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April 10, 1998

Dear Kris:

Sincerely,

Neil H. Offen
President

This letter is in follow-up to our previous correspondence that the President requested we 
send via you. Please pass it on to the President. If you have any questions, please let me 
know.

Mr. Kris Engskov
The President’s Aide 
The White House
1600 Pennsylvania Avenue
Washington, DC

DIRECT SELLING ASSOCIATION
1666 K Street, NW, Suite 1010, Washington, DC 20006-2808 

202/293-5760 • Fax 202/4634569
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April 10. 1998

Dear Mr. President:

Thanks.

Best personal regards.

Sincerely,

Enclosures

Neil H. Offen
President

President William Jefferson Clinton
The White House
1600 Pennsylvania Avenue
Washington, DC

Our industry will not be silent on Chinese government violations of trade and commercial 
norms and libeling our method of marketing. In addition to the potential loss of the 
world’s largest market, the ripple or domino effect of such a precedent, i.e. a country 
prohibiting our industry to operate, is of the greatest concern to us and our 25 million 

salespeople around the world.

Our industry's situation continues to worsen in China, with the government behind a 
negative propaganda campaign disparaging our industry. Perhaps the reason is that we 
now estimate there are as many as four million direct salespeople in China, with meetings 
being conducted throughout the country and our industry being very welcome at the grass 
roots level. My reason for writing is to ask your permission to use the video you did on 
our industry in 1996 (in which you specifically mention China) to show to Chinese 
government officials and the Chinese press to counter the negative statements being 

printed (see a few attached examples).

DIRECT SELLING ASSOCIATION
1666 K Street, NW, Suite 1010, Washington, DC 20006-2808 

202/293-5760 • Fax 202/4634569
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|WF D S A| WORLD WIDE DIRECT SALES DA TA
April 10, 1998

Sales figures exclude VAT© Copyright WFDSA 1998

Note: -The People’s Republic of China (PRC) Ministry of Internal Trade reported 500,000 salespeople in that country in 1995. 
These numbers are not included in this survey. The Ministry did not give a report of estimated retail sales for the PRC.
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Year 
1997 
1997
1996
1997
1996
1997
1996
1997 
1997 
1997
1996
1997 
1996 
1996
1996
1997 
1997 
1997 
1997 
1997
1996
1997 
1997 
1997
1996
1997
1996
1997 
1996
1996
1996
1997
1997
1997
1997
1996
1996
1995
1997
1997
1996
1996
1996
1996
1996
1996

Retail Sales 
(in U.S. S)

1.074 billion
1.2 billion

340 million
98 million
3.5 billion
1.6 billion

180 million
445 million

20 million
70.8 million

50 million
180 million
1.19 billion
3.6 billion
41 million
66 million
50 million
80 million

450 million
60 million
80 million
2.1 billion

30.2 billion
2.1 billion

760 million
1.4 billion

142.8 million
120 million
90 million

295 million
320 million
210 million

63 million
360 million

78 million
58 million

400 million
652 million
120 million
362 million
1.74 billion
800 million

98 million
1.396 billion

20.840 billion
35 million 

79.017 billion

Number of
Salespeople

429,000
650.000 

40,000
13.924

887.000
1,300,000

160.000
230,000

2.500
77,252 

5,000 
60,000

166,768
395,000 

25,000
60.840
87,269 

125.000
2,800,000 

14,000 
14,000 

340.000
2,500,000 

909,000
1.400.000
1.200,000

39.700
110,000

9,000 
177.000
745.644
350,000

25.800
350.000 

24,000
15.500

200,000
123,656
50,000

5,438
2,360,000 

500,000 
212,000 
400,000

8,500,000
22.500

28.111,791

Argentina
Australia
Austria
Belgium
Brazil
Canada
Chile
Colombia
Costa Rica 
Czech Republic 
Denmark
Finland
France
Germany
Greece
Hong Kong 
Hungary
India
Indonesia
Ireland
Israel
Italy
Japan
Korea
Malaysia
Mexico
Netherlands
New Zealand 
Norway
Peru
Philippines
Poland
Portugal
Russia
Singapore
Slovenia
South Africa
Spain
Sweden
Switzerland
Taiwan
Thailand
Turkey
United Kingdom 
United States
Uruguay
TOTAL



Direct selling branded social evil i
as mainland moves towards ban

Tbe main land gavenuneat is mov-

Dirrti sales companies diat are 
legally approved will hso£fcnd the

Mainland moves to
ban direct selling

(From Page 1)

South China Morning Post

March 30, 1998

Circulation: 100,000

MARK 0-NBU. In Beijing 
and MATTHEW MILLER

should be banned.
Senior police-officials, 

have said that. If allowed co 
develop, direct setting would feet sales of medicines, jewel­

lery and fresh food, manda­
tory training for direct sales 
staff and a ban an civil ser-

economic damage of direct 
m*irlc«daa owC-wighe tHe 
ai employing millions of people.

iftwiatrve of selling their prod- 
ucrs tfaroagh retail ihops.

Sack a ban would be a serious 
blow to foreign comDaaias that 
have invusted Heavily in factories 
and sales networks in China.

They include US companies 
Avon, Sara Lee, Mary K*y «nd 
Amway.

.Unway operates fa 32 dries in

The spokesman, declined 
to comment further.

On February 14. NICB 
fhlr trading bureau chief Li 
Bida told state television di­
rect calling waa bringing ca­
lamity to the nation and the 
people. '

calling on homes in Guang­
zhou.

By the end of 1995, there 
were 163 such firms, employ­
ing 12 million people.

BUC fraud, talc af poor- 
quality, high-priced goods 
and ocher abuses became SO 
widespread that the MICB 
imposed a sevej-mooth mor­
atorium on the business in 
September 1995.

After a nationwide inves­
tigation, it approved 41 com­
panies co resume operations 
m April 1996.

The ('<tC8 issued new 
rules, including a bon on di­

trial and Commercial Surcau 
(NICB), which is responsible for 
supervising direct sales, said: “We 
have not raoived each an order." 

(Cant’d Page 4, Col 6)

tification
prohibition.

"All we can do is closely moni­
tor trie situation." he said.

Mary Kay has Invested in a 
S25 million mainland plant to 
manuracrure Its cosmetics.

Betjlng’s dissatufoctioo with 
dirwet markerers i« being loudly 
touted through a television and

become uncantroitable and a 
danger to social stability.

Direct sales firrns have 
had a chequered history jn 
China since they began nt 
1990, whan Avan first began

vants, serving soldiers, jour­
nalists, doctors and teachers 
doing such work.

On January 24. Vlco-Prc* 
mier Lt Landing said in Bei­
jing that, under present mar­
ket conditions, direct selling 
had caused many abuses and

newspaper campsign oa the evils 
of direct sates.

Orchestrated by the Commu­
nist Party’s propaganda depart­
ment, the campaign details sto­
ries of how would-be salesmen 
and women have been cheated of 
their aaeocy, with some going 
mad, and of how customers have 
beeu tricked into buyinz high- 
priced. low-qvality goods.

The Chiaa economic TimM, 
reported eartier this monik the 
Stnta Council had derided on rite 
ban, which will be introduced be­
fore the end of the year. -

Asked if there was a ban. a 
spokesman for the National Induc­

ing <0 stem die door on all direct 
selling, fallowing nearly 10 years 
of strong growth.

SriJlag has decided the social 

* 13 provinces, posting sales of 
USS17S nullinn last fipaarial 
yw to AM«Unx 3L

In 1992, the company opened a 
Si 00 miUion factory in Guang­
zhou, sad in November, 1997. 
agreed tn build a secaod L’SSJO 
million cosmedca and nucritiDaal 
products pl am in the Pudong dis­
trict of Shaogtiai.

Amway China legal affairs di­
rector Herten Ho said the com­
pany had yet to receive formal oo- 

eoncerning a
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‘Social evil’
1

IT appeals Avon wflt not be 

call ing any more in Ch ina iftw 
R^ijing summed up in twu 

words wliai millions of Ameri­
cans have known for decades - 
direct selling is a “social evil". 
Direct selling companies have 

.invested more than USS 100 
million in the mainland.



