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Centrifuge (preferably refrigerated)
Centrifuge tubes (1.5, 15, and 50 mL)
Hemocytometer
Needles (25G, 1 inch; 18G, 1.5 inch)
Parafilm
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14. Three days after E. coli injection, anesthetize the tadpole(s) by immersion in 0.1% tricaine
mesylate solution buffered with sodium bicarbonate (0.5 g/L).

Tadpoles will cease movement after 2–5 min. Wait an additional 1–2 min after cessation of movement to
ensure that animals are fully sedated.

Note that peritoneal leukocytes begin to accumulate within the first 24 h of injection (primarily granulo-
cytes) and isolating cells 3 d after injection is a suggested time.

15. Pipette APBS in 50 µL droplets onto a wide section of parafilm.

16. Gently place anesthetized tadpole(s) on their side on top of moist aquarium filter floss or a
moist sponge.

17. Following the procedures described in Steps 10–12, take up approximately one-third of the APBS
droplet into the tip of the needle (using a small rubber bulb) and inject it into the tadpole,
preferably into the same needle entry site.

18. Gently pull the liquid back into the needle and eject it into a 1.5 mL microfuge tube. Repeat twice,
with fresh APBS volumes and collect the total 50 µL of lavaged fluid into the same tube over ice.

19. Collect the isolated leukocytes by centrifugation at 600g for 10 min at 4˚C. Wash the cells with 1
mL APBS and collect by centrifugation at 600g for 10 min at 4˚C. Discard supernatants.

20. Resuspend the cells in a small volume (100–200 µL) of complete amphibian medium and
enumerate by hemocytometer counts using trypan blue exclusion viability stain.

Using stage NF 54 tadpoles, the yield should be �1–5 × 106 cells.

Injection of Adult Xenopus laevis with Heat-Killed E. coli and Peritoneal Leukocyte Collection

21. The day before injections, isolate the animals to be used in the experiment from general housing
and house separately overnight.

22. The following day, anesthetize the adult X. laevis by immersion in 1% tricaine mesylate solution
buffered with sodium bicarbonate (0.5 g/L).

FIGURE 1. (A) Peritoneal injection and lavage of a X. laevis
tadpole. (B) Peritoneal injection and lavage of adult X. laevis.
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DISCUSSION
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