency electromagnetic fields increase
free radical activity in cells has been proposed
by various researchers (Grundler et al. 1992;
Reiter 1997). Effects of magnetic fields on
cellular kinetics of free radicals (Eveson et al.
2000; Khadir et al. 1999; Roy et al. 1995)
and free radical-related cellular processes
(Fiorani et al. 1997; Karsir and Parola 1998)
have been reported. Free radical-induced
damage to DNA could have important effects
on health (Beckman and Ames 1997). In
addition to DNA damage, frec radicals can

cause damage in other biologic molecules,
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Hgure 3. Percentage distribution of celis as a function of DNA migration length (single-strand breaks) of
the data shown in Figure 1. (&) Bucking. 24 hr. (B) Bucking, 48hr. (C) 001 mT, 24hr. (D) 001 mT, 48w
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such as lipids and proteins, and can pro-
foundly affect cellular homeostasis. In addi-
tion, under subtoxic conditions, free radicals
are known to play an important role in cellu-
lar signal transduction processes (Suzuki et al.
1997). Disturbance in free radical metabolism
could affect these biomolecular processes and
cell functions.

Data from the present experiments suggest
that magnetic-field~induced DNA strand
breaks are caused by an iron-mediated free rad-
ical process, probably via the Fenton reaction,
which converts hydrogen peroxide to the more
potent and toxic hydroxy radical (Figure 11).
Iron-induced oxidant formation is known to
cause DNA strand breaks, DNA—protein
cross-links, and activation of protein kinase C;
increase the production of heat-shock pro-
teins; and alter calcium homeostasis in cells
(Altman et al. 1995; Farber 1994; Mello Filho
and Meneghini 1984; Meneghini 1997; Stohs
and Bagchi 1995). Other recent experiments
have also implicated the involvement of
iron/transition metals in the effects of electro-
magnetic fields. Zmyslony et al. (2000)
reported an increase in DNA strand breaks in
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Rgure 4. Percentage distribution of cells as a function of DNA migration length (double-strand breaks) of

lymphocytes exposed to a 50-Hz magnetic
field in the presence of ferrous chloride in the
medium, whereas exposing the cells in the
absence of ferrous ion had no significant
effect. Further experiments from the same
group of researchers (Jajte et al. 2001) showed
that the effect was blocked by melatonin, sug-
gesting tl’]e invclvemen( OF fl’ee rﬂd;ca]s. An
experiment by Lourencini da Silva et al.
(2000) also implies that electromagnetic fields
can cause damage in DNA plasmids in the
presence of a transition metal (tin).

Our dara show that inhibition of nitric
oxide synthase by 7-nitroindazole can com-
pletely block the effects of magnetic fields on
DNA. We propose that the effects of mag-
netic fields manifest through a two-stage
process. In the first step, magnetic field expo-
sure affects iron homeostasis in certain cells,
leading to an increase in free iron in the cyto-
plasm and nucleus, which in turn leads to an
increase in hydroxy radicals, via the catalytic
reaction of the Fenton reaction, which dam-
age DNA, lipids, and proteins. Damage to
lipids (ipid peroxidation) in the cellular mem-
brane in turn leads to an increase in calcium
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the data shown in Figure 2 (A) Bucking, 24 hr. (B) Bucking, 48hr. (C) 0.01 mT, 24 hr. (D) 0.01 miT, 48 .
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leakage from internal storage sites in the cell.
This will trigger the second step, an increase in
nitric oxide synthesis via the activation of
calmodulin-dependent nitric oxide synthase.
7-Nitroindazole is an effective blocker of that
enzyme (Kalisch et al. 1996). Involvement of
nittic oxide in the biologic effects of magnetic
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Fgure 5. Hfect of treatment with Trolox on mag-
netic-field-induced increase in DNA single-strand
breaks in rat brain cells (mean + SE). Trolox
(100 mg/kg) was injected intraperitoneally at 24 hr
and immediately before exposure to a magnetic
field or the bucking mode. Drug-treatment controls
were similarly injected with equal volume of the
drug vehicle (propylene glycol). n=8for each treat-
ment group. Magnetic field significantly different
fromsham at p <0.01 in vehicle-treated animals. No
significant difference between magnetic field and
shamin Trolox-treated animals.
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Figure 6. Hfect of treatment with Trolox on magnetic-
field-induced increase in DNA double-strand breaks
in rat brain cells (mean + SB). Treatment conditions
were similar to those described for Fgure 5. n=8for
each treatment group. Magnetic field significantly
different from sham at p < 0.01 in vehicle-treated ani-
malg, No significant difference between magnetic
field and shamin Trolox-treated animals.
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fields has been proposed by Adey (1997) and
Yoshikawa et al. (2000).

In the second stage, DNA and other
macromolecular damages are probably caused
mainly by nitric oxide. Because the hydroxy
radical has only a short distance of action
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Fgure 7. Effect of treatment with deferiprone on
magnetic-field—-induced increase in DNA single-
strand breaks in rat brain cells (mean + SE).
Deferiprone (5 mg/kg) was injected intraperi-
toneally immediately before and after exposure to
a magnetic field or to the bucking mode. Drug-
treatment controls were similarly injected with
equal volume of the drug vehicle (physiologic
saline). n = 8 for vehicle group, 7 for deferiprone
treatment group. Magnetic field significantly differ-
ent from sham at p < 0.01 in vehicle-treated ani-
mals. No significant difference between magnetic
field and shamin deferiprone-treated animals.

