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35S 
4-ASI 
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B.t. 
CRW 
cry3Bbl 
Cry3BbI 
CTAB 
DNA 
dATP 
dCTP 
dGTP 
dNTP 
dTTP 
E. coli 
EDTA 
HCI 
MCS 
MW 
NaCI 
NaOAc 
NaOH 
Na2HP04 
NOS 3' 
nptII 
NPTII 
PCR 

.PVP 
ractl 
SDS 
SSC 
SSUC 

Abbreviations 

approximately 
cauliflower mosaic virus (CaMV) 35S pro 
promoter containing 4 tandem copies of t 
35S promoter 
gene for bleomycin resistance 
Bacillus thuringiensis 

3' nontranslated region of the wheat heat shock protein 17.3 
containing the polyadenylation sequence 
Tris-EDTA buffer (10 mM Tris, pH 8.0, 1 mM EDTA) 
ultraviolet 
S' un translated leader of wheat major chlorophyll alb binding protein 
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I. SUMMARY 

The purpose of this study was to perfo 

ound. Bacillus thuringiensis (B.t.) is a gram-positive bacterium commonly 
soil. Many different strains of B.t. have been shown to produce crystal proteins 

ion bodies which are specifically effective in controlling certain orders and species 



-------------------------------~~- ---

Monsanto Company 

Biotechnology Regulatory Sciences 

pose. The purpose of this study was to characterize the inserted DNA in the com 

Amendment 1 

I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I I 
I 
I 
I 
I 
I 

- ---------- ---- -------- --- --------------- - - ----------



I 
I 
I 
I Monsanto Company 

Biotechnology Regulatory Sciences 

I 
I 
I 
I III. MATERIALS AND METHODS 

I A. Test substance. The test substance for thi 
MON863. 

com rootwonn event 

I ' B. Control substance. The control sub 
846 (AlxA634). 

on-transgenic com line MON 
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(l restriction enzyme digestion. Quantitation of the DNA 
using a Hoefer DyNA Quant 200 Fluorometer (San Francisco, 

5-01) using Boehringer Mannheim molecular size marker IX or 
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Boehringer Mannheim (Indianapolis, IN). After digestion, the samp 
by adding 1110 volume (-50 J.Ll) of 3M NaOAc and 2 volumes (-1 
original digest volume) of 100% ethanol, followed by incubatio 
hour. The digested DNA was pelleted by centrifugation at 14, 
ethanol, vacuqm dried for approximately 5 minutes, and re-d' 
in TE, pH 8.0. 

G. DNA probe preparation. Plasmid DNA was isol 
overnight. Most probe templates were prepared by P 
template. PV-ZMIRI2 is identical in its sequence t 
the SSU CTP immediately adjacent to the 5' end 



. Monsanto Company 

Biot~chnology Regulatory Sciences 

I. Verification of 5' and 3' genomic flanking seq 
genomic DNA junctions were verified using PCR 

sequences. 

IV. RESULTS A 

orm-protected event MON 863 was digested with a 
- '--J" . .,.- and subjected to Southern blot hybridization analysis to 

as integrated into the genome. In every case, control 
e ed with the same restriction enzymes as the test sample. A map 

ent, PV-ZMIR13L, that was used to generate the MON 863 
trans c cmyev , along with the locations of the restriction sites utilized for Southern 
an s, ~o n Figure 2. The Southern blot figures presented in this report are 

e data generated in the study. 

I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 



I 
I 
I 
I 
I 
I 
I 
I 
I 
I 

e· 

I e 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 

Monsanto Company 

Biotechnology Regulatory Sciences 

adjacent plant genomic DNA. The blot was probed with PV-ZMIRI 
fragment used for transfonnation (Figure 2). The number of fragm 
the number of inserts present. 



Mons;lDto Company 

Biotechnology Regulatory.-Kciences 

absence of any hybridization bands indicates the absence of detecta 
sequence in the event. 

