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Control 0.1 pg/mL p-value? 1 pg/mL p-value?
Time to Parturition 19.0 £ 0.00 18.9+£0.18 0.89 19.0 £ 0.00 1.0
Dam Weight GDO 18.3£0.24 18.6 £ 0.48 0.82 18.4 £ 0.32 0.96
Dam Weight GD7 20.8 £0.35 21.5£0.47 0.39 21.3+0.32 0.68
Dam Weight GD14 27.6 £0.35 29.2 £ 0.69 0.14 29.2+£0.42 0.18
Dam Weight PND2 25.1£0.42 26.0 £0.48 0.28 26.3+£0.29 0.17

Supplemental Materials, Table S1. Mean time to parturition and dam body weight before, during, and 2 days after giving birth.
Time to parturition indicates the number of days between gestational day (GD) 0 and birth of pups. Dams were weighed on GDO, 7, 14, and
2 days after parturition (PND2). Data represent the means from 10 dams in each treatment group. *Compared to dams drinking control
water.



Female vs. Female vs. Female vs.
Female 1 pg/mL vs. Male 1 pg/mL vs. Male Male Male
Female 0.1ng/mL vs. Control Male 0.1pg/mL vs. Control Control Control Control 0.1 pg/mL lug/mL
Cell type Control 0.1ug/mL p-value? Control 0.1ug/mL p-value? 1 pg/mL p-value? 1 pg/mL p-value? p-value® p-value® p-value®
MLN Cells
Cell Number | 7708333 8505000 + 0.87 5128500 + 4698750 0.85 7533150+ | 0.99 5384500 0.95 0.36 0.01* 0.15
1097424 1137502 518984 430391 1040419 + 972929
CDA4* T cells | 1450263 + 128895 + 0.78 637990 + 534007 + 0.64 1281035+ | 0.76 667462 + 0.97 0.001* 0.001* 0.005*
168394 179973 90913 38120 150390 107956
Th2 cells 22181 + 27799 + 0.49 7975 9084 +469 | 0.76 20802 + 0.96 8137 0.99 0.003* <0.0001* 0.002*
3585 3679 1008 2920 1669
Th17 cells 25316 = 56982 + 0.008* 12343 11248 0.71 37912 = 0.39 15922 0.81 0.001* 0.01* 0.52
3239 9006 4758 2316 7257 4838
Tregs 117598 = 88245 + 0.26 60761 + 46341 + 0.51 97642 + 0.53 62711 + 0.99 0.01* 0.01* 0.06
12010 12673 11006 5405 13330 10343
BAL cells
Macrophages | 44808 + 179845 0.002* 92538 + 121104 = 0.61 126768 = 0.047* 112601 = 0.79 0.69 0.17 0.63
8681 32636 18232 25160 23430 18138
Eosinophils 174123 + 476702 £ 0.02* 421327 £ 662437 + 0.32 305157 0.41 538508 + 0.77 0.52 0.32 0.01*
63817 93240 102220 150330 45367 72394
Neutrophils 18141 83090 = 0.12 31046 = 35931 = 0.94 49694 + 0.59 40424 + 0.82 0.99 0.19 0.58
7747 34974 9986 9277 10276 13096
Lymphocytes | 40426 + 95771 0.04* 48126 + 71727 + 0.64 54381 0.78 56912 + 0.94 0.99 0.45 0.88
13250 17938 12505 24996 11835 12799

Supplemental Materials, Table S2. The number of immune cell populations in male and female offspring after HDM sensitization and challenge.
At maturity (6-8 weeks of age), 9-10 female and 9-10 male offspring from each developmental exposure group were sensitized and challenged with house
dust mite (HDM). Within each group, offspring of the same sex were from a different treated dam. Flow cytometry was used to identify CD4* T cells in the
MLN, based on the following parameters: as CD4* T cells (CD3"CD4%); Th2 cells (GATA3*CD4%); Thl7 cells (RORyt"CD4"); Tregs
(Foxp3*CD25*CD4"). Differential cell counting was used to enumerate eosinophils, macrophages, lymphocytes, and neutrophils in the BAL. The mean
number of cells + SEM is shown. 2Mixture-exposed group compared to control group within the indicated sex. PFemale versus male offspring of dams
given the indicated concentration of the mixture. *Demarcates p <0.05.