BEIJING

policies, regulations ncr effective management, and there exists extremely severe ille

en in.

From r'ecple's Daily
January 25, 1998

LI UANQ1NG VISITED OLD PROFESSORS AND INSPECTED TEACHERS’ HCCStS 

AND .MARKETS 
(Excerpt)

Li Lanqing stressed that the fonri of direct sales in commodity circulation has many 
maJcractices and snail be prohibited. For direct sales activities, there are neither relevant 
pciides, regulations ncr effective management, and there exists extremely severe illegd 

such as tax evasion, tax fraud, etc. For consumers, the qualify and validity of 
commodities cannot be guaranteed, but furthermore, the cost cannot be lowered and the 
price usually becomes increasingly more expensive along the line of the sale, some ever 
mors expensive than those sold in stores, damaging the consumers' interests. It is nothing 
newjthat people participating in direct sales activities are tricked. Meanwhile. In direct 
sales7scme feudalisticsuperstitious and even pornographic activities have been discovered 
to becarried out in the name of direct sales; many cases of swindling have also appeared 
which must all be seriously investigated arid punished according to law; He hoped that 
propaganda departments would expose this and educate people not to be taken in.
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April 13, 1998

MR. P

Phil Caplan
TUI

I

JENT:

THE WHITE HOUSE

WASHINGTON

Attached are recommended phone calls to Mark O’Meara and 
Jack Nicklaus regarding the Masters Golf Tournament. 1 have 
also attached congratulatory letters if you don’t want to make 
the calls. Of course, you can make the calls and send the letters 
if you wish.

%

V



THE WHITE HOUSE

WASHINGTON 3 Z - ■

April 13. 1998

RECOMMENDED TELEPHONE CALL

TO: Mark O'Meara (PGA Tour Player)

Monday, April 13. 1998DATE:

RECOMMENDED BY:

PURPOSE:

BACKGROUND:

TOPICS OF DISCUSSION:

Gene Sperling
Rahm Emanuel

If you have not already called, you should call Mark O’Meara to congratulate 
him on winning the 1998 Masters Tournament.

I am sure you are going to be in the Washington area, the week the Kemper Open is played at Avenel 
(June 4-7). I would like to invite you and your family to the White House when you are here.

I would like to congratulate you on winning your second (including 1979 U.S. Amateur 
Championship) Championship, the 62nd Masters Tournament. I also want to congratulate you on 
solidifying your self as one of golfs greatest practitioners and final round closers.

Since turning professional, Mark has had 14 PGA Tour victories, including 
five at Pebble Beach, the latest in 1997. Also the 1997 Buick Invitational 
champion and the winner of the Trophee Lancome In Europe. Mark, a former 
US Amateur Champion 1979 (considered a major championship), tied for third 
in the 1988 US Open and tied for third in the 1985 and 1991 British Opens. 
Mark has also been a Member of the 1985, 1989, 1991 and 1997 Ryder Cup 
Teams. He also tied for fourth in the 1992 Masters, his best in 14 appearances.

O’Meara made a 20-foot birdie putt at the 405-yard 1 Sth hole to win the 62nd 
Masters by a shot over playing partner Fred Couples and David Duval.
solidifying his reputation as one of the greatest golfers. Mark birdied three of 
his last four holes, including the last two, to finish with a round of 67 and a 9- 
under total of 279. O’Meara started the final day of the Masters two shots off 
the lead and trailed. David Duval, with four holes to play.

It must have been great to receive the green jacket from your close friend and last year's winner Tiger 

Woods.
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Hillary and I send our congratulations and our best!

DATE OF SUBMISSION: April 13. 1998

CONTACT PERSON AND 
TELEPHONE NUMBER: Mark O’Meara (407) 876-0848 - home

Peter Malik. Agent (IMG) 216-522-1200 - office
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April 13. 1998

RECOMMENDED TELEPHONE CALL

Jack Nicklaus (PGA Tour Player)TO:

Monday, April 13, 1998DATE:

RECOMMENDED BY:

PURPOSE:

BACKGROUND:

TOPICS OF DISCUSSION:

Gene Sperling
Rahm Emanuel

To congratulate Jack “the Bear” Nicklaus on a tremendous showing in the 
1998 Masters, his 40th Master’s tournament.

Jack finished four strokes behind winner Mark O’Meara, at 5-under 283, 
tied for sixth place. Nicklaus, 58, became the oldest player to ever finish in 

the top ten.

I would like to congratulation you on completing you 40th Master Tournament and becoming the 

oldest player to ever finish in the top ten.

I want to also congratulate you on being honored, April 7, 1998, with a plaque that will be 
permanently affixed to the fountain between holes No. 16 and 17 in recognition ot his play and for 

his contributions at the Masters.

THE WHITE HOUSE

WASHINGTON

In 1963, Jack Nicklaus, 23, won his first Masters Title and became the 
Tournament’s Youngest Champion at the time. In 1986, Jack became a 
six-time Masters Champion at age 46, the oldest to win. Jack’s other 
Masters victories were in 1963, 1965, 1966, 1972 and 1975. One of Jack's 
greatest Master’s moments was when he successfolly defended his tile in 
1966 by winning in a three-way playoff. Jack is also the youngest 
second-time winner ,1965, where he won with a record score of 271 (tied by 
Raymond Floyd in 1976) and a then record nine stroke winning margin. He 
is also the youngest three-time and four-time winner at the Master's. 
Runner-up in the Masters in 1964, 1971, 1977 and 1981. Jack has won four 
US Opens - 1962, 1967, 1972, 1980; five PGAs - 1963, 1971, 1973, 1975, 
1980; and three British Opens - 1966, 1970. 1978. Jack has also been a 
member of six Ryder Cup Teams, Captain in 1983 and 1987. He is also the 
recipient of the 1975 Bob Jones Award presented by the USGA for 

‘distinguished sportsmanship in golf.’

T 1



Please give my best to Barbara and your family.

Hillary and I send our congratulations and our best!

Marilyn Keough, Agent (561) 626-3322 - office

DATE OF SUBMISSION: April 13, 1998

CONTACT PERSON AND 
TELEPHONE NUMBER:



April 13, 1998

MR. ESIDENT:

Phil Caplan
c

*

■

4

*

I

!

e o

the white house

WASHINGTON

1
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It's my understanding from Rahm 
that you asked for the attached.

I



THE WHITE HOUSE

WASHINGTON

APRIL 13, 1998 yy q jp ■ <

THE PRESIDENTMEMORANDUM TO:

RAHM EMANUEL 'FROM:

PHOENIX HOUSERE:

This is a memo from Dr. Rosenthal to General McCaffrey regarding the Phoenix House, which 
you know is one of the most respected drug treatment centers in the country.
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3-1998 8:36AM FROM PHOENIX HOUSE 212 787 5295 

l'I\DNll-< t ldu�� r-011111 lc1lio11, trnU I G'1 Wf'!sl 7'1 Slrr.et, New York, NP-w Yor� 10023/ (212) 595-581 o 

Phoeni.x House 
orFJC:F. <JF n IE PAESIOEN r 

April 10, 1998 

General Barry R. Mccaffrey 
Direct.or 
Office of National Drug Control �olicy 
Executive Offiee of the President 
750 17th Street, N.W. 

Washington, DC 20503 

Dear Barry; 

The clear congressional mandate barring use of federal funds to 
support needle exchange progroms ha• lap.ed, and there is some 
question as to whether remaining statutory prohibitions now 
apply. So. it is possible that the Department of Health and 
Human Services rnay choose r::o make federal funds available· to 
programs that provide clean needles to IV drug ·�sers, in an 
attempt to reduce the spread of HIV infection through the sharing 
of contaminated injection equipment. Certainly, the Department 
and Secretary Shalala will be urged·to do so. 