2. Copy number. 01 DNA, and control DNA mixed with plasmid PV-
ZMIR13 DNA w EcoRV. The blot was probed with PV-ZMIR13 
(Figure 1), the or the linear DNA fragment used in transformation. The 
results are sh in i . MON 846 control DNA (lane 1) showed a faint band at 9.3 
Kb which i . ely' n-specific hybridization since it is also present in the MON 
863 lanes MON 846 DNA mixed with PV-ZMIRI3 DNA (lanes 3 and 4) 
produce e m( t ize band at approximately 7.3 Kb, representing the linearized 
plas . The ~ 9.3 Kb due to non-specific hybridization cannot be seen in lanes 3 
and ~(t){e mid band. MON 863 DNA (lanes 2 and 5) produced two unique 
b at 0 ately 3.7 Kb and 9.6 Kb. The restriction enzyme, EcoRV, used in this 

ysi a only once within the PV-ZMIR13L fragment used in transformation 
igq£) . us, for an event containing only one copy of the inserted DNA, two border 

fr~nt s ould be produced. If an event contains more than two bands, this would 
~est re than one copy of the DNA fragment used in transformation. Since only two 
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bands were produced in this analysis. this result establishes that MO 
one copy of the DNA fragment used for transfonnation at the locus 
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4. nptII cassette intactness. Test DN 

polyadenylation sequence. 

a. 358 promoter (Fig 
detectable hybridizati 

A were digested with HindID. to 
piked with the 1.6 KbHindID. 

nptII cassette. Individual Southern 
nptII coding region, or the NOS 3' 
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The expected size bands were produced when 
35S promoter, the nptII coding region, and 
probes. These data support the conclusio 
nptII cassette without any additional, de 
genome 

cassette intactness using the 
adenylation sequence as 
863 contains a single, jptact 

sette elements located in the 

portion of lane 1, whic 
Plasmid PV-ZMIR13 

DNA were digested with Hindill.. 

ffiXtaI11-a the interpretation of the results from this blot. 
kb~ mixed with MON 846 control DNA (lanes 3 and 4) 

e ¥ t ize for the entire backbone at approximately 2.6 Kb 
tl 5) showed no detectable hybridization bands. This 
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v. CONCLUSIONS 

s are shown in Figure 13. 
elated transgenic com line 

set was used (lanes 1.3,4,6, 
ect size products of 312 bp for 

863 was produced by particle acceleration 
on fragment from plasmid PV -ZMIR13 containing 

MON 863 event contains one DNA insert located 
sert contains one copy of the fragment used in 

additiona e ments from the DNA fragment used in transformation, 
linked or unl" to iIL'\act ettes, were detected in the genome. PCR and DNA 
sequencing w. 5tWv. . the 5' and 3' junction sequences of the insert with the 
plant geno e as intactness of the 5' and 3' ends of the insert. Approximately 
10 bp fro e d [ V-ZMIR13L, including the HindIII restriction site, is missing; 
howeve, e ~p1 polyadeylation sequence is intact. Additionally, event MON 863 
does cOlJ...t¥~ etectable plasmid backbone sequence including ori-pUC or the 

=
.!li! reg· regulated by a bacterial promoter. These data support the conclusion 

n1 t 0 xpected full length proteins, Cry3Bb1 and NPTII, should be encoded 
e . . vent MON 863. In addition, the genetic stability of the inserted DNA 

ted by Southern blot analysis on genomic DNA from the F2 generation 
fIrst RO cross) and another F2 generation (two generations removed from 

generation) of com event MON 863. 
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Ncol 6372 

ap ofPV-ZMIR13. The MluI fragment ofPV-ZMIR13 plasmid 
com rootwonn-protected corn event MON 863. 
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Figure 2. Map of DNA fra:gmlen":VV-~~""'''JJLI. The DNA fragment PV -ZMIR13L 
was used to generate com MON 863 by particle acceleration 
technology. The dashed lines MluI half sites following digestion 
ofPV-ZMIR13. 
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Table 1. Summary of genetic elements in linear DNA fragmen 
used for transformation of event MON 863 

Genetic Size 
Element Kb Function 

Cry3Bbl cassette: 
4-ASl 0.22 

wtCAB 0.06 5' un translated leader 0 

(Lamppa et aI., 1985) 

ractI intron 0.49 

cry3Bbl 1.96 

rophyll alb-binding protein 

tahsp 17 3' 0.23 of the wheat heat shock protein 17.3 
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Table 1 Continued. Summary of genetic elements in linear D 
ZMIR13L used in transfonnation of eve 

Genetic 
Element 

Size 
Kb Function 

Selectable marker elements: 
35S 0.35 The cauliflower mosaic virus 

aI., 1985) 

nptII 0.97 

NOS 3' 0.26 
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Sciences 

LONG RUN SHORT RUN 

... ~ J 3 . ~ .. "-.~ ~ . ,'.>' I 
::;~!: ;:~>;i';/~'~ :<:,?:;:V·~~~: ~:~:.~;?:~~. 