2 e
I3 Bucking
|3 Magnetic field
E 10
o e
®
'CD
£
5
£
2
8 =
j

\ehicle Deferiprone

Treatment

Fgure 8. Bfect of treatment with deferiprone on
magnetic-field-induced increase in DNA double-
strand breaks in rat brain cells (mean + SE).
Treatment conditions were similar to those
described for Figure 7. n = 8 for vehicle group, 7 for
deferiprone treatment group. Magnetic field signifi-
cantly different from sham at p < 0.01 in vehicle-
treated animals. No significant difference between
magnetic field and sham in deferiprona-treated
animals.
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(-40 A), whereas nitric oxide can diffuse the
distance of several cell diameters, the transition
from stage 1 to stage 2 changes the magnetic-
field~triggered free radical damage from a
localized event to a more widespread phenom-
enon. Nitric oxide can further amplify
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Figure 9. Hfect of treatment with 7-nitroindazole (7-
NI) on magnetic-field-induced increase in DNA
single-strand breaks in rat brain cells (mean + SB).
7-NI (80 mg/kg) was injected intraperitoneally at 30
min before and immediately after exposure to a
magnetic field or to the bucking mode. Drug-treat-
ment controls were similarly injected with equal
volume of the drug vehicle (propylene glycol). n=8
for each treatment group. Magnetic field signifi-
cantly different from sham at p<0.01 in vehicle-
treated animals. No significant difference between
magnetic field and shamin 7Ni-treated animals.
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Fgure 10. Hfect of treatment with 7-nitroindazole
(7-NI) on magnetic-field—induced increase in DNA
double-strand breaks in rat brain cells (mean £ SB).
Treatment conditions were similar to those
described for Figure 9. n = 8 for each treatment
group. Magnetic field significantly different from
shamat p < 001 in vehicle-treated animals. No sig-
nificant difference between magnetic field and
shamin 7Ni-treated animals.

iron-mediated free radical formation via its
effects on iron metabolism (Richardson and
Ponka 1997) and release of iron from ferritin
(Reif and Simmons 1990). Thus, the effects
will amplify. This damage can lead 0 two pos-
sible outcomes: 4) Exogenous and endogenous
cellular antioxidation processes will keep the
damage in check by neutralizing free radicals,
and eventually the cell will repair itself and sur-
vive. However, DNA damage and repair could
lead to mutation and increase the chance of car-
cinogenesis. #) If the processes of free radical
damage are not checked by cellular antioxida-
tion and repair processes, the cell will die,
because free radical peroxidation of lipids is a
chain reaction. Both apoptosis and necrosis are
possible. Increase in necrosis is probably a con-
sequence of lipid peroxidative damage in cell
membranes, especially that of mitochondria,
whereas apoptosis is mainly triggered by DNA
damage. The outcome of oxidative damage
induced by magnetic fields will therefore
depend on various factors, including the oxida-
tive status of the cell, capability of endogenous
antioxidation enzymes and processes to coun-
teract free radical buildup, availability of exoge-
nous antioxidants, iron homeostasis (a balance
of iron influx, storage, and use), the parameters
of exposure (e.g., intensity and duration of
exposure and possibly the waveform of the
magnetic field), and whether the oxidative
damage is cumulative, Oxidative damage to
DNA and its subsequent misrepair (i.e., mis-
takes in repairing the damage) are probably
cumulative. To add to this, nitric oxide can be
either mutagenic or cytotoxic (i.e., causing
cell death) depending on intracellular condi-
tions. It has been suggested chat nitric oxide is

Table 1. Apoptosis and necrosis of brain cells of

rats after exposure to magnetic fields.
Fercent No. p\Vaue
Apoptosis
Magretic field 061 8
Bucking 028 8 <0.025
Necrosis
Magneticfield 188 8
Budding 099 8 <02
Magnetic field
Fe** (Fenton reaction)
HO, o
Mitochondria Qefiular damage

Figure 11. Schematic diagram of mechanism of
effact of magnetic fields involving the Fenton reac-
tion and free radicals.
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murtagenic when the intracellular level of
reduced glutathione is low, but cyrotoxic (lead-
ing to apoptosis and inhibition of tumor
growth) in a thiol-rich cellular environment
that favors the formation of toxic nitrosothiols
(Felley-Bosco 1998).

