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3 AAV manipulation of the ECM in Alzheimer’s Disease  

 

Minutes 

Meeting was called to order at: 1:01pm 

Project Review 

Principal Investigator: Mustafa Ahmed 

Project Title: Gene Therapy for Danon Disease: A Phase 2 Study Evaluating the Efficacy and Safety of Intravenously Administered Adeno-
Associated Virus Serotype 9 (rAAV9) Vector Containing the Human LAMP2 Isoform B Transgene (RP-A501; AAV9.LAMP2B) in Male Patients with 
Danon Disease 

BIO number not yet assigned 

Vector/Agent(s) to be used: Adeno-associated virus (AAV) 

Name and Function of Transcribed Nucleic Acids: LAMP2B (Lysosome Associated Membrane Protein 2 isoform B); facilitates endosome-
lysosome fusion needed for macroautophagy and clearance of autophagic material and damaged organelles. LAMP2B protein is deficient in 
Danon disease subjects and expression in cardiomyocytes is believed to ameliorate the progression of cardiomyopathy and provide benefit to 
subjects. 

Host(s) to be used: Human clinical subjects with Danon Disease 

NIH Guidelines: III-C-1 of the NIH Guidelines for the use of rAAV in human research participants. 

Biosafety Level and Any Additional Requirements: BSL-1 for the handling and administration of RP-A501 AAV vector carrying the LAMP2B 
gene to human participants and BSL-2 for handling human samples. All  personnel must complete Bloodborne Pathogen (BBP) and Biomedical 
Waste (BMW) training prior to starting work on the project and annually thereafter. 

Concerns or Discussion: Lengthy discussion involving safety of the patients and dosage. Discussion of phases, lot numbers of product, etc. It 
was discussed to add that before patients are enrolled at UF, safety data needs to be provided to IBC for review.  

Training: All training completed. 
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BIO number not yet assigned 

Vector/Agent(s) to be used: Plasmids 

Name and Function of Transcribed Nucleic Acids: UAS-RNAi targeting accessory gland genes; Promoting fertilization success. GAL4; 
Transcription factor that drives expression of UAS sequences 

Host(s) to be used: Drosophila melanogaster 

NIH Guidelines: III-D-4-a of the NIH Guidelines for the maintenance of genetically modified D. melanogaster lines. 

Biosafety Level and Any Additional Requirements: BSL-1 for molecular and in vitro studies; ACL-1+ for housing and procedure spaces 
involving transgenic flies. As described in the project, the following containments are to be implemented by the laboratory: Room 403C will serve 
as the designated fly room and must remain equipped with a functioning door; HVAC openings must be screened with mesh (minimum size of 52); 
appropriate traps must be in place to capture any escaped insects, as described in Question 17 of the application. As a reminder, please submit a 
project amendment for any changes to recombinant DNA work, additional lines of genetically modified flies, room, or personnel. 

Concerns or Discussion: None 

Training: All training completed. 

Approval: All approved as recommended (Yes-13, No-0, Abstain-0) 

 

Principal Investigator:   

Project Title: Modeling Antibody-Virus Coevolution with Multimodal AI to Advance Therapeutics and Vaccine Development 

BIO number not yet assigned 

Vector/Agent(s) to be used:  

1. Influenza A virus (Strain A/WSN/33) 
2. pHW2000-based WSN reverse genetics system (8-plasmid system) 
3. Plasmids 

Name and Function of Transcribed Nucleic Acids:  
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1. Hemagglutinin (HA) and Neuraminidase (NA) genes; Viral surface glycoproteins involved in host receptor binding (HA) and viral release 
(NA). 

2. The complete viral genome (8 segments: PB2, PB1, PA, HA, NP, NA, M, NS) include mutant libraries of HA and NA. Viral replication, 
virion assembly, and host receptor binding. 

3. Influenza A/WSN/33; part of the viral RNA polymerase complex, viral surface glycoprotein, viral RNA packaging, transcription, and 
replication, forming part of the viral ribonucleoprotein (vRNP) complex alongside the polymerase, structural Matrix 1 (M1) protein for viral 
assembly/budding and the ion channel M2 protein, encodes two crucial nonstructural proteins, NS1 and NS2 (NEP), with NS1 being a 
major virulence factor that blocks host antiviral responses, Viral surface glycoprotein expressed as a fusion protein for yeast surface 
display. Synthetic/de novo Monoclonal Antibody Chain, Mammalian expression of recombinant therapeutic monoclonal antibody. 

