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Transmission of allergen-specific IgG and IgE
from maternal blood into breast milk visual-
ized with microarray technology

To the Editor:

Data from experimental animal models have previously shown
that allergen-specific IgG antibodies are transmitted from the
mother to the offspring via breast milk'~? and have provided evi-
dence that the transmitted allergen-specific IgG antibodies protect
specifically against allergic sensitization.” In some studies, it has
been demonstrated for humans that breast-feeding has a prophy-
lactic effect against atopic disease but there are also reports
arguing against this and the underlying mechanisms are not
known.” There is evidence that IgG antibodies against bacterial
antigens (ie, pneumococcal antigens) are transferred from the
blood of mothers into their breast milk.* Furthermore, it was
possible to detect IgA and IgG against different food antigens
in human serum, saliva, colostrums, and milk samples.5 Another
study found that total IgE levels in breast milk and blood were
associated but allergen-specific IgE was not analyzed.’

With the FP7-funded European Union research program
Mechanisms of the Development of ALLergy (MeDALL;
http://medall-fp7.eu/), we have recently developed a microarray
containing a large number of purified natural and recombinant
respiratory, food, and insect allergens that allows highly sensi-
tive measurement of allergen-specific IgE and IgG levels with
minute amounts of blood.” A major advantage of the microarray
technology is that it allows one to measure antibody reactivities

© 2014 The Authors. Published by Elsevier Inc. on behalf of the American Academy of
Allergy, Asthma & Immunology. This is an open access article under the CC BY
license (http://creativecommons.org/licenses/by/3.0/).
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FIG 1. Comparison of allergen-specific IgG levels (ISAC standardized unit
[ISU]) measured in different plasma dilutions of 4 mothers with allergen-
specific IgG levels in their breast milk samples.

toward a large panel of different allergens. Here, we investi-
gated whether the MeDALL chip is suitable for (1) the measure-
ment of allergen-specific IgG and IgE levels in human breast
milk samples, (2) whether there is a transmission of allergen-
specific antibodies from blood into breast milk, and (3) whether
the reactivity profile of allergens recognized by antibodies in
blood and milk is similar. For this purpose, we analyzed plasma
and breast milk samples from sensitized (n = 23) and nonal-
lergic mothers (n = 6) from the ALADDIN birth cohort.®
None of the mothers was on allergen-specific immunotherapy.
Maternal blood samples were collected in the period around
delivery (—1 to +2 months), and the breast milk samples
were obtained 2 months after delivery. The study was approved
by the local Research Ethical Committee, and written informed
consent was obtained from all families.

The breast milk samples were centrifuged for 10 minutes at
2500g before use to remove the lipids. For comparison of IgG
titers in plasma and breast milk, the plasma samples were diluted
1:50, 1:100, 1:200, and 1:400 before analysis. Microarrays were
incubated with 30 pL of the plasma dilutions or undiluted breast
milk samples and allergen-specific IgG and IgE antibodies were
detected with fluorophore-conjugated anti-IgG and anti-IgE
antibodies, respectively.” The fluorescence intensities were
measured with a biochip scanner. Results were expressed in
ISAC standardized units (Thermofisher, Uppsala, Sweden).
Correlation coefficients were calculated with SPSS.

Detailed analysis of allergen-specific IgG and IgE levels in
plasma and breast milk samples indicated that allergen-specific
IgG antibodies are transmitted from the blood into breast milk in a
highly specific manner and that breast milk IgG mirrored the
profile of IgG reactivity in the blood (see Fig El in this article’s
Online Repository at www.jacionline.org). A comparison of
allergen-specific IgG levels measured in 4 plasma dilutions with
that of undiluted breast milk samples (Fig 1) indicated that
allergen-specific IgG levels in breast milk were approximately
200- to 400-fold lower than in plasma. Allergen-specific IgG re-
activities in plasma and breast milk were significantly correlated;
for the 1:200 dilution, Spearman correlation coefficient was 0.608
(P <.001) and for the 1:400 dilution, Spearman correlation coef-
ficient was 0.604 (P <.001) (Fig 2). Detailed results are displayed
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FIG 2. Correlation of allergen-specific IgG levels (ISAC standardized unit [ISU]) in plasma samples (left.
dilution 1:200; right: dilution 1:400) from 4 mothers (the donors are labeled in different colors) with
allergen-specific IgG levels in their corresponding undiluted breast milk samples.