Female vs. | Female vs. | Female vs.
Female 1 pg/mkL vs. Male 1 pg/mL vs. Male Male Male
Female 0.1 pg/mL vs. Control Male 0.1 pg/mL vs. Control Control Control Control 0.1 pg/mL lpg/mL
Cell type Control 0.1pug/mL | p-value? Control 0.1pg/mL | p-value? | 1 ug/mL p-value? 1 pg/mL p-value? p-value® p-value® p-value®
MLN Cells
CD4* T cells 1902 * 15+0.56 | 0.02* 12+£091 | 12+0.62 0.80 18+1.2 0.39 13+ 0.61 0.92 :0'0001 0.048* 0.004*
Th2 cells é'ggi 2.2+0.15 | 0.0003* (1)"211t 18+0.20 | 0.20 1.6+0.09 0.82 1.2+0.09 0.77 0.9 0.37 0.45
201+ 1.7+ 2.65 % 0.40
Th17 cells 0234 3.7+£0.35 | 0.001* 0.32 24+066 | 0.75 2.99+0.277 | 0.04* 1.04 0.61 1.0 0.98
Tregs g'ggi 6.8+0.19 | 0.005* g'if 85+0.73 | 046 7.6 £0.37 0.24 9.3+0.22 1.0 0.50 0.08 0.06
Treg:Th2 8'231 32+021 | <0.0001* | 88+15 | 54075 | 0.09 4.9+0.35 0.003* 8.4+0.88 0.98 0.13 0.42 0.049*
. 56+ 6.7 % 6.05 * 6.19 = 0.01*
Treg:Thl7 051 29+0.25 | 0.0001* 0.80 199 0.89 3.5+£0.35 0.001* 102 0.93 0.13 0.01*
BAL cells
0.24 + 0.24 0.26 + 0.17 023+ 1.00
Macrophages 005 004 0.99 0.07 003 0.63 0.23 £0.02 0.98 007 0.94 0.22 0.93
. . 051+ 0.55 + 0.62 = 0.696 = 0.66 = 0.72 -
Eosinophils 0.06 0.04 0.78 0.07 015 0.67 0.58 £0.02 0.43 007 0.92 0.03 0.35
. 0.06 £ 0.08 £ 0.04 = 0.06 £ 0.05+ 0.99 -
Neutrophils 001 002 0.40 0.01 001 0.81 0.09+0.01 0.30 002 0.99 0.42 0.01
0.13 0.12 + 0.08 = 0.07 = 0.07 = 0.09
Lymphocytes 002 002 0.95 001 001 0.90 0.09 £0.01 0.27 001 0.77 0.01* 0.10

Supplemental Materials, Table S3. The percentage of immune cell populations in male and female offspring after HDM sensitization and
challenge. At maturity (6-8 weeks of age), 9-10 female and 9-10 male offspring from each developmental exposure group were sensitized and
challenged with house dust mite (HDM). Within each group, offspring of the same sex were from a different treated dam. Flow cytometry was used to
identify CD4* T cells in the MLN, based on the following parameters: as CD4* T cells (CD3"CD4%); Th2 cells (GATA3*CD4%); Thl7 cells
(RORyt*CD4%); Tregs (Foxp3*CD25*CD4"). Differential cell counting was used to enumerate eosinophils, macrophages, lymphocytes, and neutrop hils
in the BAL. The mean percentage of the indicated cell type + SEM is shown. @Mixture-exposed group compared to control group within the indicated
sex. "Female versus male offspring of dams given the indicated concentration of the mixture. *Demarcates p <0.05.




Female Female vs. Female vs.

