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No Psychlit
No Scisearch:
No Toxline:
No Pascal:
No Other:
If Yes, Explain:
b. Keywords used in the database searches:
Keywords
« colitis
« TNF converting enzyme
Summary of Literature Searched

With the exception of the following study, no other publications have begun to evaluate TNF converting enzyme
during colitis in the mouse. No study has evaluated sensitivity vs resistance toward TNF converting enzyme
inhibition In the mouse as a pre-clinical model.

Involvement of TACE in colon Iinflammation: a novel mechanism of regulation via SIRT-1 activation, Cytokine.
2014 Pubmed ID: 24548422

¢. Years Searched:
1960-2016
d. Resources used in addition to the computer database search:

Information Services and other Literature Sources:

No Animal Welfare Information Center
No l&AmmalefaeBubhomy(NLM)

No Lsb ¥ Animal Sa
No Alternstives to Laboratory Animals Journal (FRAME, UK )
No Quick Bibliography Series (AGRICOLA)
No Peer Review
If Yes, Explain:
No Other
If Yes, Explain:

Other Methods or Sources Used:
No Direct contsct with mvestigators in fSeld
If Yes, Explain:
No Consultstion with expert in the area of investigation
If Yes, Explain:
No Other methods or sources
If Yes, Explain:

5. Details of Animal Use:
1. Goals and objectives of your research

Inflammatory Sowel Disease (I8D). such as Crohn's Disease or Ulcerative Colltis, is charactenzad by 2 ifslong. relapsing
wnaﬂmm:mmmadigmwmndbm%dnﬂmpmnuusmmmm

interaction between genetic, environmental, and immuncicgic leading to infammation of the intestines. However, the
events and poor function in this patient population are stll unclear. A
body of evidence the synthesis of pro- and responding o the microbiota (Le. host bacterial

crudal pro-inflammatory cytolone that regulates the undertying immune response dunng many inflammatory diseases,
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including IBD. Anti-TNF-a treatments, such asmﬂhunabﬂ"f M)wm(mwm).mm
tested in some clinical trials of 1BD. Hi A such therapeutics was less than optmal and some patients
Mhuloumwmneummammﬂaantbwm Thus, other altemative treatments like TNFa
converting enzyme (TACE) inhibition could have clinical benefit in 1IBD. TACEbamwammmm
as a novel ta redu: the over production of TNFa 1BD. The treatment of mice
with TACE | mmu(ooc-%mnmmm Ivfamwym mw-uu—%m but not BALB/c. if
the hypothesis Is accepted, BALB/c mice may represent a pre-clinical model to heip improve therapeutics in patients who do
not respond to TNF inhibition.

If this application is a 1 ion of an ing project, state concisely how these goals differ from those in the original

. application and what was accomplished during the prior approval period. If this is a sew project, please indicate so.

Themmcmmwmwmmm or resistance toward TNF inhibiion in different mouse
strains. Also, a tissue culture method will be added to improve detection of TNF production (ex-vivo).

Note: the previous protocol dd perform some studies in the transgenic NF-KB lucfierase mouse on @ BALS/c background
strain. However, most of the work done on the previcus protocol was using wild type SALS/C strain. The continuation of this
protocol will attempt to determine differences in sensitivity towards TNF blockade in wild type SALS/c and wild type C5TBL/E mice.

"

Provide a concise overview of the experimental ipulations and d d on animatl
TN’dacrlpun’huldnllvwlhlACUCmitmnwuxﬂywhlwlbe-halﬂﬁ--uyinbm
3. experiment to the endpoint of the study.

1)Dextran Sodium Sulfate in drinking water (Days 0-7) to induce colitis. Delivery via 2 15 mi conical ube. This allows easy
measurement of amount of water consumed.

2) 2x daily intrapentoneal injections of vehide (citric acid saline) or TNF inhibstor (DPC-333)
3) Disease Activity Index (Days 0-7):
In response to DSS (colitis) treatment using either vehicle or TNF inhibition, 2 disease activity index will be measured. This

index Include body weight loss (scale of 1-4), stool consistency (scale 1-4), and blood in stool (scale 1-4). Each will recorded
dally on a scale before and during colitis to monitor overall coliis phenotype of the mouse.

4) Euthanasia

On day 7 mice will be anesthetzed by Isoflurane and the distal colon will be removed for analysis. Mice will then by
euthanized by cervical dislocation while under Isoflurane anesthesia.

6. Animal Care

1. Animal ID Method:
Yes EarTag
No Esr Punch
No Microchip
No Not Applicable
No Tattoo
No Toe Clip
No  Other

If Yes, Explain:

2. How will animals be itored and maintained?

Animals will be kept in a Centrally Managed Missouri State University (MSU) Vivarium. They will be monitored dally
by Vivarium staff and researchers and at least weekly by the Attending Veterinarian (AV). Mm'dl
rolllt:;.lho MSU - Laboratory Animal Standard Operating Procedures book. Environmental conditions and husbandry
nc!

