1. Supplement  media CO2 independent media with Fetal Bovine serum, l-glutamine, antibiotics, and ascorbic acid

2. Aliquot 40 ml into 50 ml centrifuge tubes (1 for each tendon)

3. Aliquot 10 ml into 15 ml centrifuge tubes (1 for each tendon)

4. Sterilize surgical tools, autoclave sheets, tweezers and torque wrench in autoclave

5. Sterilize clamps and force micrometer tips by soaking in 70% ethanol overnight
6. Harvest tendons from the rear paws of the rabbit. Rabbit should have been euthanized no more than 2 hours ago.
7. Place tendons in 15 ml centrifuge tube filled with media
8. Lay out a sterilized autoclave sheet to establish a sterile field

9. Measure cross sectional area of tendon
a. Place micrometer tips on micrometer, align properly

b. Grip tendon by the ends
c. Fit thinnest tendon section in groove

d. Have assistant place 50g weight

e. Wait 30 seconds, read thickness (CSA = thickness x 1.3)

10. Place tendon back in 15 ml centrifuge tube

11. Repeat with each tendon to be loaded

12. Remove actuator from base

13. Cut two 15mm by 40mm strips and one 3mm by 5 mm piece from sterile gauze for each tendon

14. Roll each strip tightly and place between the grooves of the distal clamp

15. Remove tendon from centrifuge tube and place on clamp, the distal end of the tendon on the distal clamp and the fibrocartilage region of the tendon on the proximal clamp
16. Place 3x5 gauze piece on top of the distal end of the tendon, and secure the clamp. 

17. Secure proximal clamp, ensuring tendon remains aligned between the clamps and with enough slack that it is not under tension when clamps are tightened. Tighten clamps to 1N-m
18. Place 50ml centrifuge tube with media in base

19. Place actuator in base

20. Repeat with each tendon to be loaded

21. Place base over water bath

22. Loading Protocol

a. Precondition tendons

b. Apply 0.5N load, measure tendon length (this is the gauge length)

c. Apply cyclic loading

23. Remove actuator from base

24. Release tendon from clamps

25. Process tendon