.,:.) .~~~;, :;:;~!;,,\:: .''':'''''';;::'·'''''-:~f.iFt'' 

15.0Kb~~=~ 

2.3Kb 
2.0Kb 

AUIIl ..... " ... of event MON 863: insert number analysis. 
(control) and twenty micrograms ofMON ,863 (test) 

(ext@i~e(iA~m grain were digested with NdeI. Plasmid PV -ZMIR13 DNA 
was digested with NdeI and EcoRV. The blot was probed 

-LAII'>.LL,13L. Lane designations are as follows: 
/lg] 
/lg] 

[10 /lg] spiked with -9.5 pg PV-ZMIR13 (0.5 copy) 
[10 /lg] spiked with -19 pg PV-ZMIR13 (1.0 copy) 

oJ~Y1Ly.'I'JJ4 863 [10 /lg] 

.... V'I/UV'v> denotes sizes obtained from MW markers on ethidium stained gel 
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Sciences 

23Kh 
2.0Kb 

~ l.4Kb 
~ 1.1 Kb 
~ 0.9Kb 
~ 0.6Kb 

of event MON 863: copy number analysis. 
846 (control) and twenty micrograms of MON863 (test) 

~xl:I;l£<;ted from grain were digested with EcoRV. The blot was probed 
-Ln.".LLn,13. Lane designations are as follows: 

[10 J.l.g] 
[10 J.l.g) (Long Run) 

~G1~:2JN846 [10 J.l.g) spiked with -9.5 pg PV-ZMIR13 (0.5 copy) 
846 [10 J.l.g] spiked with -19 pg PV-ZMIR13 (1.0 copy) 
863 [10 J.l.g) 

... ",,,,,,,,,",, denotes sizes obtained from MW markers on ethidium stained gel. 
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2.3 Kb 
2.0Kb 

1.4Kb 
1.1 Kb 

+- 0.9Kb 

+- 0.6Kb 

~"Ih,<,i<, of event MON 863: cry3BbJ cassette intactness 
~Sl,lil'l)mote:r-,n CAB leader-raetl intron. Ten micrograms of 

micrograms of MON 863 (test) genomic DNA extracted 
'"~~,,.<,,,. with HindllI. The blot was probed with the 32P-Iabeled full 

on;'I.IKH.er·-WI CAB leader-ract! intron. Lane designations are as follows: 
o /lg] 

[10 /lg] 
[10 /lg] spiked with -9.5 pg PV-ZMIR13 cry3Bbl cassette (0.5 copy) 
[10/lg] spiked with -19 pg PV-ZMIR13 cry3Bbl cassette (1.0 copy) 

863 [10 /lg] 

denotes sizes obtained from MW markers on ethidium stained gel. 
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17.1 Kb-. 

6.6Kb-. 

..:rlII ..... , ........ bD5,f/cljP{aI;ysis of event MON 863: cry3BhJ cassette intactness 
V C(]K1illl2 region. Ten micrograms ofMON 846 (control) and 

.... P~,.vE,.P'-'= UJIH_'-"H 863 (test) genomic DNA extracted from grain were digested 
probed with the 32P-Iabeled full length cry3Bbl coding 

n .. J:"iVSJI., ~~e\£.el,es)1~a.tiol[ls are as follows: 
o J.lg] 

"'._~"¥J1VO}rJ.J [10 J.lg] 
"'-" ..... "-'rIl ... 'c:>~v [10 J.lg] spiked with -9.5 pg PV-ZMIRI3 cry3Bbl cassette (0.5 copy) 

846 [10 J.lg] spiked with -19 pg PV -ZMIR13 cry3Bbl cassette (1.0 copy) 
863 [10 J.lg] 