Summing up, we propose that magnetic
ficlds iniriate an iron-dependent free radical
generation process in cells, which can lead to
genotoxic changes and/or cell death. From this
hypothesis, one can make the following specu-
lation regarding the biologic effects of mag-
netic fields: Cells with high rates of iron intake
(e.g., proliferating cells, cells infected by virus,
and cells wich high metabolic rates such as
brain cells) would be more susceptible to the
effects of magnetic fields because hydrogen
peroxide, the substrate of the Fenton reaction,
is a merabolic product of mitochondria. This
may partially explain the negative results of
two previous studies investigating the effect of
magnetic ficlds on DNA. Reese et al. (1988)
reported no significant effect of a 60-Hz mag-
netic field (0.1 and 2 mT for 1 hr) on DNA
single-strand breaks in Chinese hamster cells.
However, during exposure, in order to decrease
DNA repair, their cells were kept under
iced conditions. In a study by Fairbairn and
O’ Neill (1994), cells were first suspended in
agarose on a slide before exposure to a 50-Hz
pulsed magnetic field (peak flux density, 5 mT;
pulse duration, 3 msec). Cells suspended
in agarose are not in good physiologic con-
ditions. Thus, in both of these studies, cells
studied were probably not in a very active
merabolic state.

A question is whether the DNA strand
breaks induced by magnetic fields in our stud-
ies (Lai and Singh 1997a; present results) are
biologically significant. The flux densities
(0.01-0.5 mT) used in our studies are within
the levels that one could encounter in the
environment. Household and office levels of
extremely low-frequency magnetic fields can
vary from 0.01 to 1 pT. Intermittent levels can
reach more than 10 pT. Levels near a power
transmission line can be 10-30 pT, whereas
the magnetic flux density can vary between
0.1 and 1 mT near some electrical appliances
(e.g., electric blankets, hair dryers). Much
higher levels are expected in occupational
exposures (Bernhardr 1985; Gauger 1984;
Krause 1986; Tenforde and Kaune 1987).

To compare witch the effect of ionizing
radiation, we have exposed rats to 2 Gy of
X rays and assayed DNA single-strand breaks
in their brain cells. A peak increase of 76% was
observed at 30 min after exposure (average
length of DNA migration in nonexposed con-
trols = 133 + 2.2 pm; in X-ray—exposed rats =
234 + 2.2 pm; 7= 3 in each treatment (unpub-
lished data). It may not be appropriate to com-
pare DNA damage caused by X rays with those
by magnetic fields directly, because different

mechanisms may be involved. However, from
the dara presented in Figures 1 and 2, one can
infer that the effect of environmental magnetic
fields on DNA is relatively small compared
with that of 2 Gy of X rays. It seems that
cells may respond differently to high and low
levels of DNA damage. A recent report by
Rothkamm and Lobrich (2003) indicates a
lack of DNA double-strand break repair in
nondividing human fibroblasts exposed to very
low X-ray doses (-1 mGy). Rothkamm and
Lobrich speculated that “instead of repairing a
DSB [double-strand break] in a particular cell
with the risk of causing genetic alterations, it
could be beneficial for an organism to remove
the damaged cell and replace it by the division
of an undamaged neighboring cell.” However,
in the case of neurons that cannort divide
and be replaced, such a response could lead to
neurodegenerative diseases.

The human brain contains relatively high
amount of nonheme iron, mainly in glial cells
and myelin. It has been speculated that iron is
used in the production and maintenance of
myelin by oligodendrocytes (Francois et al.
1981; Gerber and Connor 1989). Thus,
myelinated nerve fibers, such as those of motor
neurons, could be more susceptible to damage
by magnetic ficlds. Increased risk of neuro-
degenerative diseases due to magnetic field
exposure could be a result of the death of neu-
rons and glial cells or demyelination. Increased
risks of amyotropic lateral sclerosis (Davanipour
et al. 1997; Hakansson et al. 2003; Johansen
and Olsen 1998; Savitz et al. 1998),
Alzheimer’s disease (Feychting er al. 2003;
Hakansson et al. 2003; Sobel et al. 1995), and
Parkinson’s disease (Noonan et al. 2002) have
been reported in occupational exposure to
extremely low-frequency electromagnetic fields.
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ABSTRACT

The research on stress proteins stimulated by EMF was reviewed by the author in the
BiolInitiative Report (2007) as well as in the special issue of Pathophysiology (2009)
devoted to EMF. This review emphasizes the more recent research on the mechanism of
interaction of EMF with DNA. It appears that the DNA molecule is particularly
vulnerable to damage by EMF because of the coiled-coil configuration of the compacted
molecule in the nucleus. The unusual structure endows it with the self similarity of a
fractal antenna and the resulting sensitivity to a wide range of frequencies. The greater
reactivity of DNA with EMF, along with a vulnerability to damage, underscores the
urgent need to revise EMF exposure standards in order to protect the public. Recent
studies have also exploited the properties of stress proteins to devise therapies for

limiting oxidative damage and reducing loss of muscle strength associated with aging.

I. INTRODUCTION

The cellular stress response is a protective reaction of individual cells to potentially
harmful stimuli in the environment. It is characterized by the synthesis of a class of
proteins referred to as stress proteins. The cellular stress response differs from the more
familiar responses of entire organisms to stresses that lead to secretion of cortisol and
adrenalin and that result in the activation of various systems throughout the body. The
cellular stress response, as the name indicates, is a specific response of individual cells,

and stress proteins are the chemical agents that also serve as markers.