As one who has devoted his .entire eareer to helping young men and 
women overcome d:rug dependence and build purposeful new lives, I 
feel justified in urging the Pre�ident to discourage the 
Secretary from allocating any feder�l funds for this purpose. 
Strong arguments support this position. 

1. There is no consistent evidence that the availability of
needle exchange reduces the transmission of the HIV virus
among IV drug users. (At lease one recent study actually
sho�ed an increased rate of transmission,)

2. Nor is there evidence that neeqle exchange programs are
necessary to reduce the spread of HIV infe·ction through
needle sharing, for the rate of infection has fallen a�ong
addict: populations denied such programs·.

3. Government "enabling" of drug use '(subsidizing it, in this
case) sends a dreadful message to young people and
undermines prevention efforts.

4 _ The most effective means of eombatting the spread of HIV
infection by IV drug users is through treatment Chae
addresses their characteristically antiso�ial, ·self­
destructive, and reckless behavior. This behavior
contributes to the spread of Che di�ease at least as much
through irresponsible sexual concact as through needle
sharing.

I 
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°rerc°",s their addiction and curb
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Sincerely,

Am+c/V\
M.D.

but it would 
! the 

even if exchange programs were an effective means of controlling

r.A-x

FROM PHOENIX HOUSE 212 78.7’S29S

General Barry R. McCaffrey
April 10, 1S98
Page 2

Communities rightfully resist needle exchange programs for 
these are sites where addicts will concentrate, often 
Reaving behind litter that may include infected needles

shortage of treatment capacity, I * *
treatment for the 

r

it would be hard to justify spending
VO -J 1 -sKI o ____ 4--------------------------- ------------ » C . _

Mitchell S. Rosenthal,

Needle exchange programs are not a useful route to

who most need treatmen^JS^thoL^M6!!^  ̂t^resiet'* 

nhp ILTi" = - and

involuntary treatment has proven to be as effective aSY' 
voluntary treatment. as

Other arguments can be made against needle exchange, Xi_
not be fair to say that these programs automatically increase t" 

dT"C!„°LdfUg_ai’USe- Xt should be recognized, however, that 

infection among IV drug users, they have ho capacity to^limit ~ 
spread of the virus among crack cocaine users. And, at Phoenix 
House, as at other treatment programs, we have found the highest 
incidence or. HIV infection among users of crack cocaine.

Finally, I believe that needle exchange is more a cause than a 
cure, that it allows its advocates to feel that they are doing 
something assertive to combat AIDS. But it is, on balance, 
nothing that federal funds should be used to support.•

particularly
hard core 7 the most economically and socially'costlv J:Oj'

By enabling drug abuse in this manner, the federal
helping many drug abusers to resist the

their addictive behaviors?-------- —-xon ana curb

the shortage of comprehensive, residential

substance abusers), ;
federal dollars, unavailable for treatment?’to"subsidize 
addiction.
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THE WHITE HOUSE 

WASHINGTON 

998 7 30 
l.\-1� ·98 April lJ, 1 : pm 

---- \·dent _(9.l{-AJ�A-i"-�-Mr . pre-g l 
�--- C,ZUUJ, 

Attached is a draft of your <!' 
State dinner toast in 
Santiago. The Chileans hope
to have a "final" copy by 
Tuesday night, giving them 
time to translate the toast 
into Spanish and print it in 
the official program (and 
avoiding the need for 
consecutive translation at 
the dinner. ) 

If you have a few moments 
between now and tomorrow 
night, please send us· your 
edits. Of course, if you 
cannot get to it, we will not 
send anything forward to the 
Chileans. 

Tony Blinken 
C.O�\e_d 
�h"' �eV>

Dow\e.� 

- _J 



draft 4/ 13/98 7: 14 PMM 

PRESIDENT WILLIAM JEFFERSON CLINTON 

STATE DINNER TOAST WITH PRESIDENT FREI 

SANTIAGO, CHILE 

APR.Il, 16, 1998 

Thank you, Mr. President, and thank you, Mrs. Frei [FRAY]. Thank you to all Chileans for the 

warm welcome we have received here -- and thank you in advance for your patience, because I 

fear that the events of this week will create the biggest "taco" in your history. That means a 

traffic jam, for those in our delegation who don't know. 

Mr. President, it was just over a year ago that Hillary and I hosted you and Martita for a state 

visit in Washington. On that trip you delivered a powerful address to a joint session of our 

Congress, and I will have the honor of addressing your Parliament tomorrow. The short time 

between our visits reflects the growing strength and the growing importance of the relationship 

between our nations. 

Chjle is admired around the world for its natural beauty, its brilliant writers and artists, its world­

class athletes, its leadership in seeking peace in volatile regions, ad its remarkable economic 
OU.Q...'Tiu 

growth and stability� The>fl fllc of Chile also have gained the respect of the wmld for their

�ib.M� 
braverypn restoring long-standing democracy here after two turbulent decades. 

That Chile is host to the second Summit of the Americas shows the esteem wt4ft which your 

country is held across this hemisphere. It also demonstrates, Mr. President, the great respect you 

have earned among your fellow leaders. 
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Some see you, Mr. President, as a man of calm reserve, a civil engineer who expertly builds 

bridges to improve the lives of his fellow citizens. But there seems to be another side to you. It 

said that you love opera and the tango. When you addressed our Congress last year, the first 

person you quoted was not some gray-suited economist but that great political leader Don

Dun, tlTTUugh his CTTintui'^orwi EFS^td: “Freedom ... is one of the most precious gifts heaven 

bestows on man. All the treasure of the Earth ... cannot equal it.”

I also know, Mr. President, that like your father before you, you care passionately about the least 

fortunate in your society. I’m sure your father was in your thoughts when, in your first address 

as your nation’s president, you pledged to bring hope and dignity to the poorest Chileans. You 

The United States wants to deepen our partnership with Chile on the many challenges we share:

Strengthening democracy, improving education, protecting the environment, preserving peace.

expanding trade between our prosperous nations. Our meetings today furthered these goals, and

I know we will continue to expand our cooperation, so much is at stake.

Working with the Chilean people and with you, Mr. President, is a great honor for me and my 

fellow citizens. In the darkest days of the past here, when dissent was suppressed, when the 

people were denied a meaningful vote, and true leaders were denied the chance to lead, the

have worked hard to ensure that Chile’s growing prosperity will benefit not just a few, but
TbA j GutnUiu t (5k.cC

everyone. And Mrs. Frei deserves great credit for her active work on behalf o^Chilean artisans,

a Kk.
Quixote de la Manch^ The words^you selected go to the core of our shared values J
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I am honored, therefore, to invite all of you to toast President Frei, Mrs. Frei, the people of

Chile, and the brilliant future we are building together.

Chilean people never abandoned hope that one day things would be better. Now, becaus^ouQ^ 

"ftmHiope, courage and vision, things are better - much better. Now, the United States and Chile 

celebrate together^cr- precious gift of freedom,prosperity,^ and our determination to support 

democracy across the Americas and around the world.
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April 9, 1998

77008

Dear Tracye:»

*

1

assistance for the trip.
f mind.

Best wishes to you and David.

Sincerely,

Maa4

2

Tracye Wear
1139 Waverly
Houston, Texas

the white house

WASHINGTON

" 'T’TF’l 
X:

OXxe^'-

'• JlzM

J ^'.o,

Sb

Thanks so much for your letter and for sending 
The Strange Demise of Jim Crow. i<m looking 
forward to watching it and am certain it will 
be useful in preparing for my trip to Houston.

Thank you also for your offer to be of
I will keep that in

/
;€+■



Nancy Hernreich,

What follows is a note to Bill.

Thank you.

I only have a fax at work (at Jones High School) 713-732-3428.

Tracye Wear and David Brown
1139 Waverly
Houston, TX 77008
713-869-8372

I have the White House Residence address and will address it (the tape) in care of 
you (I did that with Debi once or twice when I sent a book up). If you would get it, as 
background, to Bill and/or the people who are going to do the Race Initiative 
discussion here in Houston in two weeks, I would appreciate it.

