Figure 24:  Southern blot analysis of 1507 maize insert with the kan probe

DNA isolated from 1507 maize and non-GM control inbred maize was digested with Hind III and probed with the kan probe.  Approximately 5 g of genomic DNA was digested and loaded per lane.  The gene copy number controls included plasmid PHP8999 at the indicated approximate gene copy number equivalents and 5 g of non-GM control inbred maize genomic DNA.  
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Gel Loading:

Lane 1 – Inbred Hind III

Lane 2 – Dig VII Marker (Roche)


Lane 3 – Inbred + 0.5 copy PHP8999 Hind III


Lane 4 – Inbred + 1.0 copy PHP8999 Hind III


Lane 5 – Inbred + 3.0 copies PHP8999 Hind III


Lane 6 – Inbred + 5.0 copies PHP8999 Hind III


Lane 7 – Dig VII Marker (Roche)


Lane 8 – TC1507 Hind III 

Lane 9 – TC1507 Hind III
Figure 25:  Southern blot analysis of 1507 maize insert with Backbone Probe 25

DNA isolated from 1507 maize and non-GM control inbred maize was digested with Hind III and probed with Backbone Probe 25.  Approximately 5 g of genomic DNA was digested and loaded per lane.  The gene copy number controls included plasmid PHP8999 at the indicated approximate gene copy number equivalents and 5 g of non-GM control inbred maize genomic DNA. 
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Figure 26:  Southern blot analysis of 1507 maize insert with Backbone Probe 34

DNA isolated from 1507 maize and non-GM control inbred maize was digested with Hind III and probed with Backbone Probe 34.  Approximately 5 g of genomic DNA was digested and loaded per lane.  The gene copy number controls included plasmid PHP8999 at the indicated approximate gene copy number equivalents and 5 g of non-GM control inbred maize genomic DNA.  
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Figure 27:  Southern blot analysis of 1507 maize insert with the full-length pat probe

DNA isolated from 1507 maize and non-GM control inbred maize was digested with Hind III and probed with the full-length pat probe.  Approximately 5 g of genomic DNA was digested and loaded per lane.  The gene copy number controls included plasmid PHP8999 at the indicated approximate gene copy number equivalents and 5 g of non-GM control inbred maize genomic DNA.  
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Figure 28:  Southern blot analysis of 1507 maize insert with the cry1F probe

DNA isolated from 1507 maize and non-GM control inbred maize was digested with Hind III and probed with the cry1F probe.  Approximately 5 g of genomic DNA was digested and loaded per lane.  The gene copy number controls included plasmid PHP8999 at the indicated approximate gene copy number equivalents and 5 g of non-GM control inbred maize genomic DNA.  
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Figure 29:  Analysis of the lack of post-translational glycosylation of microbially-derived and maize expressed CRY1F proteins (Annex 17).  Arrow denotes CRY1F protein.  The glycoprotein horseradish peroxidase was used as a positive control and the non-glycosylated protein soybean trypsin inhibitor as a negative control for glycosylation.
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Panel A: Western blot detected with rabbit anti-CRY1F polyclonal antibody

Panel B: SDS-PAGE, 4-20% gradient gel, Coomassie brilliant blue (CBB) stained

Panel C: SDS-PAGE, 4-20% gradient gel, GelCode glycoprotein stained

Lane 1: Pre-stained molecular weight markers (Pierce Chemical, BlueRanger)

Lane 2: Soybean trypsin inhibitor (MW: 20.1 kDa), 1.25 g/lane

Lane 3: Horseradish peroxidase (MW: 44 kDa), 1.25 g/lane

Lane 4: Microbially-derived CRY1F protein, 0.14 g/lane

Lanes 5 and 6: CRY1F protein expressed in 1507 maize 

*Arrow denotes CRY1F protein
Figure 30:  Western blot and SDS-PAGE analysis of microbially-derived CRY1F protein digestion in Simulated Gastric Fluid
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Panel A: Cry1F Western Blot 


Lane Assignments 


M - Bio-Rad Prestained Molecular Weight Standards


1 - SGF Reagent Blank, 0 minute incubation


2 - SGF Reagent Blank, 15 minute incubation


3 - CRY1F (0.12 g), 0 minute digestion


4 - 15 second digestion


5 - 30 second digestion 


6 - 1 minute digestion 


7 - 2 minute digestion


8 - 5 minute digestion


9 - 10 minute digestion


10 - 15 minute digestion





* Note: MW markers are labeled in kDa.









































Panel B: Cry1F SDS-PAGE Gel 


Lane Assignments


M - Benchmark Protein Ladder Molecular Weight Standards


1 - SGF Reagent Blank, 0 minute incubation


2 - SGF Reagent Blank, 15 minute incubation


3 - CRY1F (0.58 g), 0 minute digestion


4 - 15 second digestion


5 - 30 second digestion 


6 - 1 minute digestion 


7 - 2 minute digestion


8 - 5 minute digestion


9 - 10 minute digestion


10 - 15 minute digestion