The cellular stress response was first described as a reaction to elevated temperature
(Ritossa, 1962), which accounts for the proteins initially being called heat shock proteins.
Several physical and chemical environmental influences have since been found to evoke
the response, and in 1994, Goodman and Blank (1994) were the first to show that the
response was stimulated by EMF. In fact, the cells were far more sensitive to EMF than
to thermal stimuli, the threshold energy of the EMF stimulus being more than one billion

times weaker than an effective thermal stimulus (Blank , Goodman, 1994).



The ‘heat shock’ response, i.e., hsp synthesis, is activated by a variety of potentially
harmful stresses, including physical stimuli like pH and osmotic pressure changes, as
well as chemicals such as ethanol and toxic metal ions like Cd*". The ability of EMF in
the power frequency (extremely low frequency, ELF) range (Goodman, Blank, 1998) to
evoke this response was followed by reports of similar effects due to radio frequency
(RF) fields (de Pomerai et al. 2003) and amplitude modulated RF fields (Czyz et al,
2004),

The finding that EMF evoked the cellular stress response had obvious and important

biological implications:

e Because the cellular stress response is a reaction to potentially harmful
stimuli in the environment, the cells were asserting that EMF is potentially
harmful to cells.

e Because EMF stimulated protein synthesis, it meant that EMF causes the
two strands of DNA to come apart for the protein code to be read and for
synthesis to proceed.

e Since EMF can interact with DNA, it can cause errors during replication,
as well as during protein synthesis, and higher energy EMF could be
expected to cause DNA strand breaks, as has been observed (Lai and
Singh, 1995).

e The incremental increase of DNA strand breaks with increases in field
strength indicates a dose-response, evidence in support of EMF as the

responsible agent.

II. CELLULAR STRESS PROTEINS ARE A NEW CLASS OF PROTEINS

Proteins are important components of cells and make up about 50% of the dry weight of
most cells. The many different proteins are classified according to their functions, and
stress proteins are now recognized as a new class of proteins with functions related to cell
protection. Stress proteins join such well-known categories as contractile proteins ( e.g.

actin, myosin), catalytic proteins or enzymes ( e.g. pepsin, amylase), transport proteins



(e.g. ATPases for ions across membranes, hemoglobins for blood gases, cytochromes for
electrons), etc. Stress proteins were originally described as being synthesized in response
to external stimuli and that is currently the area of greatest interest. However, they are

also present constitutively.

Cellular stress proteins are synthesized when cells come in contact with stimuli that cause
damage to macromolecules (Kultz, 2005), and the stress proteins aid in the repair and
transport of these molecules. Because the first stimulus identified was an increase in
temperature, the proteins were called ‘heat shock’ proteins and designated using the
original terminology that starts with ‘hsp’ (for ‘heat shock’ protein) and a number equal

to the molecular weight in kilodaltons.

The transition from heat shock protein to stress protein should alert (perhaps even alarm)
the government agencies responsible for setting EMF safety standards. The thermal
stimuli that evoked synthesis of protective proteins were believed to be dangerous for
cells, but now we see that non-thermal EMF stimuli cause the same protective reactions
in cells. The heat shock response and the EMF stress response both relate to the threshold
for biological damage, and we should realize that EMF damage is caused by non-thermal
stimuli. Compared to the energy needed to stimulate heat shock, EMF requires but a
small fraction of the thermal energy needed to produce the same response (Blank et al.,
1992).

The government agencies that assess safety of EMF exposure assume that danger is
associated with an increase in temperature, i.e., a thermal criterion. It is clear from the
responses of cells that the safety of EMF exposure, as indicated by the synthesis of
protective stress proteins, is unrelated to the temperature increase. The cells are very
sensitive to EMF, and the protective biological response to EMF occurs long before there
1s a significant change in temperature. It should be obvious that EMF safety standards are
based on false assumptions and must be revised to reflect the scientific evidence. Non-

thermal EMF stimuli are potentially harmful.



III. PROTEIN SYNTHESIS _

The stress response, like all protein synthesis, indicates that all of the different physical
and chemical stimuli that can initiate this response cause the two strands of DNA to come
apart for the amino acid code for protein synthesis code to be read. Therefore, the
observed stress protein synthesis is evidence that EMF has interacted with the DNA to
start this process. The research showing that EMF in both the ELF and RF frequency
ranges can also cause DNA strand breaks (Lai, Singh, 1995; 1996; Reflex Report 1994),
suggests that the two phenomena are due to the same interaction mechanism, and that

there is greater molecular damage with greater EMF energy.

Many research papers and some reviews have been published since the cellular stress
response was reported to be stimulated by EMF. In addition to earlier reviews on EMF
stimulation of the cellular stress response in the ELF (Goodman, Blank, 1998) and RF
(Cotgreave, 2005) ranges, the subject was reviewed in Pathophysiology (Blank, 2009).
Also, Calderwood (2007) has edited the volume on cell stress proteins in volume 7 of the
series Protem Reviews. A recent (ICEMS, 2010) review on EMF and Bio-Effects
includes many papers focused on a variety of possible EMF interaction mechanisms, but

does not review the stress response, the stimulation of DNA or biosynthesis.