for each allergen in the heat map (Fig E1). For the vast majority of
allergens, plasma- and milk-derived IgG antibody reactivities
were correlated. However, in certain instances (eg, milk allergens
recognized by donor 3), specific IgGs were high in plasma but did
not appear in milk; in some other cases, allergen-specific IgG was
detected only in milk but not in plasma (Fig E1). Possible expla-
nations for lack of allergen-specific IgG binding in milk are that
certain antigens are present in milk and inhibit IgG
binding and/or low affinity/avidity of IgG may prevent binding
despite high titers in blood. In fact, the presence of certain respi-
ratory and food allergens in breast milk has been recently demon-
strated.”'” However, milk-specific IgG may appear because of
local IgG production without corresponding IgG in blood.

The presence of allergen-specific IgG in breast milk may be
due to specific transmission of allergen-specific IgG from the
blood of mothers into their breast milk or eventually because of
local production. For transmission, active transport by the IgG
receptor FcRn, which in fact is expressed in the human mammary
gland,'" and/or transudation from blood into the mammary
glands, as was found for allergen-specific IgG in mucosal fluids,
may be considered.'” Interestingly, for mothers with high levels
of allergen-specific IgE in their plasma (donors 1, 9, 13, 15, 16,
and 19), we also found that specific IgE antibodies were present
in breast milk. In all but 1 case (donor 3, Phl p 5—specific IgE),
the presence of allergen-specific IgE was associated with levels
of IgE in the blood. The allergen-specific IgE reactivity profiles
in blood and breast milk are summarized in detail in Figs El
and E2 in this article’s Online Repository at www.jacionline.org.

In none of the 6 nonallergic mothers (donors 24-29), who
served as negative controls, allergen-specific IgE was detected in
plasma or in breast milk, demonstrating the specificity of IgE test
results (Fig E2).

Our results thus demonstrate that allergen-specific IgG and IgE
antibodies with similar specificity are present in blood and in
breast milk. Furthermore, our study shows that the MeDALL
allergen chip is suitable for the measurement of allergen-specific
IgG and IgE antibodies not only in blood but also in breast milk,
which opens the possibility to study the transmission of allergen-
specific IgG antibodies from mothers to offsprings on the
development of allergic sensitization in birth cohorts.
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FIG E1. Heat map of allergen-specific IgG and IgE reactivities measured in different
plasma dilutions for 4 mothers (donors 1-4) and in their corresponding undiluted breast
milk samples. A color code for the antibody levels (ISU) is shown. Cutoff for IgG and
IgE: 0.1 ISU. ISU, ISAC standardized unit; M, milk; PI, plasma.

FIG E2. Heat map of allergen-specific IgE reactivities measured in undiluted plasma
samples of 19 sensitized (donors 5-23) and 6 nonallergic mothers (donors 24-29) and in
the corresponding undiluted breast milk samples. A color code for the antibody levels
(ISU) is shown. Cutoff for IgG and IgE: 0.1 ISU. ISU, ISAC standardized unit; M, milk;

PI, plasma.
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Donor 1 Pl 1:50] Pl 1:100 [Pl 1:200[PI 1:400] M Pl [PI1:50]PI 1:100[PI 1:200]PI 1:400] M
Method 19G IgE