""".,...." .. ,,' denotes sizes obtained from MW markers on ethidium stained gel. 
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2.3Kb 
2.0Kb 

1.4Kb 
1.1 Kb 
0.9Kb 

0.6Kb 

O.3Kb 

Figure 7. ~ollt.ft'etn b1L1taJ~ysts of event MON 863: cry3BhJ cassette intactness 
probed with sequence. Ten micrograms of MON 846 
(control) ofMON 863 (test) genomic DNA extracted from grain 

The blot was probed with the 32P-Iabeled full length tahsp 17 
IVll'~oo'vllll'lnn s~jleIlce. Lane designations are as follows: 

J.lg] 
o Jlg] 

[10 Jlg) spiked with -9.5 pg PY-ZMIR13 cry3BhJ cassette (0.5 copy) 
[10 Jlg] spiked with -19 pg PY-ZMIR13 cry3BhJ cassette (1.0 copy) 
[10 Jlg] 

.""UI'"nlhn denotes sizes obtained from MW markers on ethidium stained gel. 
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p'l',u ... ~Q.ibl~V.an3tlysis of event MON 863: nptlI cassette intactness 
~~SA>JP'onlotl~r. Ten micrograms ofMON 846 (control) and twenty 

(test) genomic DNA extracted from grain were digested with 
probed with the 32P-Iabeled full length 35S promoter. Lane 

follows: 
. .lYDLJ'i v m'l"u [10 Jlg] 

"'-"<S .... '-4'll V U'V,.} [10 Jig] 
846 [10 Jig] spiked with -9.5 pg PV-ZMIR13 nptII cassette (0.5 copy) 
846 [10 Jig] spiked with -19 pg PV-ZMJR13 nptll cassette (1.0 copy) 
863 [10 Jlg] 

denotes sizes obtained from MW markers on ethidium stained gel 
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1.4Kb 
1.1 Kb 
0.9Kb 

0.6Kb 

Figure 9. S61I1thel'!l~loV;ll'1ailvsiS of event MON 863: nptII cassette intactness 
probed region. Ten micrograms ofMON 846 (control) and 
twenty 863 (test) genomic DNA extracted from grain were digested 
with was probed with a 32P-Iabeled full length nptII coding region. 
an~r~~slg~~(')"rlJ""' ~ '''~ as follows: 

[10 J.lg] 
[10 J.lg] 
[10 J.lg] spiked with -9.5 pg PV-ZMJR13 nptII cassette (0.5 copy) 

846 [10 J.lg] spiked with -19 pg PV-ZMJR13 nptII cassette (1.0 copy) 
J 1YA'L1n 863 [10 J.lg] 

denotes sizes obtained from MW markers on ethidium stained gels. 
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+- 2.3Kb 
+- 2.0Kb 

+- 1.4 Kb 
+- 1.1 Kb 
+- 0.9 Kb 
+- 0.6Kb 

}f~ltbl~n lIIc;ltJinalysis of event MON 863: nptlI cassette intactness 
vl~1t;nn sequence. Ten micrograms of MON 846 

of MON 863 (test) genomic DNA extracted from grain 
I.I.II'U.U.JLI.. The blot was probed with a 32P-labeled full length NOS 3' 

....... " • . yu .... , ..... s,.tqlleIlce. Lane designations are as follows: 
10 J1g] 

[10 J1g] 
[10 J1g] spiked with -9.5 pg PV-ZMIR13 nptII cassette (0.5 copy) 

846 [10 J1g] spiked with -19 pg PV-ZMJR13 nptlI cassette (1.0 copy) 
863[10 J1g] 

Symbol denotes sizes obtained from MW markers on ethidium stained gels. 
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of event MON 863: backbone analysis. 
(control) and twenty micrograms ofMON 863 (test) 

from grain were digested with HindIIl. The blot was probed 
'-~r1ell;jll)t">ac:k~:me probes encompassing the entire backbone except for the 
¥-15.1)11'1\1' Lane designations are as follows: 

[10 J.Lg] 
[10 J.Lg] 
[10 J.Lg] spiked with -9.5 pg PV-ZMlR13 backbone region (0.5 copy) 