My name is Tracye Wear and three or four times a year I fax a note up to the 
President. I would fax Debi Schiff with the note and she would give it to Bill. I know 
Debi left the West Wing, so I called up and the person who answered the phone told 
me to fax notes to you. I am a friend who knew the Clintons in Fayetteville, Arkansas. 
My husband and I and the President got to visit when he was in Houston in January 
where we got to catch up with each other and gossip about our friends and family. I 
am an old friend who wants the best for Bill and Hillary.

Also, I am going to send up a tape that friends made here in Houston about “The 
Strange Demise of Jim Crow in Houston.” The film was shown here and in large cities 
across the nation on the Public Broadcasting Stations during February, Black History 
Month.

March 30, 1998
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March 26, 1998

Dear Mr. President

meeting on race and sports here

Integrated Its Public Accomodations, 1959-1963.

and informed about the history of race relations in Houston.
I believe that The Strange

r

Professor I

•

SUITE 2.210, ASHBEL SMITH BUILDING

(409) 772-2376

Thank you.

Sincerely,

Institute for the 
Medical Humanities

President Bill Clinton 
The White House 
Washington, D C
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School of Medicine
C ■ ■ - ■

School of Allied Health Sei 
School of Nursing

handlinTof u“ndersundmg what makes Houston a model city in its
during t8he

movement here which never received its due. And there was also an pnliahtpned ^lite of 
whites and blacks in the business community who made sure that Houston8) 
quietly, without the violence and publicity of Little Rock, Selma, or Birmingham

The Strange Demise of Jim Craw also touches directly on the i«>tA nF r^a. 
civil rights in Houston. As you know, Houston is the largest city and has the^argest 
African American population in the South. I bet you don’t know that Houston landed the 

in S°Uth11(the Astr°S) that in the ^mmer of 

leadership negotiating a piece of the action took pla« "XX to ton^X

£Union s,atio"a sh' of sit-in—

“ewi XmX rela,i°nS in H°US,On 1 believe thal ne S'wg'r hC P y°U 561 the P05*^6 tone necessary for a successful town 
«Xe T10 * n ' “y CapaCi,y ,0 help insure that lhe
td healing. 'S we"-raformed. reaP«dful of differences, as well as hopeful

V of Texas Medical Bra

Graduate School of Biomedical Snor,
School of Allied Health Sciences ^t.tnta for the ..

301 UNIVERSITY BOULEVARD GALVESTON, TEXAS 77555-1311

°-’3 FAX (409) 772-5640

C o /
Thomas R. Cole
Execut, ve Producer, The Strange Demise ofjtm crOw

2^2 a> Galveston

institute for the
UTMB Hospitals and
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April 7, 1998

Dear Mr. President:

The President
The White House
1600 Pennsylvania Avenue
Washington, DC 20500

The increased visibility of outbreaks of illnesses from food-borne pathogens has 
heightened awareness and sensitivity to food safety issues throughout the world. As you 
indicated in announcing the Food Safety Initiative last October, increasing the funding for 
food safety at FDA in the proposed 1999 budget, and your call for food safety legislation 
this past week, we have reached the point where we must update our food safety standards 
to meet the needs of the 21s1 century.

, The actions taken by you and your Administration over the past few months regarding 
food safety have provided the leadership and definition necessary to begin solving this 
growing problem. As you and I discussed at Hilton Head over the New Year’s holiday, 
the work of The Institute for Genomic Research (TIGR) and other research organizations to 
determine the complete genetic code of micropathogenic genomes, plus the availability of 
new technologies, allow for new approaches to be employed in updating our food safety 
programs. We are prepared to help with this effort.

In your call for legislation, you note that food safety is “part of the basic contract now 
between the consumers of our country and their government,” but indicated we must also 
have the tools and technology to “give Americans the extra protection they deserve.” 
The new era of genomics provides us both the tools and technology to meet the food safety 
needs of the 21st century. The use of cutting edge molecular biology techniques allow for 
the rapid detection of new emerging pathogens that are likely to be present as food imports 
continue to increase. Current PCR-based technologies exist that will allow routine testing 
of known organisms within hours as opposed to days. In addition, automated data 
analysis and interpretation brings much needed objectivity to each result while minimizing 
errors and making the entire process easier to standardize.

Global trade has dramatically impacted all facets of our Nation’s economy. The number of 
food items coming into the country has doubled over the last seven years, resulting in the 
U.S. becoming a net importer of food. While this allows all Americans to be exposed to 
new and culturally significant foods, it also allows a significant percentage of our 
population to be exposed to new, different or undetected strains of food-borne pathogens.

9712 Medical Center Drive, Rockville, Maryland 20850

(301) 838 0200
(301) 838-0208 Fax JJ THE INSTITUTE FOR GENOMIC RESEARCH

Tn



Respectfully,

enclosures

The President
Page Two

As you know, the use of genomics has begun to permeate a number of industries in its 
short history. Food safety is just another of these applications. There a number of new 
products which are all modifications of technologies used initially to undertake sequencing 
the human genome. We are committed to continue the assimilation of these products into 
other applications that will also greatly improve human health.

I applaud the efforts that you and your Administration have taken to increase the visibility 
of improving our food safety measures. Clearly, the application of these and other new 
technologies in the new millennium will allow for an impact that will be comparable to that 
of President Theodore Roosevelt’s in the beginning of this millennium. I stand ready to 
assist you in anyway that you and your staff deem appropriate.

Some of these new approaches have been used recently to test ground beef in the San 
Francisco Bay Area. In the samples tested, an inverse correlation was found between 
quality and quantity of E. coli contamination. These new techniques identified major 
contaminates that were not routinely identified with the standard screening process.

As the “Initiative to Ensure the Safety of Imported and Domestic Fresh Fruits and 
Vegetables: Status Report” identifies, there are a number of aspects of food testing that 
must be taken into account. For example, it is imperative to quickly identify the existence 
of bacteria or other organisms. Depending upon the organism identified, it may be 
necessary to determine its origin. Ultimately, it will be important to have the smallest, most 
cost-effective, efficient, rapid detection and identification system possible to incorporate 
food testing into the manufacturing process.

TIGR has been working with a commercial organization, Perkin-Elmer, which is already 
implementing new aspects of molecular biology to food safety issues. I have enclosed 
more technical descriptions of these technologies for further review. I believe that this 
process can be accelerated in conjunction with the initiatives you have already undertaken. 
I offer to meet with you, members of your domestic policy staff, and/or appropriate 
members of the food safety initiative to explain these technologies further and to discuss 
appropriate methods to introduce them into current testing practices.

I/Craig Venter 
'President and Director
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Introduction

During the past year, the impact of the pathogenic E. coli serotype O157:H7 has become increasingly more 
visible throughout the world. In the US, President Clinton’s Food Safety Initiative publicized in January 
1997(12) illustrates the increased awareness and importance of ensuring food safety. Several outbreaks in 
Japan, the US, and Scotland affecting thousands of people have clearly shown the need for a simple screening 
technique in combination with a universal epidemiological tool. During the investigation of these recent out­
breaks several techniques were utilized to trace the source of the food poisoning. Many of these techniques 
employed genetic analysis or fingerprinting methods such as RFLP (restriction fragment length polymorphism) 
and RAPD (random amplified polymorphic DNA)(7). The global aspect of these outbreaks, however, demands 
methods that can be easily standardized and allow comparison of data both within a lab and between labs. This 
requires the ability to simplify the initial screening techniques and digitize information obtained from the 
analysis techniques. Speed of analysis is another important requirement. During outbreak investigations, key 
samples need to be quickly and accurately identified for more detailed analysis. The fluorogenic 5' nuclease 
assay is a PCR-based assay that can be used for screening samples. It enables detection of target organisms 
within hours and includes automated data analysis(3, 15). The technique known as AFLP (amplified fragment 
length polymorphism) is a fairly new epidemiological method that employ both restriction digestion of the DNA 
and PCR amphfication of selected restricted fragments(13). In combination with fluorescently labeled PCR 
primers, it yields fluorescently labeled products that can be run on an automated sequencer/genetic analysis 
instrument to generate a fingerprint for that sample and provide data in a standardized digital format. By 
running in-lane size standards along with the samples on the gel or capillary, standardization is incorporated 
into the method and analysis . This format promotes the exchange of information, allows direct comparison and 
enables the cataloguing and storage of this information. Japanese isolates were tested using the 5' nuclease 
assay, and then the AFLP technique was used to compare these Japanese isolates to US outbreak isolates. The 
AFLP results were compared to those obtained with PFGE, RAPD, and toxin typing.