Equc 1 0 0 0 0 0 0.46 0 0 0 0 0
Equc 3 0 0 0 0 0 0.84 0 0 0 0 0
Fage 2 0 0 0 0 0 0 0 0 0 0 0
Feld1 4.43 2.50 0 0 0 2.94 | 0.79 0 0 0 0
Feld2 0 0 0 0 0 4.14 0 0 0 0 0
Feld4 2.88 1.89 1.14 0 0 0 0 0 0 0 0
Gadc 1 0 0 0 0 0 0 0 0 0 0 0
Gald1 15.90 | 7.78 370 | 1.43 | 1.01 0 0 0 0 0 0
Gald2 2.22 1.46 0 0 0 0 0 0 0 0 0
Gald3 0 0 0 0 0 0 0 0 0 0 0
Galdb 0 0 0 0 1.94 0 0 0 0 0 0
Glym4 0 0 0 0 0 0 0 0 0 0 0
Glymb 0 0 0 0 0 0 0 0 0 0 0
Glym6 0 0 0 0 0 0.32 0 0 0 0 0
Hevb 1 0 0 0 0 0 0 0 0 0 0 0
Hevb 3 0 0 0 0 0 0 0 0 0 0 0
Hevb 5 0 0 0 0 1.38 0 0 0 0 0 0
Hevb 6.01 0 0 0 0 0 0 0 0 0 0 0
Hevb 8 14753 | 9329 | 53.88 | 15.16 | 19.50 335 | 201 | 098 | 054 42
Jugr 1 0 0 0 0 0 0.76 0 0 0 0 0
Jugr 2 3346 | 2133 | 7.98 0 230 | 1.656 | 0.67 | 0.47 0 0 0
Jugr 3 0 0 0 0 0 0 0 0 0 0 0
Lepd?2 0 0 0 0 0 0 0 0 0 0 0
Mal d 1 2074 | 11.98 | 6.40 0 345 |JE0MN 184 | 1.03 | 061 | 0.39 37
Mer a 1 3321 | 2390 | 629 | 687 | 793 | 632 | 092 | 087 | 046 | 021 0
Mus m 1 0 0 0 0 0 0 0 0 0 0 0
MUXE3 3.36 0 0 0 0 0 0 0 0 0 0
Oleel 2.04 0 0 0 0 0.50 0 0 0 0 0
Olee? 0 0 0 0 0 0 0 0 0 0 0
Olee9 20,85 | 1215 | 350 | 2.33 | 4.05 0 0 0 0 0 0
Parj 2 3.17 0 0 0 7.23 0 0 0 0 0 0
Penm 1 0 0 0 0 0 0 0 0 0 0 0
Penm 2 0 0 0 0 0 0 0 0 0 0 0
Penm 4 1.41 0 0 0 0 14.19 0 0 0 0 0
Phip 1 10.44 | 5.09 2.04 | 1.09 | 281 H 13.69 | 7.60 | 455 | 2.51 7
Phip 2 0 0 0 0 0 1.56 0 0 0 0 0
Phl p 4 4407 | 2867 | 14.76 | 430 | 1.94 | 343 | 0.72 | 059 0 0 0
Phip 5 10.12 | 4.94 1.60 0 0 413 | 331 | 1.83 | 0.88 4
