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I. SUMMARY 

The molecular characterization of corn rootworm event MON 86 ten p. lously 
described in detail (Cavato et at., 20(0). This characterization, g~ase n Southern 
blot analysis, demonstrated that one copy of the DNA fragme t se r formation 
was present in corn event MON 863. III this study, peR an quent DNA 
sequencing were performed on the insert in corn rootwo 63. These 
analyses confirmed the results of the previous character' 
expected linkage of the elements contained within the 
Furthermore, the DNA sequence of the entire insert' 
was obtained and is reported. 

II. INTRODUCTION 

nerated by transformation of 
-Kb agarose gel-isolated Mlu I 

-~J'.LI4 .... 13 (Figure 1). The DNA fragment 

01 Substance. The control substance was the non-transgenic corn line 
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MON 846. Grain (LIMS ID 99ZMGROOlO19) harvested from Pro 
39-08 was used in this study. 

which was used as a positive control in the PCR analyses. 

estimations in the PCR analyses. 

D. Test System. There was no test system. 
analyze the com event. 

E. DNA Isolation. Prior to the start of the s 
substances was extracted from grain tissue u 
(catalog # 68163) according to the manufa 
exception. The grain was processed in a 
with liquid nitrogen. 

F. DNA Quantitation. 
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IV. RESULTS AND DISCUSSION 

A. Organization and Sequence of the Inserted DNA in Corn 

was originally used as a positive control in all six of the peR 
the primers used to generate both peR Products A and F is 

he peR products generated in com rootworm event MON 863 were subjected 
sequencing to further confirm the organization of the elements within the insert. 

c nsensus sequence representing the insert in com rootworm event MON 863, that 



Monsanto Company 

Biotechnology Regulatory Sciences 

was generated by compiling numerous sequencing reactions perform 
products which spanned the length of the insert, is shown in Figure 
sequence of the insert contains 4,675 base pairs beginning at bas 
which is located in the poly linker sequence immediately before 
ending at base 4830 in the polylinker sequence immediately 
polyadenylation sequence ofPV-ZMIR13 (Figure 1). 

onstrated that there is 
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Genetic 
Element 

355 

nptII 

N053' 

4-A51 

Size 
Kb 

0.32 

0.97 

0.26 

0.22 

Bp Location 
in Insert 

(Figure 4) 

19-336 

370-1337 

Promoter containing four tandem copies of 
the A5-1 element (Lam and Chua, 1990) and 
a portion of the 355 promoter of cauliflower 
mosaic virus (Odell et aI., 1985). 
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Table 1 Continued. Summary of Genetic Elements in the Linear 
Fragment from PV -ZMIR13 Used in the Transformation of Co 
MON 8631 

Genetic 
Element 

Size 
E,:b 

wtCAB 0.06 
leader 

ractl intron 0.49 

cry3BhJ 1.96 

tahspl73' 0.23 

Bp Location 
in Insert 

(Figure 4) 

1864-1928 

1942-2429 

the wheat 
g protein (Lamppa et 

ce actin gene (McElroy et 

non translated region of the wheat heat 
ock protein 17.3 which terminates 

transcription and directs polyadenylation 
(McElwain and Spiker, 1989) 

e . s located between the genetic elements are plasmid linker DNA which do not encode for 
addi '0 hl elements. 
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ap of PV -ZMIR13. The Mlu I restriction fragment from plasmid 
ed to generate corn rootworm event MON 863. 
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5'----
Plant DNA 

1-----3' 

rn Rootworm Event MON 
N 863 as presented in Cavato et 

ed for transfonnation. 



2500 bp ---..-"""',...----. 
1500 bp -f<:~'-!4'---fo 

Product A 
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35S nptII NOS 3' cry3Bbl tahspl73' 

1165 bp 
ProductB 

Product 
792 bp 

2480bp 
ProductF 2257 bp 

n'!II 'IVlI'ill Demonstrating the Organization of the 
.... I'~~A~ H.oo1M.(j,rm Event MON 863. PCR analyses which generated 

demonstrating the linkage of the individual elements 
peljrafrned on PV-ZMIRI3 plasmid DNA (lanes 7, 11, 15, and 19) 
~9l'~w;e:nOllllC DNA extracted from grain tissue (lanes 3, 6, 10, 14, 

13,17, and 21 contain MON 846 non-transgenic DNA 
while lanes 4, 8,12, 16,20, and 23 are control reactions 

COIlt~:~rlg; ni~lI}\'>,~te DNA. Lane 1 contains Gibco BRL 500 bp DNA ladder. Ten 
of the PCR products were loaded on the gel. 

~pi.bIQY'Qerlotc~s sizes obtained from MW markers on ethidium stained gel. 
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Study Protocol 
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1.0 

2.0 

3.0 

4.0 

Regulatory Compliance 
1.1 GLP Compliance 

Purpose 
The purpose of this stud 
the DNA insert in co 

Timelines 
3.1 Proposed 
3.2 

Confidentiality 

eference Substances 

January 17,2001 
January 31, 2001 

he reference substances will include the plasmid PV -ZM1R13 (used to 
create corn rootworrn event MON 863) which will be used as a positive 
control in the peR analysis. The 500 bp DNA Ladder from Gibco BRL 
will be used to estimate band sizes in the PCR analyses. 
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5.0 

4.4 Characterization of Test, Control and Reference S 

Description of Experimental Design 

5.1 

onsanto Genomics 
ne the sequence of the 

Analytical Methods 
All methods willbe conduct 
methods approved by the 

low or by other appropriate 
d documented in the raw data. 

, 

stance was extracted from grain 
The raw data detailing the extraction 

5.1.3.1 Agarose Gel Electrophoresis for PCRs 
PCR products will be separated on an agarose gel according to 
SOP # GEN-PRO-003-01. After electrophoresis, the DNA from 
the test substance amplifications will be purified from the agarose 
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matrix using an extraction kit following the pr~'Ic~dJ.II 
the manufacturer, 

5.1.3.2 Sequencing of Purified PCR t')'()C1UIC~U 
Purified PCR products will be mixed 
submitted to the Monsanto UenOllIll(:~~quP191l1WI 
sequencing. 

6.0 Control of Bias 
A PCR containing no template DNA will be ]1I]i~a~'¥N:itl1,~ac;h primer set to 
s~ 'lt5 ap'eiati~e co~trol. , ~ . . . 3 will serve as a 

f' 'positive contiof in P~ an'ruyses. ' - I 
*,\ ,- ;' ;'.' """ '. • 

~..;" t . ... ,,, ~-"f' ,: 

7.0 Records to be Maintained 
the protocol and all 

deviations and amendments th~'rpt''''' letters memoranda and other 
correspondence related to this ~V}"UI,j"""!J"O may include: photocopies, 
computer generated hard . narllY-,,vml:ien notes that describe the procedures 
used to generate data for _._'_, _._~ 901rnpleLlon of the study, all study 
records and final report the Monsanto Regulatory Archives. 

8.0 Changes to the Pr(>toICOIl 
Planned changes to pr,ote01 documented in the form of written 
protocol arrlenC1mlel}irsfiUlqJal~e~~ the Study Director. Amendments become 
part of the with the protocol. All other changes will 
be in the form oYVlr:lttetH~rojK>~bJ deviations and will be fIled with the raw data. 
All changes be addressed in the final report. 
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