Host(s) to be used:  

1. Escherichia coli (cloning), Saccharomyces cerevisiae (yeast display), HEK293T/MDCK cells (virus rescue) 
2. Human cell lines (HEK293T), Canine cell lines (MDCK), rodents. 
3. Escherichia coli (cloning), HEK293T/MDCK cells (transfection/virus rescue). 

NIH Guidelines: III-D-2 for experiments in which DNA from Risk Group 2 agents is cloned into nonpathogenic prokaryotic or lower eukaryotic 
host-vector systems.; III-D-7 for experiments involving influenza viruses; III-F-8 Appendix C-II for work with exempt K-12 derived E. coli and 
Appendix C-III for the use of plasmids in S. cerevisiae. 

Biosafety Level and Any Additional Requirements:  

• BSL-1 for generating libraries of viral gene variants, cloning, and yeast surface display work; 
• BSL-2 with BSL-3 practices for initial generation and characterization of recombinant influenza A/WSN/33 viruses using the 8-plasmid 

reverse genetics system in HEK293T/MDCK cells, until safety neutralization is confirmed (BSL-2 with BSL-3 practices shall be detailed in 
a laboratory-specific SOP subject to EH&S Biosafety Office review and approval prior to commencement of work, with sign-off by all 
project members); 

• BSL-2 for work with human cell lines (HEK293T) and all other work involving live virus. Annual bloodborne pathogens training is required. 

**NOTE** In Q17 of the Main Form, the PI has committed to submission of a project amendment prior to generating any live mutant virus which 
will detail specific HA/NA mutations, confirm preservation of safety epitopes, and explicitly justify how the variants do not meet the definitions of 
dual-use research of concern and dangerous gain of function research as defined by applicable UF and/or USG policies. 

This project has been evaluated by the UF DURC Committee for dual-use research of concern/dangerous gain of function research. Based on 
discussion with the Principal Investigator, several modifications to the project have been made: “Safety epitopes” on influenza virus surface 
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Approval: All approved as recommended (Yes-12, No-0, Abstain-0) 

 

Principal Investigator:  

Project Title: ABSL-1 adoptive transfer of genetically modified murine immune cells to study ovarian and uterine immune regulation 

BIO number not yet assigned 

Vector/Agent(s) to be used: Genetically modified cells 

Name and Function of Transcribed Nucleic Acids: This C57BL/6 congenic strain carries the differential pan leukocyte marker Ptprca, 
commonly known as CD45.1 or Ly5.1. β-actin-GFP (beta-actin-EGFP) rodents express enhanced green fluorescent protein (EGFP) reporter under 
the control of a chicken beta-actin promoter and cytomegalovirus enhancer. Widespread expression of EGFP is observed, with the exception of 
erythrocytes and hair. Rodents homozygous for the Tcrbtm1Mom targeted mutation lack the alpha beta T-cell receptor. Rodents lack IL-7R. IL-
7KO rodents carry a deletion of exons 3-4 of the interleukin-7 (IL-7) gene. 

Host(s) to be used: human cells, rodents. 

NIH Guidelines: III-D-4-a for the transfer of genetically modified materials from donor rodents into recipient rodents. 

Biosafety Level and Any Additional Requirements: BSL-1 for handling and processing rodent tissue and cells; ABSL-1+ for the transfer of 
tissues and injection of cells from transgenic donor rodents into recipient rodents (the ‘+’ designates the use of safe sharps and wiping of the 
injection site), with subsequent housing at ABSL-1. 

Concerns or Discussion: None 

Training: All training completed. 

Approval: All approved as recommended (Yes-11, No-0, Abstain-0) 

 

Principal Investigator: Timothy Garrett 

Project Title: Generation of two single gene CRISPR-knockouts (TSTD1 and ASNSD1) in HEK293 cells 

BIO number not yet assigned 
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Vector/Agent(s) to be used: Genetically modified cells 

Name and Function of Transcribed Nucleic Acids: single guide RNA targeting TSTD1 or ASNSD1; CRISPR-Cas9 mediated gene knockout 

Host(s) to be used: HEK293 

NIH Guidelines: III-E for the knock-out of genes from cells in vitro using CRISPR.Cas9 ribonucleoprotein complexes 

Biosafety Level and Any Additional Requirements: BSL-2 containment and practices for research using human cell lines. Initial and annual 
Bloodborne Pathogens training is required for all personnel. 

Concerns or Discussion: None 

Training: All training completed. 