Phi p 6 3.24 1.96 0 0 0 296 | 178 | 091 | 048 0
Phip 7 0 0 0 0 0 0.66 0 0 0 0 0
Phip 11 0 0 0 0 0 124 | 0.44 0 0 0 0
Phip 12 1.21 1.31 0 0 0 0.69 0 0 0 0 0
V Pis v3 0 0 0 0 0 0 0 0 0 0 0
Plaal 0 0 0 0 0 0.50 0 0 0 0 0
Pla a2 27.28 | 1476 | 7.74 | 2.68 | 2.05 | 495 | 041 | 0.43 0 0 0
Plaa3 0 0 0 0 0 0 0 0 0 0 0
Plall 0 0 0 0 0 0 0 0 0 0 0
Pol d5 0 0 0 0 0 126 | 0.79 | 0.35 0 0
Prup 1 0 0 0 0 0 0 0 0 0 0
Prup3 11.56 | 10.038 | 2.39 | 5.46 | 11.49 0 0 0 0 0 0
V Prudu 3 0 0 0 0 0 0 0 0 0 0 0
V Prudu 4 114.64 | 73.39 | 4554 | 14.05 | 1459 306 | 1.87 | 093 | 059 3
V Prudu 6 1.81 1.20 0 0 3.52 0 0 0 0 0 0
V Pru du 6.01 0 0 0 0 0 0 0 0 0 0 0
V Pru du 6.02 0 0 0 0 0 0 0 0 0 0 0
Salk 1 354 1.92 0 0 0 0.39 0 0 0 0 0
Sesil 0 0 0 0 0 0 0 0 0 0 0
Tria 14 0 0 0 0 0 0 0 0 0 0 0
Tri a 19.0101 0 0 0 0 0 0 0 0 0 0 0
Tria aA_Tl 19.00 | 1329 | 7.07 | 3.34 0 0 0 0 0 0 0
V Tri 2 36 191 0 0 0 0 0 0 0 0 0 0 0
V Tri a 36 0 0 0 0 0 0 0 0 0 0 0
vV m43 7.82 4.05 243 | 113 | 0.79 | 092 0 0 0 0 0
V m82 0 0 0 0 0 0 0 0 0 0 0
Serine 5.39 2.73 1.37 0 0 0 0 0 0 0 0
Thioredoxin 0 0 0 0 0 0 0 0 0 0 0
Glutathione 0 0 0 0 0 0 0 0 0 0 0
peroxiredoxin 0 0 0 0 0 0.53 0 0 0 0 0
Profilin 39.03 | 1669 | 7.87 | 581 | 3.67 | 805 | 0.98 | 0.66 0 0 0
Dehydrin 3.41 0 0 0 0 1.42 0 0 0 0 0
purothionin 1.96 0 0 0 0 0 0 0 0 0 0
LTP 0 0 0 0 0 0 0 0 0 0 0
V Ves v1 0 0 0 0 0 0 0 0 0 0 0
Ves v5 0 0 0 0 0 0 0 0 0 0 0
V Ves v5 0 0 0 0 0 0 0 0 0 0 0