Section 7 of the Bioinitiative Report summarized both ELF and RF studies, mainly at
frequencies 50 Hz, 60 Hz, 900MHz and 1.8 GHz. The citations in that review were not
exhaustive, but the different frequencies and many different cells indicated the diversity
of results on stimulation of DNA and stress protein synthesis. The many different types
of cells that respond to EMF, both in vivo and in vitro, include epithelial, endothelial and
epidermal cells, cardiac muscle cells, fibroblasts, yeast, £. cofi, developing chick eggs,

and dipteran cells.

It is clear that the stress response does not occur in reaction to EMF in all types of cells,
and that tissue cultured cells (as opposed to natural cells) are less likely to show an effect
of EMF, probably because immortalized cells have been changed significantly to enable

them to live indefinitely in unnatural laboratory conditions. Even the same cell line from



two different suppliers can respond differently. Jin et al. (1997) showed that HL60 cells
from one supplier reacted to EMF while identically labeled cells from another supplier
did not respond. Some cancer cells (e.g., MCF7 breast cancer cells) have responded to
EMF (Liburdy et al, 1993: Lin et al, 1998). and Czyz et al. (2004) found that p53-
deficient embryonic stem cells showed an increased EMF response, but the wild type did
not. Ivanscits et al, 2005) found no genotoxic effects (ie., DNA damage) in
lymphocytes, monocytes and skeletal muscle cells, but did find effects with fibroblasts,
melanocytes and rat granulosa cells. Lantow et al. (2006) and Simko et al. (2006) found
that blood elements, such as lymphocytes and monocytes did not respond. Obviously, the

cellular stress response is widespread but not universal.

IV. MECHANISM OF PROTEIN SYNTHESIS BY EMF

The stress response has provided an opportunity to investigate EMF interaction with
DNA, and in particular, how this results in stimulating DNA to start the synthesis of
proteins. Because the DNA sequence is known for hsp70, it was possible to study the
effects of changes in the DNA sequence on protein synthesis. As a result of these
experiments, it was possible to identify two distinct regions in the promoter region of the
HSP 70 gene - an EMF sensitive region that was not sensitive to increased temperature,
as well as a region sensitive only to temperature. The EMF sensitive domain contains
number of nCTCTn myc-binding sites relative to the transcription initiation site and
upstream of the temperature sensitive binding sites (Lin et al. 1999; 2001). These
electromagnetic response elements (EMREs) are also found on the c-myc promoter which

also reacts to EMF.

The EMF sensitivity of the DNA sequences, nCTCTn, was demonstrated by transfecting
these sequences into CAT and Luciferase reporter genes and stimulating those genes
(with EMF) to synthesize CAT and luciferase, respectively (Lin et al., 1999; 2001). Thus,
the HSP70 promoter contains different DNA regions that are specifically sensitive to
thermal and non-thermal stressors. This biological mechanism is obviously based on
direct interaction with specific segments of DNA, and there is reason to believe that EMF

can interact similarly with other segments of DNA. In our experiments, induction of



increased levels of hsp70 by EMF is rapid and occurs at extremely low levels of energy

input, 14 orders of magnitude lower than with a thermal stimulus (Blank et al. 1994).

V. EMF INTERACTION WITH SIGNALING PATHWAYS

EMF penetrate cells unattenuated and so can interact directly with the DNA in the cell
nucleus, as well as with other cell constituents. The above-cited experiments
demonstrating the ability of electromagnetic response elements (EMREs) to interact with
EMF, after being transferred to another DNA chain, is further support for direct EMF-
DNA interaction as the most likely mechanism for EMF initiation of the cellular stress

response.

In contrast to EMF, most biological agents are impeded by membranes and require
special mechanisms to gain access to the cell interior. Friedman et al, (2007) have
demonstrated that, in those situations, the initial step in transmitting extracellular
information from the plasma membrane to the nucleus of the cell occurs when NADH
oxidase rapidly generates reactive oxygen species (ROS). These ROS stimulate matrix
metalloproteinases that allow them to cleave and release heparin binding epidermal
growth factor. This secreted factor activates the epidermal growth receptor, which in turn
activates the extracellular signal regulated kinase 1\2 (ERK) cascade. The ERK cascade
is one of the four mitogen-activated protein kinase (MAPK) signaling cascades that

regulate transcriptional activity in response to extracellular stimuli.

Stress protein synthesis can occur by direct interaction of EMF with DNA, as well as by
membrane mediated stimulation via chemical signaling. While both mechanisms are
possible, it is of interest to note that the body responds directly to physical inputs when
there is a need for a rapid response. The body cannot rely upon slowly responding
pathways for the synthesis of a relatively large amount of urgently needed protein
molecules. The signal pathways function primarily as a mechanism for maintaining

homeostasis by minimizing change and responding slowly to stimuli.