Approval: All approved as recommended (Yes-12, No-0, Abstain-0) 

 

Principal Investigator:  

Project Title: Immunoprevention of Breast Ductal Carcinoma in situ 

BIO number not yet assigned 

Vector/Agent(s) to be used: Lentivirus, second-generation (Gag/Pol/Rev expressed in a single helper plasmid). Gammaretroviruses 

Name and Function of Transcribed Nucleic Acids: Anti-FITC CAR-2A-GFP cassette; to bind and kill tumor cells. H2B–Dendra2 insert; The 
H2B–Dendra2 fusion protein functions as a photoconvertible nuclear marker used to label and track cells over time. anti-fluorescein 
isothiocyanate; Bind and kill tumor cells.  

Host(s) to be used:  

• Human cancer cell lines, Primary canine T cells, Canine cancer cell lines, E. coli HD5alpha.  
• HEK293T cells, Canine and murine cell lines, rodents  
• E. coli strains DH5α 293GP and K563 human cell lines, Primary human T lymphocytes and canine T lymphocytes, In vivo hosts, rodents 

and animals. 
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NIH Guidelines: III-D-1-a applies to the use of adenoviral vector; III-D-3-a for the generation of the Lentiviral and Gammaretrovirus vectors using 
a helper system; III-D-4-a for the administration of Lentivirus, Gammaretrovirus and Adenovirus in rodents and dogs; III-E for recombinant protein 
expression in non-exempt E. coli strains (BL21); III-E-1 for the in vitro transduction of cells with Lentiviral and Gammaretroviral vector; III-F-8 
Appendix C-II for the cloning and maintenance of plasmids in K12 derived E. coli.  

Biosafety Level and Any Additional Requirements: BSL-1 for in vitro work with murine and canine cell lines and for plasmid propagation using 
nonpathogenic E. coli strain; BSL-2 for experiments involving human transduced cell lines, including in vitro experiments with Adenovirus, LVV 
and Gammaretrovirus (additional practices for work with Adenovirus, LVV and Gammaretrovirus include mucous membrane protection and 
substituting plastic labware for glassware where possible; required personal protective equipment includes laboratory coat, safety glasses, 
disposable gloves, and mucous membrane protection; a proper protocol for inactivation/decontamination of biohazard waste is emphasized; 
ABSL-2 for the injection (intravenous and subcutaneous) of cell lines transduced with viral vectors (Lentivirus, Gammaretrovirus and adenovirus) 
in rodents and dogs (additional required practices include the use of safe engineered sharps, mucous membrane protection substitution of plastic 
for glassware and wiping of the injection site; ABSL-2 housing for animals (rodents and dogs) receiving LVV and Adenoviral vector. ***NOTE*** 
Animals receiving adenoviral vectors should be housed in the Biomedical Sciences' (BMS) ABSL-2 facility for large animals which are better 
equipped for handling canines. Please note that the pMD2.G plasmid encoding the VSV-G gene is subject to export control regulations. 

Concerns or Discussion: Conditional if they want to keep dog treatment. If removed, it will be approved. NIH sections will need to be updated.  

Training: All training completed. 

Approval: Conditional pending clarification of dog treatment (Yes-12, No-0, Abstain-0) 

 

Amendments 

Principal Investigator: Michael McIntosh 

Title: NBAF Fellows Program in Emerging Animal and Zoonotic Diseases 

BIO7102 

Summary: This project amendment is approved at the following safety and containment practices: BSL-1 for cloning and propagation of plasmids 
using K-12 E. coli; BSL-2 for in vitro work involving all RG2 agents, including human cell lines (please note the VSV-G gene is subject to export 
control regulations); BSL-2+ for work with lentiviral vectors (the ‘+’ designates the use of mucus membrane protection and the substitution of 
plasticware with glassware whenever possible). 
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The following NIH Guidelines apply: III-D-1-a, for use of VSV as a host-vector system; III-D-2-a, for cloning genes from RG2 and RG3 materials 
into K-12 E. coli; III-D-3-a for packaging lentiviral vectors in the presence of a host-vector system; III-E-1, for the generation of VSV constructs and 
CRISPR editing of cells; III-F-8 Appendix C-II, for the molecular cloning using K-12 lineage E. coli. 

A USDA-APHIS VS 16-16A (#611-24-228-08317) permit specifies that the permitted materials (Seneca Valley virus (SVV) and Vaccinia virus 
strain vTF7-3) must be used in accordance with its condition requirements. The work shall be limited to in vitro applications only. All materials, 
derivatives, packaging, containers, and equipment in contact with the permitted materials must be sterilized or disposed of as biohazards. 
Researchers at risk for exposure to Vaccinia virus are recommended to receive the Smallpox vaccination. Vaccinations are voluntary but if a 
vaccine recommendation is made, individuals are required to complete the Acceptance/Declination/Request for Additional Information Form. 
Additional information regarding the UF EH&S vaccination can be found here: https://www.ehs.ufl.edu/departments/research-safety-
services/biosafety/vaccination-for-research-personnel/.  