Abstract

During the summer of 1996, a large outbreak of E.coli O157:H7 food poisoning in Japan affected more 
than 9,000 people and caused 11 deaths. Since the source of that outbreak was not identified many samples 
need to be analyzed to understand the dynamics of the outbreak. In this study we analyzed more than 50 
outbreak E.coli O157:H7 isolates along with E.coli 0157:117, E.coli O26:H7 and E.coli OllLNM strains 
isolated in the United States, including several from food poisoning outbreaks. These isolates were analyzed 
using the 5' nuclease assay and amplified fragment length polymorphisms (AFLP) in addition to PFGE, RAPDs 
and phage typing. The 5' nuclease assay is a homogeneous PCR-based assay that enables the specific detection 
of amplification by fluorescence. All of the E.coli O157:H7 isolates were scored positive with the 5' nuclease 
assay while the non-E.coli O157:H7 scored negative. The PFGE, RAPD and toxin typing segregated the Japa­
nese isolates into three groups. All of the isolates were characterized using AFLP,U, a novel fingerprinting 
technique involving selective amplification of restriction fragments, the Japanese strains also segregated into two 
distinct but closely related groups while the US E.coli O157:H7 strains and the non-E.coli O157:H7 strains were 
found to segregate into groups that were clearly differentiated from the Japanese E.coli O157:H7 strains. This 
study shows the combination of 5' nuclease assay for the initial screening and AFLP for characterization of 
samples containing E.coli O157:H7 is a powerful tool for analysis of an outbreak and typing of the isolates in 
days instead of weeks.

Investigation of E. coli O157:H7 Epidemic Samples from 
Japan using Genomic Fingerprinting Techniques and 

Genetic Based Typing Methods
S.J.A. Flood1, J. Weller1, M. Sharaf1, R. Green1, A. Wada2, H. Izumiya2, H.Watanabe2, 

and C. Paszko-Kolva1, 
’PE Applied Biosystems, Foster City CA, 2NIH, Tokyo, Japan



Phage typing: The phage typing was done as previously described (2).

2

Bacterial DNA: The DNA from the Japanese isolates was isolated using a phenol-chloroform extraction procedure. 
The DNAs were precipitated with ethanol and resuspended in 500 pL TE.

SET profiles: The presence of the SET genes was established using the previously described method of Karch 
and Meyer (6).

PFGE: The PFGE analysis was as previously described (2) with minor modifications. Bacterial cells embedded in an 
low melting agarose plug were treated to release the DNAs for restriction digestion. The DNAs in each plug 
were treated with Xbal and the PFGE was run on a 1% agarose gel in 0.5x TBE at 10 °C, 200V. Switcliing 
times were used for separation of the whole genome or for separation of fragments less than 100 kb. The gels 
were stained with ethidium bromide and were photographed using UV transillumination.

coli O157:H7 5' Nuclease Assay: The PGR contained components necessary for amplification and detection 
such as buffer, dNTPs, PGR primers, TaqMan™ probe, and AmpliTaq Gold™ DNA polymerase. The 
reactions were cycled in a GeneAmp® PGR Amplification System 9600 for 40 cycles.

AFLP: The DNA was isolated as described above for the Japanese obtained isolates and spectrophotometrically 
quantitated and diluted to 10 ng/pL in TE (20 mM Tris-HCl, pH 8.0, 1 mM EDTA). Either 5 pL or 1 pL 
aliquots were restricted with endonucleases Eco RI and Mse I according to the AFLP Microbial Finger­
printing Kit protocol (PE Applied Biosystems). The restricted fragments were then ligated to adaptors 
with specified 5' sequences. These sequences then served as the targets for PGR primer sequences enabling 
specific amplification of the ligated restriction/adaptor fragments. Selective amplification was done using 
these adaptor sequences along with selective nucleotides placed on the 3' end of the primer. These added 
bases function to control the number of restriction fragments amplified. The EcoRI complementary PGR 
primers contained a fluorescent label on the 5' end which functioned as a reporters for the detection 
during collection and analysis on either the ABI Prism™ 377 DNA Sequencer or 310 Genetic Analyzer. 
When the samples were loaded on these instnunents a molecular weight standard was mixed with each 
sample along with the loading buffer. The sizing standard GS500 Rox was used in these experiments. The 
ABI Prism 377 is a PAGE (polyacrylamide gel electrophoresis) based instrument with 36 or 50 wells while 
the 310 is a GE (capillary electrophoresis) based instrument.

The data was then analyzed using GeneScan® 2.1 to tabulate fragments by size and fluorescent 
intensity. A data matrix was then constructed and subsequently used for all non-hierarchical cluster 
analysis. The non-hierarchical data analysis was done using MatLab and a distance matrix con­
structed in MatLab for an hierarchical analysis using PHYLIP(5). The statistical analysis/indepen- 
dence of the clustering was confirmed in both types of cluster analysis using disjoint principle compo­
nent analysis(lO) and cross validation.

RAPD: The DNA was isolated s described above and 1 |1L of DNA from each sample was used in a PGR per­
formed in 25 JJ.L reaction containing buffer, primer, and AmpliTaq™ DNA polymerase. The PCRs were 
ampfified for 35 cycles and run on a 1.2% agarose gel in IxTAE buffer.

Materials and Methods

Bacterial strains: The E. coli O157:H7 bacterial isolates obtained from Japan, a total of 49 (Table 1), and the 
GDC or ATCC, a total of 9 (Table 2a), were originally isolated from either foods, cattle, or human 
feces. In addition, 8 isolates representing other E. coli serotypes or different bacterial species were 
analyzed (Table 2b).



Results

RAPD PFGE No. Isolates Year IsolatedSET Profile

l&ll A

B

II Only

3

The RAPD patterns showed two major groupings. Group A and Group B. The group A isolates also had 
both SLTI and II, while the group B had either both or just SET II . All of the E.coli O157:H7 isolates were 
detected by the 5' nuclease assay while the non-E.coli O157:H7 organisms were not detected.

Using both the PFGE and the RAPD analysis several groupings were made. When categorized using the 
SET toxin profile, two groupings are formed, the largest group(44 isolates) was positive for both of the SET 
toxins ( I and II) while a smaller group( 5 isolates) were positive for only SET II. The PFGE groupings then 
subdivide the SET I & II positive group. PFGE Group I consists of SET I & II positive isolates and are charac­
terized as PFGE groupings la, b, and c. All of these isolates were obtained during seven outbreaks that occurred 
in May and June 1996 in Okayama, Gifu, Hiroshima, Aichi, Fukuoka, and Osaka prefectures. Other SET I & II 
isolates had PFGE patterns that differed significantly from PFGE Group I classification. They were classified as 
Group II and subdivided into II a-g. Some of the isolates were obtained from the outbreak in Sakai City, Osaka 
Prefecture differed significantly from the PFGE group I isolates and were classified as PFGE group 11(14). 
These isolates appeared as though they were clonal in origin. The SET II only isolates were grouped separately 
and contained isolates that had patterns distinct from the PFGE groups I and II as described above. These 
isolates were organized into PFGE groups IV and V.

Table 1. Description of Japanese E. coli O157:H7 isolates. SLT profile, RAPD grouping and PFGE grouping of Japanese isolates, along 
with geographic origin and isolation date.