Female 1Ing/mL vs. Male Ing/mL vs. vs. Male Male Male

Female 0.1pg/mL vs. Control Male 0.1pg/mL vs. Control Control Control Control | 0.1 pg/mL lug/mL

Cell type Control 0.1pg/mL vaFI)l;ea Control 0.1pg/mL va[I)L-Jea lpg/mL vaFI)l;ea 1ug/mL va[I)L-Jea p-value® | p-value® p-valug®
b, s | s | ggp | e | sommn: | gy | | opy | 40| 0 | e | o | o
Thicells | B335 | SIT02% | ggy | OLZBSx | OVBE | ggr | BUEEE | g7 | METE | 0a1 | 082 0.04* 0.03*
Th2 cells 3?3'15?; 4?26?91 0.77 322;'9“ 4587 +519 | 031 1%1;1' 0.55 2933* 092 | 0001* | <0.0001* |  <0.0001*
Thazcells | 12902 | 1380LE 1 ggy | 48x ] SOAE | ggg | BLE ) ozs | RTE | 099 | 03 0.05 0.12
Tth cells 2%92‘;? 52;§égi 0.73 288%5781i 31727%72i 0.97 317259f; 0.97 172%%? 051 | 001* 0.01* 0.001*
NFC)%?IC SO0 | s30x7s7 | 098 | MLSE | WBE ) gg9 | BEE | ges | 0P | 019 | 001 0.01* 0.20

Supplemental Materials, Table S4. The number of T cell sub-populations in male and female offspring after infection. At maturity (6-8
weeks of age), 9-10 female and 9-10 male offspring from each developmental exposure group were infected (i.n.) with influenza A virus
(HKx31; H3N2). Within each group, offspring of the same sex were from a different treated dam. Flow cytometry was used to identify T cells
in the MLLN, based on the following parameters: CD8* T cells (CD3*CD8*); CTL (CD44"CD62L'°CD8"); NP-specific CD8* T cells (D°NPs3gs-
374'CD8%); CD4* T cells (CD3*CD4%); Th2 cells (GATA3*CD4%); Thl7 cells (RORyt*CD4%); Tfh (CXCR5*PD-1* CD4%); Tregs
(Foxp3*CD25*CD4"). The mean number + SEM are shown. 2Mixture-exposed group compared to control group within the indicated sex.

bFemale versus male offspring from dams given the indicated concentration of the mixture. *Demarcates p <0.05.




Female vs. Female vs. Female vs.
Female 1 pg/mL vs. Male 1 pg/mL vs. Male Male Male
Female 0.1 pg/mL vs. Control Male 0.1 pg/mL vs. Control Control Control Control 0.1 pg/mL lpg/mL
Cell type Control 0.1ug/mL vaFI)l;ea Control 0.1pg/mL vaFI)l-Jea 1pg/mL vaFI)l;ea 1lpg/mL vail)l-Jea p-value® p-value® p-value®
o4 Teells | 100 | MO oge | TAS% 454103 | 018 | 16x11 | 093 | {hs | 097 | 043 10 0.30
Thicells | O%2% | 00T | oes | L0 |11xoa1| oso | O%°F | oss | TR2T | oso 0.81 0.07 0.12
Thacells | oo | O | oss | 0050k | 00T | g00ax | OO0 | 0ge | %DI8E | 004 | <00001 | <0.0001* | <0.0001*
Thi7 cells O('f(l)ff 0('):_”;‘233* 0.96 O(')%Bi 0(')(_)8; 0.88 O(')?gsi 0.99 Ob%ézi 0.99 0.53 0.22 0.48
Tregs %‘_6181 15+0.14 | 091 %‘if 18+0.13 | 0.99 %.113 0.19 %_%Z:f 0.58 0.98 0.90 1.0
Tth cells 0(')(_)3; 0('%; 0.77 O(')‘_‘gsi Ob‘llgsi 0.93 0('%; 0.89 0(.;.1(?61 0.99 | <0.0001* | <0.0001* | 0.0001*
CD8" T cells %‘_ili 41+045 | 0.90 %‘_’é‘ég %1673;“ 0.40 ‘gég 0.67 %(_);1595 0.99 | <0.0001* | <0.0001* | <0.0001*
CTL Oé%g’li 06%0521 0.99 %é; Oc'fff 0.56 06?371 0.10 ob?gf; 0.69 | <0.0001* | 0.003* 0.01*
e | 00w | U8 | | Or | %% | am | Sif o | S | om | oo | o | om