Concerns or Discussion: No acceptance forms received. Will be conditional pending acceptance/declination form for Smallpox vaccine.  

Training: All training completed. 

Approval: Conditionally approved pending acceptance/declination forms. (Yes-12, No-0, Abstain-0) 

 

Principal Investigator:  

Title: Host factors essential for bunyavirus entry and infection 

BIO7195 

Summary: This amended project is approved at the following biosafety containment and practices: 

• ABSL-1 for non-systemic intracranial administration of AAV-Cre to wild-type and Snx17-floxed rodents. 
• ABSL-1-i for systemic retro-orbital administration of AAV-Cre to wild-type and Snx17-floxed rodents. 
• BSL-2/ABSL-2 for use of Oropouche virus (BeAn19991 and 240023) and Utinga virus in vitro and in vivo. 
• BSL-2 for maintenance of human and non-human primate cell lines (in the absence of virus). 
• BSL-2 for all virus propagation in cell culture. 
• BSL-1 for maintenance of plasmids in E. coli (K12 and non-K12 strains). 
• BSL-2 for human cell line plasmid transfection. 
• BSL-2+ for 2nd generation lentivirus packaging and use, with the '+' indicating substitution of glassware with plasticware. 
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• ABSL-1 for breeding Snx17 knockout rodents by crossing Snx17 floxed rodents with Cre-recombinase expressing rodent models 
• ABSL-2 for rodent viral infection with Rift Valley fever virus strain MP12, La Crosse virus, Oropouche virus; and rodents embryos with 

recombinant adenovirus. 
• BSL-2 for virus-like particles expressed in a human host cell line. 
• BSL-1 for maintenance of Cas9-expressing rodent cell lines. 
• BSL-2+ for use of lentivirus in rodent cell lines and subsequent infection by RVFV/LACV, with the '+' indicating substitution of glassware 

with plasticware. 

The following sections of the NIH Guidelines apply to this project: 

• III-D-4-a for use of AAV-Cre in animals. 
• III-E for use of transfection-based CRISPR/Cas9 and RNAi techniques to generate knockout/knockdown cell lines. 
• III-D-1-a for use of recombinant VSV in cell culture. VSV is subject to export control regulations. 
• III-D-3-b for packaging of lentiviral vectors in cell culture. 
• III-E for maintenance of plasmids in non-K12 E. coli. 
• III-E-1 for use of lentiviral vectors in cell culture. 
• III-F-8, Appendix C-I for maintenance of plasmids in cell culture. 
• III-F-8, Appendix C-II for maintenance of plasmids in K12 E. coli. 
• III-D-1-a for infection of primary rodent embryonic fibroblasts with recombinant adenovirus. 
• III-F-8, Appendix C-VIII for breeding transgenic rodents. 
• III-F-8 Appendix C-I-A for virus-like particles expressed in a human host cell line. 
• III-E-1 for use of lentivirus-based CRISPR/Cas9 editing in rodent library cells. 

Concerns or Discussion: None 

Training: All training completed. 

Approval: All approved as recommended (Yes-12, No-0, Abstain-0) 

 

Principal Investigator:  

Title: AAV manipulation of the ECM in Alzheimer’s Disease 
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BIO7986 

Summary: This amended project is approved at the following containment and safety practices: BSL-1 for handling of AAV not expressing TeTx; 
BSL-2 for handling of TeTx expressing AAV; BSL-2+ for intracerebral administration of TeTx expressing AAV and invasive procedure in rodents 
with housing at ABSL-1; ABSL-1+ for administration of non-TeTx expressing AAV to rodents with subsequent housing at ABSL-1 after non-
systemic (intracerebroventricular) administration and ABSL-1i after systemic (intravenous, intraperitoneal, subcutaneous, intramuscular, and 
intranasal) administration (the extra + precautions include the use of mucous membrane protection, use of safe sharps, substitution of glassware 
with plasticware, and wiping of the injection site). The following sections of the NIH Guidelines apply to this project: III-B for the expression of the 
TeTx gene in AAV; III-D-4-a for use of AAV in rodents. 

Concerns or Discussion: Comment in sub form about virus. We are assuming the TeTx should not be expressed unless Cre is present, but it is 
not clear. Will contact lab for clarification. No vote. 

Training: All training completed. 

Approval: Not voted on.  

 

The meeting adjourned at 3:04pm 