5
3
1
1
1
3
1
2
3
3
1
1

In AFLP we used PGR primers containing the adaptor sequences for EcoRI or Msel. The EcoRI primers 
contained the added base A(FAM) while the Msel primers contained the added bases GA. With this combination 
CA/A(MseI/EcoRI), the Japanese isolates fell into two major groupings, corresponding to the SLT groupings and 
PFGE groupings I and II(Table I). Groupings obtained from two independent experiments run on two different 
platforms (377 and 310) showed these AFLP groupings were consistent (Figures 1 & 2). The older US isolates 
fell into a separate group, more similar to the Japanese isolates of E.coli O157:H7 than the US isolates E.coli 
OllLNM or O26:H11 while the more recent US isolates were grouped with the Japanese isolates (Figure 3). 
This corresponds with the initial PFGE analysis (submitted for publication). The closely related organisms 
E. coli. Salmonella, Vibrio, and Campylobacter could all be clearly differentiated from E. coli O157:H7 as well 
as from each other (Figures 2 & 3).

3
4
5
1
4
2
1
3

la 
la 
lb
Ic 
lb 
lb 
lb
Ic

Ila
Ila
Ila
Ila
Ila
Ila
Ila
Ila
Ila
B
V
V

June 1996 
June 1996 
June 1996 
May 1996 
June 1996 
June 1996 
July 1996
Aug. 1996

July 1996 
July 1996 
July 1996 
July 1996 
July 1996 
July 1996 
July 1996
July 1996 
July 1996 
July 1996
June 1996
June 1996

Origin
Outbreaks

Hiroshima
Fukuoka___________
Gifu_______________
Okayama (Oku)
Okayama(Niimi)
Aichi______________
Osaka(Kawatinagano)
Sporadic cases (Shiga)

Outbreaks_____________
Osaka(Sakai)
Osaka(Habikino)
Osaka(Chuo-ku)
Osaka(Higashisumiyoshiku)
Kyoto_________________
Wakayama(Kushimoto)
Wakayama(Hashimoto)
Wakayama(Gobo)
Sporadic cases (Osaka) 
IV Gunina
Sporadic cases (Kanagawa)
Cow liver
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Figure 7. Clustering of the Japanese and US isolates using AFLP analysis on the API Prism 377.
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Table 2. Description of US isolates. 2a. US E. coli 0157:117 isolates origin and year of each isolation. 2b. /Von-E.coli O157:H7 bacteria 
used in the AFLP and 5' nuclease assay. List of bacterial species used and corresponding strain number.
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Salmonella serotype typhimurium
Campylobacter freundii_______
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E. coli O55. H7
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PE 40 
PE 322 
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Human feces 
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Human feces 
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By using different added bases at the 3' end of the selective primers during AFLP, different restriction 
fragment subsets can be made and the pattern complexity can be customized depending on the amount of 
information and resolution needed. Since the number and size of fragments generated by the restriction diges­
tion is regulated by the sequences of each type of bacteria, different added bases can create dramatically 
different patterns for generating a relatedness tree (4). This can clearly be seen in Figures 1 and 2 which shows 
the distinction between E. coll O157:H7 and other serotypes, such as O26:H11 as well as between E. colt, 
Salmonella and Campylobacter.

The reproducibility of our AFLP results was quite high even though were generated by independent 
researchers at separate times, locations, and on different instruments. Since the data files can be stored and sent 
electronically, data can be compared from different in different experiments, clearly showing the utility of 
digital information. Standardization is inherent in this method, and results can be obtained within 24 hours. 
Other methods lack this combination of standardization, digital information and quick time to result. RAPDs 
have been well documented for their lack of reproducibility, PFGE often requires days for results while lacking 
the ability to be standardized, and ERIC-PCR (rep-PCR) requires information about the bacteria being ana­
lyzed in order to determine the sequence and/or thermal cycling profile to be used(9). The DNA based methods, 
such as AFLP, are not affected by the health or expression of the bacteria. Phenotypic methods such as phage 
typing have had problems with reproducibility as well as providing enough detail for epidemiological studies or 
creation of a epidemiological database (1, 11).

Conclusions

This study illustrates the utility of the 5' nuclease assay for screening and AFLP for molecular epidemiol­
ogy. The throughput and short time to results inherent in these techniques are significant attributes for provid­
ing information on isolates obtained during an outbreak. The ability to accurately pinpoint the outbreak source 
quickly is paramount during this type of investigation. The combination of the 5' nuclease assay and AFLP 
provides a powerful mechanism to achieve that goal as well as a means to standardize outbreak investigations 
for worldwide information exchange and storage.

The 5' nuclease assay and its ELISA-like format were designed for ease-of-use and can function well as an 
initial screening tool for selecting isolates to investigate using the more detailed analysis techniques such as 
AFLP. Its automated data analysis also makes it extremely compatible with an electronic database.

Discussion

We have presented here a comprehensive genetic analysis of isolates obtained from a series of large 
outbreaks in Japan during the summer of 1996 as well as isolates from US outbreaks. All of these isolates 
contained genes for the SLT toxins, many containing the genes for both SLT I and SLTII. Using these results as 
well as PFGE and phage typing, the Japanese isolates were clustered into three major groups. Results obtained 
from AFLP analysis were consistent with this initial classification. In addition the AFLP results clearly showed 
that some of the recent US isolates and Japanese isolates were grouped together while the older US isolates were 
grouped separately (Figures 1 and 2). As has been recently reported (8), the E.coli O157:H7 is capable of 
evolving quickly, and the fact that the older US isolates actually group separately from the more recent isolates 
may be an indication of that evolution. The increase of travel and high amount of import/export of goods 
throughout the world promotes the exchange of pathogens across borders. This would reduce differences caused 
by geographical distances and prevent unique organisms from arising due to geographical isolation.
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Abstract

PE Applied Biosystems

The method used in this evaluation provides an additional means by which to identify pathogenic E. coli 
isolates. Genotypic classification tools will further enable molecular epidemiology investigations.

The DNAs from forty E. coli serotypes (0157:H7, 0157:NM, 055:H7, O26:H11 and 0111:NM) were 
amplified using PCR to yield a 1537 base pair product. The PGR products were sequenced using dye terminator 
fluorescent chemistry. Nonpathogenic E. coli isolates as well as other Escherichia species (/£ blattae, 
E. fergusonii, E. hertnannii and, E. vainer is] and several Shigella species (S. boydii, S. dysenteriae, S. flexneri 
and S. sonnet) were also included in the analysis. Classification by genotype was accomphshed by the identifica­
tion of twenty-five polymorphic base mutations in the sequences of the 16S ribosomal RNA gene within the 
group studied. In some cases, the serotype and the genotype were the same ie., all isolates within a serotype 
showed a unique cluster in a nearest neighbor pairing tree analysis (0157:H7 and O126:H11). There were also 
examples of disagreement between the serotype classification and the genotype designation (0111:NM).

Foodborne outbreaks due to pathogenic Escherichia coli strains have become an increasingly important 
focus in the public health arena. Typically, these organisms have been classified according to their serotype. 
This study has evaluated the ability to genotype these isolates by the identification of unique polymorphic 
positions in the sequence of the 16S ribosomal RNA gene.

Differentiation of Pathogenic Escherichia coli Serotypes by 
Polymorphic Position Identification in the 16S Ribosomal 

RNA Gene Using Fluorescent DNA Sequencing

Introduction

Pathogenic strains of Escherichia coli have traditionally been identified using serological techniques. This 
study investigated the use of DNA sequencing to develop a genotyping system for several E. coli serotypes.

D. E. Dodge1, * S. Van Aken2, N. Ellis1, D. A. Bost1, C. Paszko-Kolva1 and D. IL Smith1 

’PE Applied Biosystems, Foster City, CA, 94404; 2MIDI Labs, Inc., Newark, DE, 19711

The 16S rRNA gene was sequenced for a large panel of bacteria which included E. coli serotypes 
0157:NM, OllLNM, 055:H7, O26:H11 and geographically distinct strains of E. coli 0157:H7. Nonpathogenic 
strains of E. coli, additional species of Escherichia and several Shigella species were also evaluated (Table 1).