846 [10 J.Lg] spiked with -19 pg PV -ZMlR13 backbone region (1.0 copy) 
863 [10 J.Lg] 

denotes sizes obtained from MW markers on ethidium stained gel. 
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analysis of event MON 863: stability of inserted DNA 
846 (control) and MON 863 (test) genomic DNA extracted 

rrolIlll!raJln ~"~P~I-'~ were digested with Ncol. The blot was probed with a 32P-Iabeled full 
L VJLIII"Y region. Lane designations are as follows: 

..,~,'~~ "~~.~T~ [10 J.Lg] grain DNA 

846 [10 J.Lg] grain DNA spiked with -19 pg PV-ZMlR13 (1.0 copy) 
863 F2 (self cross offrrst RO cross) grain DNA [10 J.Lg] 
863 F2 (two generations removed from the ftrst F2) seed DNA [10 J.Lg] 

''',,·nnn denotes sizes obtained from MW markers on ethidium stained gel. 

I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 



I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 
I 

I 
I 
I 
I 
I 
I 

Monsanto Company 

Sciences 

0.6Kb~ 
0.4 Kb ~ 
0.3Kb~ 

0.1 Kb~ 

Figure 13. peR 3' border sequences of the MON 863 
insert. PCR was pel:tol'1¢~JIIlJS}1f.glpqltl,¢'rs specific to the 5' and 3' border sequences for 
MON 863 on grain from MON 846 (non-transgenic 

designations 
Lane 1: 10 

2: 

line, and MON 863. DNAs were amplified with 
MON 863, amplifying a 312 bp product, and primers 

863, amplifying a 363 bp product (Figure 14). Lane 

846 (non-transgenic) 
863 

3: an unrelated transgenic corn line 
no template control 

JUl~(T'BI~JIJ. UU bp DNA Ladder 
MON 846 (non-transgenic) 

, peR, MON 863 
3' peR, an unrelated transgenic com line 

of 3' peR, no template control 

~'IIf.-.rhnl denotes sizes obtained from MW markers on ethidium stained gel. 
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5'-----
Plant DNA 

A B 
-+ +--

Hindill 

t-""----- 3' 
l==::=::::;t:;t:::::.~+t:::-====:!J 

c D 
-+ +--

t-----tl 3' peR 
product 

363bp 

4./~I)epIM'lic r4~rese~nbltioln of the MON 863 insert. This figure depicts the 
MON 863 based on data from Southern blot analyses and 

sequences at the 5' and 3' ends of the insert. There is one copy 
a.,lll" .... that was used to generate com rootworm event MON 863. 

UeU01!1nc 1iHlJllkilJtJ~eqluel[lCe on the 3' end indicates that approximately 10 bp, including 
in4:uJ)lsitsfS}lld MluI half site, are missing. However, the tahsp17 3' polyadenylation 
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Molecular Analysis of Corn Eve 
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1.0 Purpose 

2.0 

The purpose of this study is to characterize the trans gene ins 
MON 863. Corn has been modified to express the protein 1 
thuringiensis strain EGll098 (hereafter referred to as 
insecticidal activity against corn rootworm. In addition to c~b ne, the 
neomycin phosphostransferase II (nptIl) gene is pre t ~ electable 
marker, enabling selection of cells that contain the i in tissue 
culture. The control line has background genetics re aof the test 
event, but has not been genetically modified and th or: oe ot contain the 
cry3Bbl or nptII genes. The control line provides a 0 matrix used in 
the analysis of banding patterns on Southern blo . ~ 

The genomic DNA of corn event MON 863· evalua using Southern blot 
ru:uUysis. The following will be determined: ~ 

o 

September, 1999 
April, 2000 
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be used as a size 
ecular size markers 

s IT and IX, catalog # 
ogies (High Molecular 

or size estimations. 

t analysis is a common and widely accepted 

on of Test System 

t:i 
ylon membranes used for Southern blotting will be 

ele . adiographic films and any photographs of agarose 
led Ie ink. Labels will include the study number, initials 

aual responsible for generating the data, the date, and a 
.~~tmg of the study number followed by a sequential number 

aphs, membranes, and films to each other and the study. 
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4.0 Analytical Methods 
4.1 DNA Extraction 
DNA will be isolated from grain 
grain using the procedure of 
isolated from leaf according 
methods may be used if 
documented by the research 
DNA will be stored in a 4° 

to characterize the 
d~ented by the 

ue. DNA will be isolated from 
dieb (1985) while DNA will be 

"">J~:U" :F.L RO-OO6-00. Alternatively, other 
to yield better quality DNA, are 

d by the study director. The eXtracted 

ing Hoefer's DyNA Quant 200 Fluorometer 
5-01 or by following another appropriate 

ented. 