Supplemental Materials, Table S5. The percentage of T cell sub-populations in male and female offspring after infection. At maturity
(6-8 weeks of age), 9-10 female and 9-10 male offspring from each developmental exposure group were infected (i.n.) with influenza A virus
(HKx31; H3N2). Within each group, offspring of the same sex were from a different treated dam. Flow cytometry was used to identify the
indicated T cell types in the MLN, based on the following parameters: CD8* T cells (CD3*CD8"*); CTL (CD44"CD62L'°CD8*); NP-specific
CD8* T cells (D°NPsg6-374*CD8*); CD4* T cells (CD3*CD4*); Th2 cells (GATA3*CD4*); Th17 cells (RORyt*CD4*); Tfh (CXCR5*PD-1*
CD4%); Tregs (Foxp3*CD257CD4*). The mean percentage + SEM is shown. ®Mixture-exposed group compared to control group within the
indicated sex. PFemale versus male offspring from dams given the indicated concentration of the mixture. *Demarcates p <0.05.




Female

Female Female
Female 0.1pg/mL vs. Control Male 0.1pg/mL vs. Control Female lng/mL vs. Male Ing/mL vs. vs. Male | > Male vs. Male
Control Control 0.1
Control lpg/mL
pg/mL
- a p- - b p- p- R b - b R b
Cell type Control 0.1ug/mL p-value Control 0.1pg/mL value® p-value value® lpg/mL value® p-value p-value p-value
DAY 7
13037500 + 11778571 + 13103125 + 13396875 + 11818750
MLN cells 9978571 + 1246035 1031675 0.21 1486431 1663959 0.74 1605984 0.15 + 1030622 0.99 0.95 0.92 0.41
+ 1803307 + 2005097 + 1970091 + 1748992 +
CD4* T cells 1525836 + 219598 1658047 + 188466 0.91 183874 305007 0.84 257145 0.37 999954 0.99 0.97 0.90 0.98
50130 £ 94160 + 41334 + -
Thl cells 90810 + 30735 162232 + 34164 0.22 13281 37254 + 5272 0.58 19381 0.99 7628 0.77 0.79 0.01 0.52
Th2 cells 1673 + 337 1313 + 185 0.81 1770 + 224 2815+ 974 0.48 1997 + 566 0.84 122729‘)19; 0.19 1.00 0.27 0.91
74398 £ 116230 + 78659 £
Th17 cells 69154 + 5892 72420 * 15035 0.99 6687 80427 + 8591 0.88 29938 0.15 10310 0.94 0.99 1.0 0.36
0.68 160451 + 213183 % 200500 + 163910 +
Tregs 130587 + 16380 159616 + 19831 15644 31461 0.28 31538 0.13 17532 0.99 0.96 0.83 0.88
DAY 21
13103571 + 12406594 + 11545625 + 10905625 + 14875313 = 14059375
MLN cells 1545669 1380055 0.9 2873425 2157050 0.98 2150489 0.76 + 2080860 0.74 0.8 0.99 0.99
+ 1688515 + 1567659 + 2364883 + 2050241 +
CD4* T cells 2135186 + 280250 1729275 + 192064 0.58 353411 287275 0.96 1615598 0.84 283712 0.69 0.48 0.99 0.81
19248 + 65723 + 28353 £
Th1l cells 67862 + 16381 94961 + 24133 0.57 4454 20392 + 5197 0.99 12496 0.99 4974 0.40 0.05 0.95 0.89
Th2 cells 2177 £ 349 1234 + 153 0.09 415+ 115 375+ 94 0.97 1882 + 365 0.77 611+ 144 0.49 0.0003* 0.52 0.13
55322 53921 * 141889 + 85498
Th17 cells 123129 + 21883 91393 + 11430 0.51 17380 13712 0.99 24496 0.79 15768 0.38 0.02* 0.60 0.21
231943 + 217953 £ 270879 283672 +
Tregs 233309 * 36518 193893 + 25318 0.73 53240 42181 0.97 44271 0.75 40044 0.71 0.74 1.0 0.97
DAY 42
16756250 = 15902778 + 9770000 + 23322222 + « 18863889 + 15780500
MLN cells 3019859 2171435 0.9 1710798 3489954 0.002 1647874 0.80 + 2086808 0.21 0.34 0.27 0.94
+ 1710725 + 3362214 + - 3462128 + 2379627 +
CD4* T cells 3006056 + 546306 2827342 + 410654 0.95 977970 484674 0.01 979403 0.73 282119 0.37 0.19 0.92 0.34
71941 + 186874 + - 108376 + 117446 +
Thl cells 112823 + 28704 92899 + 16695 0.77 14380 34465 0.02 14302 0.99 30449 0.46 0.85 0.10 0.99
Th2 cells 1918 + 388 1198 + 186 0.25 890 + 185 1595 + 276 0.05 2118 + 326 0.89 1020 + 133 0.89 0.07 0.88 0.03*
37338 81499 « 183473 + 64574 + - - -
Th17 cells 172501 + 26431 174585 + 30157 0.99 9751 10623 0.01 19926 0.95 10246 0.15 0.0001 0.01 0.001
228291 + 442805 + 457275 329128 +
Tregs 368823 + 59889 365668 + 47395 0.99 37780 60917 0.01* 36033 0.41 10734 0.28 0.32 0.86 0.38