Table 1: Strain Designations of Organisms Evaluated

Serotype Geographic Origin

Escherichia col

Escherichia col PE 102/MC 1061

Escherichia col ATCC 14763/PE 25

TEscherichia col ATCC 10798/MCC 4993

Escherichia col PE 26

Escherichia col PE 34 0111:NM

Escherichia col PE 58 0111:NM

 Escherichia col PE 31 026:H11

Escherichia col PE 32 026:H11

Escherichia col PE 33 026:1-111

Escherichia col PE 27 0157:NM
 

Escherichia col PE 56 0157:H7

 

 

 

USA

Escherichia col PE 49 0157:H7 USA

Escherichia col PE 29 0157:H7 USA

Escherichia col PE 35 USA0157:H7

Escherichia col PE 28 0157:H7 USA

Escherichia col  PE 30 0157:H7 USA

Escherichia col PE 46 0157:H7 USA

Escherichia col WA11 0157:H7

Escherichia col WA9 0157:H7

Escherichia col WA10 0157:H7

Escherichia col WA13 0157:H7

Escherichia col WA120  0157:H7 

Escherichia col WAI 22 0157:H7

Escherichia col PE 676 055:H7

Escherichia coh PE 674 055:H7

Escherichia coli PE 675 055:H7

Escherichia vulneris ATCC 33821

Escherichia hermannii ATCC 33651

ATCC 35469

ATCC 29907

ATCC 8700 

ATCC 13313
 

ATCC 29903

ATCC 29930
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Escherichia fergusonii

Escherichia blattae

Shigella boydii

Shigella dysenteriae

Shigella flexneri

Shigella sonnei 

Organism

Escherichia col

Japan

Japan

Japan

Japan

Japan

Japan

i..

Strain Designation

Sigma (#W3110)

ATCC 11775/MCC 3485

i
T



Materials and Methods

16S2F 16S4F 16S6F

16S1F 16S3F 16S5F

16S9R

16S10R 16S7R

16S8R
16S11R

30 cycles

30 cycles

3

r
i

n
192

I
577

I
770

r
962

96 °C
58 °C
4 °C

95 °C
95 °C
60 °C
72 °C
72 °C
4 °C

Completed reactions were stored at -20 °C. PCR amplification products were purified and concentrated 
two-fold in 10 mM Tris-HCl, pH 8.0; 0.1 mM EDTA using a Microcon-100 (Amicon) microconcentrator.

Dye terminator cycle sequencing reaction products were purified using a Centri-Sep (Princeton Separa­
tions) column. The column filtrate was evaporated in a vacuum centrifuge and then resuspended in 4 pl Blue 
Dextran/EDTA:deionized formamide(l:5). An ABI Prism™ 377 DNA sequencer and a 5% Long Ranger 
(AMERESCO) DNA sequencing gel was used for the analysis.

Figure 1: 16S rliNA Gene Map of PCR and 
Sequencing Primers

16S rRNA Cycle Sequencing Mix

8 pl ABI Prism™ Dye Terminator Ready Reaction Mix, FS
3 pl purified PCR product
3.2 pmoles 16S sequencing primer

I
365

I
1155

I
1347

1
1541

DNA Cycle Sequencing

DNA cycle sequencing reactions had a total volume of 20 pl and were carried out in a Perkin-Elmer TC 
9600 using the following reaction conditions:

Sample Preparation

The DNA from a single loopful of bacterial cells was extracted using a classical phenol-chloroform extrac­
tion, ethanol precipitation method which has been described previously (1). Two microliters of the genomic 
DNA was added to a 100 pl PCR.

16S rRNA PCR Master Mix

50 pl 2X MicroSeq™ 16S rRNA Gene Kit Master Mix :
0.2 pM 16S1F forward PCR primer
0.2 pM 16S7R reverse PCR primer
2.5 Units AmpliTaq Gold™ DNA polvmerase
2.0 mM MgCLj
350 pM total dNTPs
25 mM KC1
50 pl Bacterial Genomic DNA Solution

10 seconds
60 seconds
Hold

PCR Amplification

All PCRs were performed in a Perkin-Ehner TC 9600 using the following cycling parameters: 
8 minutes
30 seconds
30 seconds
45 seconds
10 minutes
Hold

16S12R

16S13R



Results

Figure 2: Polymorphic Positions Detected in the 16S rBNA Gene of Escherichia coli Strains Evaluated
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ATCCSigO PE26 
0111NH PE34 
Ollim PE58 
026H11 PE31 
026H11 PE32 
026H11 PE33 
0157m PE27 
0157H7 PE56 
0157H7 PE49 
0157H7 PE29 
0157H7 PE35 
0157H7 PE28 
0157H7 PESO 
0157H7 PE46 
0157H7 MAIO 
0157H7 NA09 
0157H7 MA11 
0157H7 Ufi13 
0157H7 hA120 
0157H7 Ufll22 
055H7 PE676 
055H7 PE674 
055H7 PE675

01 E coli 
02 E coli 
03 E coli 
04 E coli 
05 E coli 
06 E coli 
07 E coli 
08 E col i 
09 E coli
10 E coli
11 E coli
12 E coli
13 E coli
14 E coli
15 E coli
16 E coli
17 E coli
18 E coli
19 E coli
20 E coli
21 E coli
22 E coli
24 E col i
25 E coli
26 E coli
27 E coli
28 E coli
29 E coli

Several different species of Escherichia and Shigella were also included in the study. The sequences of 
E. fergusonii and S. flexneri were most similar to the sequences of the E. coli strains evaluated (Figure 4).

The sequences of the nonpathogenic group of E. coli strains (Sigma Type B, ATCC 11775, PE 102, ATCC 
14763, ATCC 10798 and PE 26) were highly variable, i.e. all of the sequences were different from one another. 
The pathogenic serotypes of E. coli could be differentiated from each other and in some cases, could be sepa­
rated further within a given serotype (Figure 2).

tlC 1061 PE 102 
ATCC14763 PE25
ATCC10798 MCC4993 A M K V V T 6 M C A A T 0 0 0 T A 6 A A T C 6 Y 

AflKVVTGACAATGGGTAGAATCGC
RMKVTTGACAATGRSVRRUUKTGC 
GRTCTTGACAATGGGTAGAATCGC 
RCKYYTGRCHUHRRSVRRHAKVGC 
RMKYYTGRCWUWRRSYRRURKYGC 
RMKVVTGflCUHHRRSVRRHRKVGC 
rmkvvtgacaatrggtrgaatcgc 
GATCTTGACAATGACCGATTGTRC 
GATCTTRACAATGACCGRTTGTRC 
GRTCTTRflCRRTGACCGflTTGTRC 
GATCTTRRCRRTGACCGATTGTRC 
GATCTTRACAATGACCGRTTGTRC 
GATCTTRRCRRTGACCGATTGTRC 
G A T C T T G R C A A TGR S C G A T U G V Ac 
GATCTTGACAATGACCGATTGTRC 
G R T C T T G R C R A TGA C C G A T T G T RC 
GATCTTGACAATGACCGATTGTRC 
GATCTTGACAATGACCGATTGTRC 
GATCTTGACAATGACCGATTGTRC 
GATCTTGACAATGACCGATTGTRC 
GRTCTTGACAATGRCCGRTTGTGY 
GRTCTTGACAATGACCGATTGTGY 
GATCTTGACAATGRCCGATTGTGY

The nearest neighbor pairing tree analysis (UPGMA) showed several discreet clusters (2). The E. coli 
0157:117 and the E. coli 055:H7 strains formed a single out group. The E. coli 0157:NM strain did not cluster 
with the E. coli 0157:117 group. The E. coli O26:H11 strains formed a distinct out group. The £. co/i 0111:NM 
strains segregated out into different clusters on the tree (Figure 4).

Sigma Type B R C G V C T G A H A A T G R S V R R U U K Y G Y
ATCC11775 MCC3485 GCGCTVGRIIRRTGGGTAGAATCGC 

RriKVVTGRCRRUGGGTRGAATCGC  
R C G V C T G fl C fi R T G RS V R R U N K Y GC

The detection of polymorphic positions in the 16S rRNA gene allowed discrimination of the E. coli strains 
to the subspecies level.