'gestion 
genomic DNA (spiked with plasmid DNA where 
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4.3.2 cry3Bbl Coding Region Intactness 
All DNA preparations will be digested with a restriction e 
at both ends of the cry3Bb 1 coding region. 

.4.3.3 cry3Bbl Gene Cassette Intactness 
All DNA preparations will be digested with a restri 
at both ends of the cry3Bbl gene cassette. 

4.3.4 nptJI Gene Cassette Intactness 
All DNA preparations will be digested with 

at both ends of the nptII gene cassette. 

4.3.5 Backbone Analysis 
All DNA preparations will be digest 
removes the entire backbone sequenc 

. ction enzyme(s) that 
eplasmid. 

restriction enzyme that cuts 
ormation. 

4.4 Agarose Gel Electrophor 
Digested DNAs will be resolv 
003-01. All samples will 
resolution of larger DNA :fr 

eIs according to SOP # GEN-PRO-

gel. The "double load" WJ..1· .ll<.;.,u 

gel, with one set of San]~j,E~ 

allowing for a long and 

arose gels ontO nylon membranes and the blots 
according to SOP # GEN-PRO-025-02 or other 

to be documented. 
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Analysis 

nptII gene cassette intactness 

backbone detection 

co ynumber 

Other techniques may be used to answer 
DNA. These techniques will be approved 
the study data. 

4.6 Proposed Statistical Method 
A statistical method is not approp . 

4.7 Control of Bias 
Proper positive and negative 
Southern blots. 

All raw data, inclu 
computer printouts, s 
material such as p,., ... lfiI:>rI 

included. on all agarose gels and 

of agarose gels, autoradiographs, and 
upon completion of the study. Excess study 
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No raw data, worksheets, summaries, reports, or 
this study may be revealed or released to 
authorization of Monsanto. 

8.0 GLP Compliance 
This experiment will be conducted in co 
FIFRA Good Laboratory Practice Regula '0 

9.0 References 

e lTr.rited States EPA 
art 160). 

Rogers, S.O. and Bendich, A.J. f'1\:xtJrJl<;tilOn of DNA from milligram 
amounts of fresh, herbarium and/nj.1llI1l.lI1lti ant tissues. Plant Mol. Biol. 
5:69-76. 

Southern, E.M. 
separated by gel electrophor s' 
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Study#: 99-01-39-27 

1) Date Change Implemented: 10/18/99 

Page No/s. &lor Sectionls: Pg. 1, Title Page 

Protocol originally slated: 
Pg. 1, Title Page: Sponsor: Patricia R Sanders 

Monsanto Company 

Amended as Follows: 
Sponsor: 

700 O1esterfie!9: PM'kway 
St. Louis, M063198 
Phone (636) 737-6412 ~ 
FAX (636) 737-6189 

Protocol 
Amendment Form 

SOP Ref.: GEN·POL-

Page No/s. &lor Secti . n 1.0; Pg. 4, Section 3.8; Pg. 5, Section 4.3.2; Pg. 7, 
Section 4.5.1 

NA of com event MON 863 will be evaluated using 
wing will be determined: 

3Bbl coding region 
cry3Bbl gene cassette 

e nptII gene cassette 
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2) intactness of the cry3Bbl gene cassette 
3) intactness of the nptll coding region 

Protocol 
Amendment Form 

SOP Ref.: GEN·POL-

4) presence or absence of plasmid backbone sequence; an 
5) number of copies of the cry3Bbl/nptII tranformation 

Protocol originally staled: 
Pg, 4, Section 3.8: Genomic DNA from thetest substance 
blotting for. the following: 1) number of inserts in the com 
cry3Bbl coding region; 3) intactness of the cry3Bbl gene e ' tness of the nptII 
gene cassette; 5) presence or absence of any plasmid b 0 q ce; and 6) number of 
copies of the cry3Bbl/nptII transformation cassette B r ~ 'c DNA will be 
quantitated, digested with appropriate restriction ~ d by gel 
electrophoresis, and blotted, The Southern blots l~wrob 'th either the entire PV-
ZMIR13 plasmid or a portion of the plasmid d d aw o . e by the researcher. 