VI INSIGHTS FROM MUSCLE PROTEIN SYNTHESIS

EMF stimulated protein synthesis may appear to be an unnatural
mechanism, but it is essentially the same as the natural process in striated
muscle. The only difference is that the electrons in DNA are driven by EMF,
while in striated muscle, they are driven by the changes in electric
(membrane) potential that cause contraction. Striated muscle is a tissue that
requires steady protein synthesis to ensure proper function. Protein
synthesis is initiated by the same electric currents that stimulate the muscle
contractions. Body builders know that one must stimulate muscle
contraction in order to increase muscle mass, and biologists have shown that
the electric currents that flow across the muscle membranes during
contraction pass through the DNA in the muscle nuclei and stimulate

protein synthesis.

Muscle nuclei are not spread evenly throughout a muscle fiber, but

are located near the muscle membranes that carry the currents. This means
that the DNA in the nuclei can be stimulated every time the muscle is
stimulated. The estimated magnitude of electric field along the muscle
nuclei, ~10V/m, provides a large safety margin in muscle, since fields as low
as 3mV/m were found to stimulate biosynthesis in HL60 cells (Blank et al,
1992).

Studies showing effects of EMF on electron transfer reactions in

solution suggest that ionic (electric) currents affect electron movements
within DNA in much the same way (Blank, 1995). Both electric and EMF
(AC magnetic fields) stimulate protein synthesis in HL60 cells and have
similar effects on electron transfer in the Na,K-ATPase (Blank and Soo,
2001a; 2001b). This suggests that interaction with DNA, of both electric

fields and EMF, initiate stress protein synthesis by a similar mechanism.

Studies on muscle protein synthesis also suggest the possibility of a



frequency code that controls the particular segment of DNA that is activated.
Studies have shown that different proteins can be synthesized by changing
the frequency of the action potentials that stimulate the process. These
experiments were possible because ‘fast’ and ‘slow’ muscles contract at
different rates because they are composed of different proteins. For this
reason it was possible to stimulate muscles at different rates and to study
changes in the proteins as a result of changing the frequency of the action
potentials (Pette, Vrbova, 1992). The review by Blank (1995) includes
many additional experiments that show the importance of the frequency in
controlling the segment of the muscle DNA that is affected by the current

and translated into protein.

Studies of effects of EMF on well characterized electron transfer reactions, involving
cytochrome oxidase, ATP hydrolysis by Na,K-ATPase, and the Belousov—Zhabotinski

(BZ) redox reaction, have shown that:

e EMEF can accelerate electron transfer rates

e EMF acts as a force that competes with the chemical forces driving a reaction.
This means that the effect of EMF varies inversely with the intrinsic reaction rate,
and that EMF effects are only seen when intrinsic rates are low. (N.B. EMF has a
greater effect when the system is in a rundown state.)

e Experimentally determined thresholds are low (~0.5uT).

o Effects vary with frequency, with different optima for the reactions studied: The
two enzymes showed broad frequency optima close to the reaction turnover
numbers for Na,K-ATPase (60 Hz) and cytochrome oxidase (800 Hz), suggesting
that EMF interacted optimally when in synchrony with the molecular kinetics.
EMF interactions with DNA in both ELF and RF ranges and do not appear to

involve electron transfer reactions with well-defined kinetics.

The effects of EMF on electron transfer reactions were studied in the ELF frequency

range, and one would expect differences in the RF range. However, the situation is more



complicated. The effects of EMF on electrons in chemical reactions were detected in the
Na,K-ATPase when electric or magnetic fields, each accelerated the reaction only when
the enzyme was relatively imactive, i.e., the chemical driving forces were weak. These
experiments enabled an estimate of the electron velocity as approximately 10° m/s (Blank
and Soo, 2001a; 2001b), a velocity similar to that of electrons in DNA. An electron
moving at a velocity of 10° m/s crosses the enzyme (~10"® m) before the ELF field has
had a chance to change. This means that a low frequency effect on fast moving electrons
in DNA or in enzymes should be viewed as effectively due to a repeated DC pulse. In

the RF range, the pulse train 1s longer.

VII. DNA IS A FRACTAL ANTENNA

Human DNA is about 2 m long, and the molecule is greatly compacted so that it fits into
the nuclei of cells that are microns in diameter.

DNA has a unique double helical structure where two strands of DNA are bound together
by hydrogen bonds between pairs of nucleotide bases (one on each strand) and they form
a long twisted ribbon with delocalized = electrons that form continuous planar clouds on
both surfaces of the ribbon. The result is a structure with two continuous paths that can

conduct an electron current along the DNA.

Many studies, initially from the laboratory of Barton at Cal Tech (Hall et al, 1996), have
shown that DNA does indeed conduct electrons. As would be expected, the rate of
conduction can be influenced by the detailed structure of DNA. Changes, such as hairpin
turns and mismatched bases, can lead to the disruption of the ordered double helical
structure and anomalies in the rate of electron flow (Arkin et al, 1996; Hall et al, 1997;
Lewis et al, 1997; Kelley et al, 1999; Giese, 2002). Electron flow can lead to local

charging as well as oxidative damage.

Variations in the rate of electron flow can lead to the accumulation of charge at
bottlenecks. The temporary buildup of charge at a site results in strong repulsive forces
that can cause a disruption of H-bonds. A net charge can even disrupt the structure of a

complex molecule, such as occurs when the four protein chains of hemoglobin

10



disaggregate in response to a gradual buildup of charge in the hemoglobin tetramer
(Blank, 1984; Blank and Soo, 1998). For similar reasons, one would expect
disaggregating forces at the DNA site where charge builds up. This would be expected to

occur more easily in a compact structure such as DNA in the nucleus.