The E. coli 0157:H7 strains from the U.S. could be separated into 3 groups based on sequence variability. 
The polymorphisms in the gene which distinguished this group were at positions 75, 76, 85, 86, 89, 133, 141, 
470, 1002, 1018, 1034 and 1418. The Japanese E. coli 0157:H7 strains all had exactly the same sequence with 
a single polymorphism at position 1418 (Figure 2).

The sequence for two out of the three £. coli 026:H7 strains evaluated were the same (PE 32 and PE 33). 
The sequence of the third strain, PE 31, differed from the others by a single base at position 76. The sequences 
of the three strains of £. coli 055:H7 were identical. The sequences of the two £. coli 0111:NM strains studied 
were different in several polymorphic positions (75, 76, 85, 86, 89, 998, 1002, 1006, 1015, 1016, 1017, 1018, 
and 1019) (Figure 2).



Figure 3: Electropherogram of Sequence Assembly with Polymorphic Base Calls
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Figure 4: Nearest Neighbor Pairing Tree (UPGMA) of Strains Evaluated (2)

153?Ruerage Length:

3.34*

r19 E coli 0157H7 PE46

23 E coli 0157H7 UR120 

24 E coll 0157H7 UR 13 

22 E coll 0157H7 UR 11 

21 E coll 0157H7 UR09 

20 E coll 0157H7 UR 10 

13 E coll 0157H7 PE56 

26 E coll 0157H7 UR122 

15 E col I 0157H7 PE29 

14 E coll 0157H7 PE49 

18 E col I 0157H7 PESO 

17 E coll 0157H7 PE28 

16 E coll 0157H7 PE35

E coli 055H7 PE674

E coli 055H7 PE676

'29 E col I 055H7 PE675

11 E col I 026H11 PE33 

10 E coll 026HI1 PE32 

09 E col I 026H11 PE31 

|04 E coll RTCC14763 PE25 A
'01 E col I Si onto Type B

E coll OIIINM PE34 

12 E col I OISTNM PE27 

06 E coli RTCC5190 PE26

E coli nCIOGI PE102

E coll RTCC10798 MCC4993

r- LO8 E coll OIIINM PE58

r- L02 E coll RTCC11775 MCC3485

L- l-32 E ferqusoni iRTCC35469t1CC2312

l-36 S flexneri RTCC29903 PE52

--------35 S dqsenteriae RTCC13313 PE50

--------34 S boudii RTCC8700 PE53 

•31 E her»annii RTCC33651MCC2280

■30 E vuIneris RTCC3382I MCC2214

■33 E blattae RTCC29907 MCC2309
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The identification of polymorphisms in the 16S rRNA gene enabled subspeciation and typing within the 
pathogenic E. coli strains which were evaluated. To achieve meaningful epidemiological information 
with respect to outbreak source it will be necessary to do a comparative analysis of the sequence information 
contained within genes which are more closely aligned to the organism’s pathogenic capabilities such as toxin, 
drug resistance or surface protein coding genes.

Subspeciation of the pathogenic and nonpathogenic members of the £. coli group was also achieved. Using 
serotype as a defining characteristic for the pathogenic E. coli, the 16S rDNA sequences of some members 
within a serotype were very similar to one another (O26:H11, 0157:H7 and 055:H7 groups). Some of the E. coli 
serotypes showed increased sequence variability in the 16S rRNA gene within the members of the group which 
were studied (0111:NM and 0157:NM). The motile £ coli 0157:H7 strains appear to be genetically distinct 
from the non-motile E. coli 0157:NM isolate.
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Conclusions

This investigation has shown that by using the polymorphic position information present in the 16S rRNA 
genes in those organisms possessing multiple copies it is possible to separate the closely related genera 
Escherichia and Shigella. Closely related species within the genus Escherichia (E. coli, E. blattae, E. fergusonii, 
E. hermannii and E. vulneris) can also be differentiated.
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THE WHITE HOUSE

WASHINGTON

April 13, 1998

INFORMATION
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MEMORANDUM FOR PHIL CAPLAN

FROM: DONALD KERRICK,

SUBJECT: Request for President to Write a Foreword

7

I recommend you decline Mr. Chacon's request that the President 
write a foreword for the West Point class of 1951 reunion book. 
I am concerned that a positive reply to this request would set a 
precedent that we would not want to commit the President to 
upholding for other service academy classes.

crx/ dlP
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April 1, 1998

Sincerely,

APR 616:12

Ms. Nancy Hernreich, Manager
Oval Office Operations
1600 Pennsylvania Ave. NW 
Washington, DC 20500

Of course, feel free to have the Foreword re-written as appropri­
ate, perhaps the use of White House stationary is called for.

Jbse Andres Chacon, Publisher & 
Adjunct Professor

Anderson Schools of Management
University of New Mexico

I have written two letters to the President which have gone 
unanswered and I seek your assistance in at least acknowledging 
their receipt.

Saguaro Publications / Consultants
13118 Cedarbrook Ave. NE
Albuquerque, New Mexico 87111
505-291 -074^3

Dear Ms. Hernreich:

I am enclosing a copy of the enclosure to last letter for your 
reference. It is the proposed FOREWORD for a reunion book I am 
writing for my West Point Class.

Please advise whether the President is interested in signing the 
Foreword to the book I am writing on the West Point Class of 1951 
for our 50th reunion. I would think that as Commander-in-Chief he 

would.

. '38 fipR 6



Foreword

to land on the moon,-

The Class of 1951 at West Point has served America well!

William Jefferson Clinton
President of the United States

The 1947 Bugle Notes of the United States Corps of Cadets, was

We.s5 Handbook, was dedicated to those

. --  — — ---- —o new members to,-
-Preserve the traditions compiled therein, they are your heritaae "

By the Commander-in-Chief
1993 to 2001

who joined the Corps in 1947 and urged that the new members to,-
Preserve the traditions compiled therein, they are your heritage " 

I want to quote two items from the 1947 Bugle Notes that in my mind 
comprise the spirit of West Point as I have come to know it First 
the Missions of the Military Academy,- (1) To instill discipline and 
a high sense of honor. (2) To develop the powers of analysis so 
that the mind may reason to a logical conclusion, and (3) To 
instruct and train the Corps of Cadets so that each graduate shall 
have the qualities and attributes essential to his progress and 
continued development throughout a lifetime career as an officer in 
the regular army. Second, a letter to the new class from then 
Secretary of War, Robert P. Patterson,- he said: "With the perils of 
another war behind us, all Americans have renewed reason to be 
thankful for the spirit of West Point. We should never forget that 
in this imperfect world military strength still determines the 
destiny of nations. It is the work of West Point to give us 
military leadership in time of need. It also gives us, by the 
conduct of its graduates, a standard of valorous devotion to the 
nation's cause. West Point is the existing embodiment of the 
patriotism of its spiritual founder, the Army's first and foremost 
leader, George Washington. Sincerely yours, Robert P. Patterson, 
Secretary of War"

, ■ Buzz Aldrin was the first
Dave Abshire helped establish the Center for

The class of 1951 has distinguished itself not only in militarv 
service but in many walks of life. Shy Meyer served as Chief of 
Staff of the Army, Roscoe Robinson was the first black usma 
toaia^dennOt-heCOme & Jour’s.tar. 9eneral« Buzz Aldrin was the fiLr 

to land on the moon,- r une
Strategic Studies at my alma mater Georgetown University- 
cropc: rm and _ _______ . . 1 

Thrs book is about the accomplishments of the Class of 1951 from 
the United States Military Academy at West Point. There were 475 
who graduated on June 5, 1951 and almost immediately were tested in 
combat. Eight made the extreme sacrifice in Korea and two late? in 

-Five decorated with the Distinguished ServlcTcross
for heroism and valor, involving extraordinary risk of life in 
connection with military operations against an en^ny U
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