Supplemental Materials, Table S6. The number of CD4* T cell subsets in developmentally exposed mice after MOG peptide administration.
At maturity (6-8 weeks of age), EAE was induced in 8-10 female and 8-10 male offspring from each developmental exposure group. Within each
group, offspring of the same sex were from a different treated dam. Mice were sacrificed 7, 21 or 42 days after MOG peptide administration, and
flow cytometry was used to identify CD4* T cells in the cervical lymph nodes, based on the following parameters: CD4* T cells (CD3*CD4*); Thl
cells (Thet*CD4%); Th2 cells (GATA3*CD4*); Th17 cells (RORyt"CD4*); Treg (Foxp3*CD25*CD4*). The mean percentage £ SEM is shown.
aMixture-exposed group compared to control group within the indicated sex. "Female versus male offspring from dams given the indicated
concentration of the mixture. *Demarcates p <0.05.




Female 1pg/mL vs Male 1pg/mL vs Female vs. Fenl\:lal:: *| Female vs.
Female 0.1pg/mL vs. Control Male 0.1pg/mL vs. Control Hg ' HY ' Male ale Male
Control Control Control 0.1 Tua/mL
pg/mL HY
p- p- p- p- ~ b ~ b ~ b
Cell type Control 0.1ug/mL value? Control 0.1pg/mL valuet 1ug/mL valued 1ug/mL valuet p-value p-value p-value
DAY 7
CD4* T cells 15+0.67 13+0.49 0.03* 16+17 154069 | 087 | 15:071 | 093 15412 0.76 0.98 0.57 1.0
Thi cells 0.86 % 0.25 13+0.28 0.47 0424009 | 0.29+003 | 024 0(')632; 087 | 033%003 | 052 0.33 0.01* 0.68
0018 0.015 + 0011+
Th2 cells 001740002 | 00100001 | 008 | 0.016%0.002 o 0.82 0 0.77 o 0.49 0.99 0.23 0.84
Thi7 cells 0.75+ 0.06 0.54 % 0.09 0.21 067007 | 0.63£004 | 089 | 0.86+009 | 061 | 067+006 | 099 0.99 0.99 0.47
Tregs 13004 12009 0.77 15+017 16007 | 068 | 15011 | 034 | 14211 | 097 0.95 0.65 0.99
Treg:Thi 20+078 12+018 0.15 432079 61:084 | 020 | 29:067 | 099 | 45%053 | 097 0.65 0.01% 0.72
Treg:Th2 84+ 10 12612 0.34 95+92 11619 | 066 | 133£33 | 024 | 143%18 | 013 0.99 0.97 0.99
Treg:Th17 18+0.14 26+032 0.05 224019 26+019 | 041 | 18015 | 099 | 22%029 | 098 0.94 0.99 0.70
DAY 21
CD4" T cells 16 +057 14+ 065 0.15 16+12 154069 | 056 | 16+062 | 099 | 15071 | 062 0.94 0.82 0.26
Thi cells 41+11 58+17 0.57 11+014 12+013 | 096 | 32073 | 088 | 15£039 | 050 0.50 0.69 0.98
Th2 cells 0.11+0.01 007001 | 004% | 00270005 oéogg; 068 | 008+001 | 024 odogg 4* 0.87 <0.0001* 0.03* 0.04*
Thi7 cells 5.7+0.38 5.3+ 0.46 0.79 29+041 344038 | 061 %%‘;g 082 | 41+032 | 009 <0.0001* | <0.0001* | 0.0001*
Tregs 10.5 + 0.608 11+ 056 0.76 13+047 14+039 | 067 | 11+047 | 054 | 14+064 | 075 0.84 0.99 0.93
Treg:Thi 5.2+0.85 52312 1.0 1313 13+15 | 098 oo 084 | 11:14 | 073 0.07 0.41 0.78