The tightly coiled DNA in the nucleus uses fractal patterns mn order to occupy space
efficiently. A fractal is a shape that displays self-similarity, where each part of the shape
resembles the entire shape. Thus, the double helix is wound into a coil and that coil is
wound into a larger coil, and so on. DNA in a cell nucleus is a coiled-coil many times

OVer.

Since the DNA molecule in the nucleus conducts electricity and is organized in a self-
similar pattern, it has the two key characteristics of fractal antennas when interacting
with EMF (Blank, Goodman 2011). Fractal design is desirable for an antenna because it
minimizes the overall size, while reacting to a wide range of electromagnetic frequencies.
However, these characteristics are not desirable in DNA, because of the many
frequencies in the environment that can and do react with DNA.  The almost
continuous cloud of delocalized electrons along both faces of the ‘ribbon’ formed by the
base pairs provides a conducting path for responding to EMF and makes it more
vulnerable to damage. The chemical changes that result from electron transfer reactions,

are associated with molecular damage in DNA.

VIII. DNA DAMAGE AND CANCER

Stress proteins are essential for cell protection. They help defend cells against damaging
forces like increases in temperature and reductions in oxygen supply that could be life-
threatening. Similarly, the body generates stress proteins to strengthen cellular resistance
to the effects of EM radiation. However, stress protein synthesis is really only an

emergency measure that is designed to be effective in the short term. The response to

repeated stimuli diminishes with repeated exposure and this could be dangerous.
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Thermotolerance, the ability to tolerate higher temperatures as a result of repeated
exposures to high temperature, was originally demonstrated at the molecular level in
connection with heat shock. Repeated exposure to increased temperature resulted in a
decreased heat shock response. A similar mechanism applies when the cellular stress
response is stimulated by EMF, since repeated EMF stimuli result in lower production of
stress proteins. This could very well be a mechanism by which repeated exposure to EMF
can result in less protection and more damage to molecules like DNA. The lower
protection predisposes exposed individuals to an increased risk of mutation and initiation

of cancer.

DiCarlo and Litovitz (2008) at Catholic University in Washington, D.C. demonstrated the
development of EMF tolerance in an experiment performed on chicken embryos. In those
eggs exposed to ELF-radiation of 8 uT for 30 or 60 minutes at a time, twice a day for
four days, production of hsp70 in response to oxygen deprivation declined. The same
response was noted in those eggs exposed to RF radiation of 3.5 puW/cm?® for 30 or 60
minutes, once a day, for four days. The researchers noted that these eggs produced 27%
less hsp70 following these exposures, and had correspondingly reduced ability to fend off
cell damage (reduced cytoprotection). Similar experiments have been carried out with
short, repeated exposures (in contrast to extended exposures). There too, the rate of stress
protein synthesis is reduced with each repetition. The reduction in stress protein
synthesis as a result of continuous exposure to EMF would predispose an individual to

the accumulation of DNA damage and the development of cancer.

Cancers are believed to be the long term result of the errors in DNA that occur during the
normal functioning of cells. Living cells are continuously growing (making protein) and
dividing (making DNA), and errors in synthesis occur. The error rate is a very small but
finite, so the vast majority of errors is repaired, but not all. When the error rate is too

high, the cell activates apoptosis and destroys itself . However, the small number of
errors that is retained accumulates over time as mutations, some of which can affect

function. It is particularly bad when mutation inactivates a tumor suppressor gene or a
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DNA repair gene and enables creation of an oncogene, since this accelerates the

development of a cancer.

Although damage can occur during protein synthesis and cell division, as well as upon
exposure to oxidizing chemicals, the probability of developing cancer is increased as a
result of damage to DNA structure caused by exposure to EMF (Verschaeve, 2008).
EMF induced oxidative damage to DNA has even been reported on exposure to high ELF
fields (Yokus et al, 2008).

IX. STRESS RESPONSE: BIOLOGICAL GUIDE TO SAFETY

The cellular stress response is the way the body tells us that it has come in contact with a
potentially harmful stimulus. Since cells react to relatively low levels of EMF, both ELF
and RF, one would think that the low biological thresholds for a protective reaction to
harmful stimuli would provide critical guidance for the authorities seeking to establish
meaningful safety standards. By ignoring the information from the cellular stress
response, the authorities appear to be saying that they are better judges of what 1s harmful

to cells than the cells themselves.

Research on the cellular stress response has drawn attention to the inadequacy of EMF
safety standards. The synthesis of stress proteins at EMF levels that are currently
considered safe indicates that ambient exposure levels can influence the molecular
processes involved in protein synthesis needed to provide new molecules and replace
damaged molecules. The ability of EMF to interfere with normal function and damage
the protein and DNA molecules that are being synthesized is definitely a reason to
consider this effect for guidance regarding its health implications. The system of safety
standards is not at all protective because processes stimulated at non-thermal levels have

been overlooked. The standards must be revised.

