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Figure S1. Flow cytometry analysis for identification of endogenous CD4+ cells with 1-A*:2W1Sss.65
specificity, Related to Figure 1. Single cell suspensions of spleen and lymph nodes were combined, stained with
I-Ab:2W1S tetramer and anti-fluorochrome antibody beads, and enriched through magnetic columns. The column
bound fraction and flow-through were separately stained using fluorochrome conjugated antibodies for cell surface
and intracellular/intranuclear staining, and analyzed using the following gating approach. Dump panel includes anti-

F4/80, anti-CD11b, anti-B220, anti-CD11c antibodies.




P1 P2 P3 P4

PormRNA [ E1 [ E2 [ E3 [ E4 | E5 | E6 | E7 | E8 |-AAAAAAAAAAAAAA
< ..... < .....
Pgr RT Oligo dT
Primer Primer
P1 P2 P3 P4
0- 07 0+ 0 o
_5_(%& 5_%& _5_%& 5| B0 *8
% -104 dekkk -104 . -104 e, =101 P,
<
-151 -15 -15 -15
0o ‘ ‘ ‘ ‘
| &8 ol P ol & 204 -
20 = 20 5 20 20
'25 T T T T '25 T T T T ‘25 T T T T '25 T | T T
O o™ & g\“ o O\ o™ RO,
\‘\‘g o Q\@ o Q\(Q» o Q\x o NI GO IN Y2000 N 2o
Qe Vow® @ Vo Qe Vow® P o
P1 P2 P3 P4
T 407 .. 40+ 40 40+
9') r
S 2 301 ® 301 30 30
S = L] Hkk
Iz — k% —
S 5 201 ° 20 e 204 " 20+ o
o O T4 °
S & e . o
8 10{ ¥ 10 2 10- ¥
I} . i
S olde® ol ol TE ol &
SN W2, oo SN V2, oo
\)\QJ‘ %Q\e N QQ\Q 0\8‘ 69\6 \)\G‘ %Q\G

Figure S2. Pregnancy induced nuclear progesterone receptor expression amongst splenocytes, related to
Figure 1. Schematic illustrating the 8 exons of nuclear progesterone receptor mRNA and exon-spanning probes
(P1, P2, P3, P4) used for detection by RT-PCR (top). Nuclear progesterone receptor mRNA levels in the uterus
(blue) and spleen (red) of virgin compared with midgestation (E11.5) pregnant mice. The ACT was calculated for
each sample by subtracting the PR probe CT value from the Beta Actin CT value for the same sample. PR fold-
change during pregnancy in the uterus and spleen was calculated using the 2-*2€T method and normalizing to the
average ACT value of virgin samples for each tissue. These data are from at least three independent experiments
each with similar results, with each point representing data from an individual mouse. Bar, mean + SEM.
***p<0.005, ****p<0.001
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Figure S3. Flow cytometry analysis for identification of decidual CD8+ cells with H-2K*:OVA:57.264
specificity, related to Figure 3. Single cell suspensions of the decidua of each concepti were combined from
C57BL/6 mice during allogeneic pregnancy sired by 2W1S-OVA expressing males on the Balb/c background,
stained with fluorochrome conjugated H-2Kb:OVA tetramer plus antibodies for cell surface and
intracellular/intranuclear staining, and analyzed using the following gating approach, with CD4+ cells serving as a
negative control. A similar approach staining with fluorochrome conjugated I-Ab:2W1S tetramer was used for
identification of decidual CD4+ cells with I-A*:2W1S specificity by gating on CD4+ cells, and using CD8+ cells as a
negative control. Dump panel includes anti-F4/80, anti-CD11b, anti-B220, anti-CD11c antibodies.