Treg:Th2 122+23 168+ 16 0.40 739+ 232 720£102 | 099 | 194+32 | 041 | 541+75 | 064 0.01* 0.03* 0.47
Treg:Th17 1.9+0.10 23+0.73 0.13 5.2+0.63 45+051 | 059 1091613? 095 | 35+028 | 007 <0.0001* | 0.0004* 0.10
DAY 42
CD4" T cells 18057 1780951 | 092 18+13 155005 | 006 | 18:032 | 095 | 162077 | 018 1.00 0.20 0.22
Thi cells 34034 32+032 0.83 42+061 55+054 | 041 | 31:022 | 071 | 47%087 | 087 0.92 0.35 0.82
Th2 cells 0.06 + 0.01 0.04 % 0.01 0.06 0.01+0.01 obogggi 069 | 006+001 | 079 06061331 0.44 0.92 0.99 0.08
Thi7 cells 6.01 = 0.384 6030364 | 099 203£0260 | 25%028 | 047 | 532043 | 044 | 27:032 | 028 <0.0001* | <0.0001* | <0.0001*
Tregs 134071 13+037 0.79 13+026 13+034 | 099 | 13:034 | 078 | 14043 | 064 0.95 0.34 0,51
Treg:Thl 401+ 0445 45046 0.69 38056 27+035 | 024 | 44+031 | 074 | 36%045 | 094 0.99 0.07 0.74
Treg:Th2 217+ 25 343149 0.09 324160 208+25 | 089 | 25638 | 077 | 330%24 | 089 0.44 0.97 0.78
Treg:Thi7 21+007 23+021 0.82 78+11 57+047 | 022 | 26019 | 016 | 59+073 | 027 <0.0001 0.01% 0.01*

Supplemental Materials, Table S7. The percentage of CD4* T cell subsets in developmentally exposed mice after MOG peptide administration.
At maturity (6-8 weeks of age), EAE was induced in 8-10 female and 8-10 male offspring from each developmental exposure group. Within each
group, offspring of the same sex were from a different treated dam. Mice were sacrificed 7, 21 or 42 days after MOG peptide administration, and flow
cytometry was used to identify CD4* T cells in the cervical lymph nodes, based on the following parameters: CD4* T cells (CD3*CD4*); Thl cells
(Thet*CD4%); Th2 cells (GATA3*CD4*); Thl7 cells (RORyt*CDA4%); Treg (Foxp3*CD25*CD4"). The mean percentage = SEM is shown. 2Mixture-
exposed group compared to control group within the indicated sex. PFemale versus male offspring from dams given the indicated concentration of the
mixture. *Demarcates p <0.05.
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Supplemental Materials, Figure S1. Effects of developmental exposure to chemicals associated with UOG on survival
following primary influenza virus infection. At maturity (6-8 weeks of age), 9-10 female and 9-10 male offspring from each
exposure group infected with influenza A virus (HKx31; H3NZ2). Within each group, offspring of the same sex were from a different

treated dam. Post infection survival for (A) female and (B) male offspring was recorded daily for 9 days. There were no statistically
significant differences in survival among same sex offspring.
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