A . D Processing Tissue for
Preparation of “Fe-Tf *Fe-Tf Administration SEe-Tf quantitgtion by ICP-MS
Dissolve *Fe ‘Q Set up timed Weigh placenta,
50 pL/mL HCI ; pregnancy embryo liver
. Reconstitute apo-Tf -Q ry
60 °C, 1h E17.5 i
500 mg apo-Tf : - record weight
4 mL 1x Tf-load buffer transfer tissue to
Oxidize and . ;
evaporate y

screw-cap tube
¢ Prep *Fe-Tf syringe

35 pg/uL in saline
100 pyL/mouse

60 °C, cap off

Load apo-Tf with *Fe

A\
Add PPS and
homogenize
" 400 pL PPS,
to "Fe-NTA tube, .a@m > Anesthetize mouse
Reconstitute *FeCl, add 4 mL apo-Tf N
100 HM in Hzo add 4 mL apO-Tf )

0.53 N HCI, 5.3% TCA
, 5% isoflurane,
2 L/min O,, 2 min
NOTE: color change
l 150 pL

100 uM *FeCl,

hgr Retro-orbital Dissociate
l injection Fe from Tf
Remgve monitor recovery 100 °C, 1h
Prepare *Fe-NTA unzou?d Fgﬂ{ﬁ
+150 pL 500 mM NTA and release
+200 pL 5x Tf load buffer tj

cool at RT, 2 min
+480 pL ultra-pure H,0 Amicon ultra-15 filter ¢ Tissue Collection
2,500 x g, 15 min RT
+20 pL 1 M NaHCO,
RT, 5 min

wash: 1x Tf-load buffer x2
saline x1

Pellet Tissue

Debris
17,000 x g, 10 min

‘ Euthanize mouse

6 h post-injection

*Fe-Tf
Syringe filter (0.22 ym) : ollect placenta,
calculate concentration / embryo liver
store at4 °C

Snap Freeze
2 mL tube,
liquid nitrogen
store at -80 °C

Transfer supernatant
to new tube
Sup: non-heme *Fe
Pellet: heme *Fe

Send off for
ICP-MS
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