Amended as Follow . 
The contents of thi"~~ 

o 
Southern blotting for the 

ctness of the cry3Bbl gene 
ce or absence of any plasmid 

ted and all section numbers remain the same. 
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Protocol originally f?tated: 
Pg. 6, Section 4.5.1: 

Anal sis 

nptIl gene cassette intactness 

backbone detection 

co number 

Amended as Follows: 
Anal is 
insert number 

Protocol 
Amendment Form 

SOP Ref.: GEN-PO 
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Protocol 

plasmid will be used as size indicators and positive hybridization 
blots. 

Protocol originally stated: 
Pg. 5, Section 4.3: Ten micrograms of extracted genomic DNA 
where appropriate) will be digested according to SOP # G.L.:.J. '"..1.. 1.." 

plasmid DNA added to each control digest will be calcu1at 
1 copy of the target sequence on a Southern blot. 

Amended as Follows: 
Ten micrograms of extracted control genomic DNA 

rnented:l0/18/99 
·on/s: Pg. 6, Section 4.5.1 

4 
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Protocol originally stated: 

Pg.7, Section 4.5.1 
Anal sis 
insert number 
cry3Bbl gene cassette intactness 

nptII gene cassette intactness 

backbone detection 

co number 

Amalded as Follows: 
Anal sis 
insert number 
cry3Bbl gene cassette inta 

Southern blot analyses, 
of inserted DNA across generations. 

Protocol 
Amendment Form 

SOP Ref.: GEN-POL-
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Add to Protocol: 
Pg. 3, Section 3.1 

Protocol 
Amendment Form 

SOP Ref.: GEN-POL-

In addition, MON 863 seed will be obtained from Tim Coomb 
stability of the inserted DNA across generations. App 
documentation will be supplied with the seed. 

Add to Protocol: 
Pg. 5, Section 4.3 
4.3.7 Stability Analysis 
All DNA preparations will be digested with the res 

Add to Protocol: 
Pg. 7, Section 4.5.1 

Anal sis 
insert number 
cry3Bbl gene cassette intactness 

rtptIl gene cassette intactn 

backbone detection 

lasmid 
gregion 

1_~/"'I.lI-Omoter + ractl intron 
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Signatures of Approval 

Study Director: 

Sponsor/Testing Facilities Management Representative: 

~<? => ... 
./ ---- .. 

Protocol 
Amendment Form 

SOP Ref.: GEN-POL-O 

Date: 
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Study #: 99-01-39-27 

1) Date Change Implemented: 12/6/99 

Page No/s. &Jar Sectionls: Pg. 4, Section 3.2 

Protocol originally stated: 

Amended as Follows: 
The control substance is the non-transgenic com line 

Date: 

Date: 

e; 

Protocol 

The non-

/- '1-0{) 

Ill.( /00 

1 
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Study #: 99-01-39-27 

1) Date Change Implemented: 1/10/00 

Page No/s. &lor Sectionls: Pg. 6, Section 4.5.1 

cry3Bbl gene cassette intactness 

nptII gene cassette intactness 

backbone detection 

Amended as Follows: 
Anal sis 
insert number 

Protocol 
Amendment Form 

SOP Ref.: GEN-POL-OO 

Amendment #: 3 

fragment used in 

t and what impact will result from this change: The backbone of 

1 
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Protocol 
Amendment Form 

SOP Ref.: GEN-POL-

should be a insert number Southern blot with a reduced level of back 

Signatures of Approval 

Study Director: 

Sponsorffesting Facilities Management Representative: 

~=-~;;;;:=-:..;;;;;;;:::...----

,!~~ter Leader 

- ! _./ --- I-Z{-OO 
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