The authorities have been misguided in assuming that only thermal stimuli could affect
chemical bonds and that non-thermal stimuli cannot cause chemical changes. Non-

thermal biological mechanisms activated by EMF have been known for some time, and
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some experiments have even been aimed specifically at demonstrating unusual changes
in biological systems due to non-thermal EMF stimuli. Bohr and Bohr (2000) showed
that both a reaction and its reverse, the denaturation and renaturation of B-lactoglobulin,
are accelerated by microwave EMF, and de Pomerai et al (2003) showed that microwave
radiation causes protein aggregation in the absence of bulk heating. A clear separation of
thermal and non-thermal mechanisms in biology was shown by Mashevich et al (2002) in
experiments where chromosomal damage in lymphocytes that had been observed under
RF was not seen when the cells were exposed to elevated temperatures. The neglect of
non-thermal mechanisms by regulators is based on their ignorance of reactions in
biological systems. By greatly underestimating the risk of EMF exposure, they continue

to endanger the public.

The cellular stress response is activated by a mechanism that involves interaction of EMF
with the DNA molecule. This reaction of DNA, and/or the stress proteins that are
synthesized, could be used to develop new EMF safety standards (Blank and Goodman,
2012). A biologically-based measure of EMF radiation could replace the misguided
energy-based “specific absorption rate” (SAR). (It should be noted that SAR is the safety
standard in the radiofrequency (RF) range, but it fails as a standard for predicting cancer
risk n the ELF range) A standard based on stress proteins would have several

advantages compared to SAR:

e it is based on a protective cellular mechanism that is stimulated by a variety of
potentially harmful environmental agents
e 1t is stimulated by a wide range of frequencies in the EM spectrum so there would

be no need for different standards in different frequency ranges.

Cancers are believed to arise from mutations in DNA, and changes in DNA induced by
interaction with EMF could be a better measure of the biologically effective dose. It may
be possible to measure the changes by transcriptional alterations and/or translational

changes in specific proteins. A biologically-based standard related to stimulation of DNA
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could apply over a much wider range of the electromagnetic spectrum and include

ionizing radiation.

X. STRESS RESPONSE: GUIDE TO NEW THERAPIES

Since activation of the cellular stress response by EMF was shown to be a protective
mechanism, it was only a matter of time before the response would be studied as a
potential therapeutic agent. Thermal activation of the stress response has already been
shown to be effective in cardiac bypass surgery (Currie et al, 1993; Udelsman et al,
1993; Nitta et al., 1994). Stress protein activation can apparently minimize the oxidative
damage of ischemia (low oxygen level in a tissue) reperfusion that occurs when the blood
supply is reconnected to the heart after surgery. However, the temperature control
required for thermal activation is cumbersome and the technique is not easily applied
compared to EMF. A study of non-invasive EMF induction of hsp70, prior to cardiac
bypass surgery, has shown that myocardial function can be preserved, and at the same

time decrease ischemic injury (George et al, 2008).

EMF activation of stress protein synthesis has a clear advantage over thermal activation.
The biological response is not related to the EMF energy, so protective biological
responses should occur far below thermal levels. 60 Hz fields were shown to induce
elevated levels of hsp70 protein in the absence of elevated temperature (Goodman et al.,
1994; Goodman and Blank, 1998; Han et al, 1998; Lin et al., 1998, 1999, 2001;
Carmody et al., 2000) in cells including cultured rodent cardiomyocytes (Goodman and
Blank, 2002). Also, Di Carlo et al. (1999) and Shallom et al. (2002) confirmed that

cardiomyocytes were protected from anoxic damage in EMF exposed chick embryos.

Another potential therapeutic application has come from a study of bthe stress protein
hsp10 in relation to striated muscle function. Kayani et al (2010) at the University of
Liverpool found that this stress protein can prevent the age-related deterioration of
muscle strength in skeletal muscle of transgenic mice. Hsp10 is often linked with hsp60
in supporting mitochondrial function. In cardiac myocytes this combination protects

mitochondrial function as well as preventing cell deaths induced by ischemia-reperfusion.
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These results suggest that mitochondrial hsp10 and hsp60 in combination or individually
play an important role in maintaining mitochondrial integrity and ability to generate ATP,

which are crucial for survival of cardiac myocytes during ischemia/reperfusion.

Research on therapeutic effects using stress proteins is obviously just beginning and we
can expect other applications where EMF is used to generate this group of therapeutic

agents essentially instantaneously and in situ.

XI. THE ENVIRONMENTAL EMF ISSUE AND CONCLUSIONS

Research has shown that the EMF-activated cellular stress response:

e is an effective protective mechanism for cells exposed to a wide range of
EMF frequencies

o thresholds are very low (safety standards must be reduced to limit
biological responses)

¢ mechanism involves direct interaction of EMF with the DNA molecule
(claims that there are no known mechanisms of interaction are patently
false)

e the coiled-coil structure of DNA in the nucleus makes the molecule react
like a fractal antenna to a wide range of frequencies (there is a need for
stricter EMF safety standards)

e biologically-based EMF safety standards could be developed from the

research on the stress response.
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