« Light/dark cycle 12h/12h

« Temperature between 74 - 76°F

« Air changes between 10-15 per hour

+ Humidity between 30-70%

« Food and water ad libitum

« Animals housed 1/cage with cages changed at minimum once/week

If special monitoring has been arranged with DLAM facility supervisor, provide DLAM contact same:
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3. Should ORC contact the Pl or the emergency contact if animals are found dead? Yes

4. Indicate requests for special handling of sick and dead animals.

Sick animals: AV and Pl will be contacted and discuss possible treatment or euthanasia options.
Dead animals: AV and P! will be contacted and animals will be bagged to be placed in a refrigerator to be saved for
necropsy (If needed).
5. Special Housing
Will any special housing or care be necessary? No
If Yes, describe and list any deviations from standard ORC husbandry procedures, Guide recommendations or special animal
care needs.
6. Special Diets
Are special diets, additives to food and/or water, or antibiotics needed? Yes
If Yes, Describe and List Agents:
Administation of Dextran Sodium Sulfate (5%) in water for Induction of colitis.

Anesthetic Agent: Dextran Sodium Sulfate

Dosage: 5%
Route: Drinking water
Schedule: 7 days
Volume: 3-5 mi / day

7. Describe endpoints (time points, tumor sizes etc.) and/or the maximam time length of stady.

Day -2: Solo housed. Begin acclimation to 15ml conical tube delivery of drinking water
Day 0-7: Administration of Dextran Sodium Sulfate (5 percent) in drinking water for induction of colitis or control

drinking water
Day 0-1': Provide 2x dally intraperitonal injection of TACE inhibitor or control saline

Day 7: Sacrifice time point (Colitis and Control)

8. Describe the criteria used to determine when an animal should be removed from the stady prior its endpeint.
The Investigator will monitor body weights throughout the study to ensure that a mouse with excessive disease
(greater than 20 percent body weight loss) Is identified. However, this is not anticipated based upon Wirtz S et al,
n-:n:mwiolsmtnmuawmmmmmmmmm-ﬂummmm
and sacrifice:

If a mouse looks sick or unhealthy, the investigator or assistant will closely observe the mouse for fur
“crusty eyes", or inactive behavior. The Attending Vet will be notified of any adverse events and will be used for
consultation throughout this study.

9. Will animals be euthanized as part of the study? Yes

If No, Describe the final disposition:

If Yes, Answer all of the following questions:
Euthanasia Methods
No CO2-compressed carbon dioxide gas in cylinders and 2 physical method
No Barbiturate overdose
If Yes, Specify Dosage and Route:

Yes Overdose of Gas Anesthetic
If Yes, Specify Agent:
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No

No

No

No

PL

Isofiurane
Anesthesia - followed by physical euthanasia
If Yes, Specify Agent, Dosage, and Route:
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If any of the above have been checked, indicate the physical methods that are ssed to ensure animals are dead:

Cervical Dislocation

Cervical Dislocation performed with no anesthesia
If Yes, Justify:

Decapitation performed with no anesthesia
If Yes, Justify:

Other Methods
If Yes, Describe:

10. Would the PI be willing to make available extra animal tissues or organs to other PI's?

Yes

7. Anticipated Animal Pain & Distress

1. Are there any clinical, behavioral, or physiological manifestations expected to result from experi

Yes

If Yes, Answer all questions in this section.

a. Expected dinical and/or behavioral signs of pain and distress in animals:

Yes
Yes
Yes

Decreased weight
Changes in food/'water consumption
Decreased ambulation
Ruffled fur
Skin abnormality
Urinary problems
Hunched posture
Paw guarding
Porphyrin Staining
Lethargy
Diarrhea
Other

If Yes, Explain:

b. Methods of dealing with the above complications:

No
No
No
No
Yes

Analgesics

Anesthetics

Sedation or tranquilization
Increased bedding

Other
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If Yes, Explain:

The amount of body weight loss is an important consideration for the overall heaith of the
mouse. It is anticipated that the experimental mice may reduce food consumption and could
lose ~2-4 g of body mass (or ~10 percent) of body mass. Some diarrhea and minimal
dehydration Is also an anticipated outcome of the colitis. if body mass lost exceeds 20
percent, the mouse will likely be excluded from the study and sacrificed due to the excessive
consequences of the inflammatory stress. For mice experiencing 10 percent loss of body
mass, the investigator will not provide intervention as this is a potential outcome of the acute
colitis model.

Agents used in dealing with

Animals experiencing unrelieved pain or distress prior to the endpoint, as defined by institutional policy, must be humanely
2. euthanized, unless an ption to pelicy is requested and approved. Is exception reguired?
No
If Yes, Answer all questions in this section.

a. Criteria for euthanasia that will be used in this exception:

b. Scientific justification for not using an earlier endpoint:

12. Items not covered in other parts of the application

Potential Hazardous Materials used:

Ethanol
« Dextran sodium sulfate (DSS)
« 10 percent formalin
+ Hematoxylin and Eosin
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