IgE
19G 0.1-0.99
1-14.99
> 15




Donor 2 Pl 1:50 [PI 1:100[PI 1:200[PI 1:400] M Pl [ ™
Method 19G Ig

Actd 2 0 0 0 0 0 0 0
Actd5 0 0 0 0 0 0 0
Actd8 0 0 0 0 0 0 0
Alng1 0 0 0 0 0 0 0
Altal 0 0 0 0 0 0 0
Alta 6 0 0 0 0 0 0 0
Ambal 0 0 0 0 0 0 0
V Anaol 0 0 0 0 0 0 0
Anao2 0 0 0 0 0 0 0
V Anao 2 0 0 0 0 0 0 0
V nAna o 2 11.45 5.43 2.91 1.86 1.23 0 0
V Anao 3 4.15 0 0 0 2.12 0 0
Anis 3 4.65 0 0 0 3.50 0 0
Apim 1 0 0 0 0 1.02 0.21 0
Apim 4 0 0 0 0 0 0 0
Arah 1 0 0 0 2.05 1.09 0 0
Arah 2 0 0 0 0 0 0 0
Arah3 0 0 0 0 0 0 0
Arah 6 0 0 0 0 0 0 0
Arah 8 0 0 0 0 0 0 0
Arah9 14.31 3.83 1.82 1.48 0 0 0
Artvl 4.12 0 0 0 0 0 0
Artv3 0 0 0 0 0 0 0
Asp f1l 0 0 0 0 0 0 0
Aspf3 0 0 0 0 0 0 0
Aspf6 0 0 0 0 0 0 0
Berel 0 0 0 0 0 0 0
Bet v1 0 0 0 0 0 0 0
Betv2 0 0 0 0 0 0 0
Betv4 0 0 0 0 0 0 0
Blag1l 9.05 7.70 5.06 3.97 1.13 0 0
Blag?2 66.25 | 42.31 | 27.87 | 20.41 | 12.56 0 0
Blag5 63.02 [ 5.25 0 0 1.81 0 0
Blag7 5.87 0 0 0 0.73 0 0
Blot5 4.03 3.01 0 0 0 0 0
Bos d 4 0 0 0 0 0 0 0
V Bos d 4 0 0 0 0 0 0 0
Bos d 5 36.53 | 17.65 | 11.23 | 3.97 2.55 0 0
V Bos d 5 133.17 | 82.85 | 40.17 | 2493 | 11.65 | 0.15 0
Bos d Lactoferrin 8.41 3.03 2.10 0 0 0 0
Bos d 8 0 0 0 0 0 0 0
V Bos d 8 17.86 | 10.45 | 4.28 3.19 2.01 0 0
aS1l-casein 0 1.77 0 0 0 0 0
aS2-casein 3.45 3.90 1.83 0 2.36 0 0
b-casein 0 0 0 0 0 0 0
K-casein 7.49 4.30 1.65 0 0 0 0
Transferrin 10.20 5.76 2.29 0 0 0 0
Bos d 6 7.01 3.21 0 0 0.97 0 0
V BSA 4.29 0 0 0 0 0 0
Canfl 0 0 0 0 0 0 0
Can f2 0 0 0 0 0 0 0
Canf3 2.92 0 0 0 0 0 0
V Canf4 0 0 0 0 0 0 0
Canf5b 3.09 0 0 0 0 0 0
V Canf5 6.48 0 0 0 0 0 0
V Can f6 0 0 0 0 0 0 0
Cheal 0 0 0 0 0 0 0
Clah8 7.39 0 0 0 0 0 0
Cor a 1.0401 0 0 0 0 0 0 0
Coras8 46.38 | 16.85 7.35 8.19 8.01 0 0
Cora9 5.07 1.59 0 0 0 0 0
Cryji 0 0 0 0 0 0 0
Cynd1l 8.21 0 0 0 0 0.53 0
Cupal 5.46 0 0 0 0 0 0
Derf1 0 0 0 0 0 0 0
Der f 2 0 0 0 0 0 0 0
Derp1l 0 0 0 0 0 0 0
Derp2 0 0 0 0 0 0 0
V Derp4 0 0 0 0 0 0 0
V Derp5 0 0 0 0 0 0 0
V Derp7 0 0 0 0 0 0 0
Der p 10 0 0 0 0 0 0 0
V Der p 11 3.96 0 0 0 2.62 0 0
V Der p 14 12.45 | 8.34 4.00 2.87 5.72 0 0
V Der p 15 6.58 2.28 1.71 0 5.16 0 0
V Der p 18 0 0 0 0 0 0 0
V Der p 21 4.81 2.04 1.16 0 0 0 0
V Der p 23 34.72 | 21.39 | 11.61 7.54 2.66 0 0
V clone 16 0 0 0 0 6.52 0 0

w




Donor 2 Pl 1:50 [Pl 1:100[PI 1:200[PI 1:400] M Pl [ ™
Method 19G Ig

Equcl 0 0 0 0 0 0 0
Equc 3 0 0 0 0 0 0 0
Fage 2 0 0 0 0 0 0 0
Feld1l 0 0 0 0 0 0 0
Feld?2 0 0 0 0 0 0 0
Feld 4 0 0 0 0 0 0 0
Gadc 1 0 0 0 0 0 0 0
Gald1l 19.68 | 9.53 4.04 2.96 3.02 0 0
Gald2 8.16 3.48 1.70 1.35 0 0 0
Gald3 0 0 0 0 0 0 0
Gald5 0 0 0 0 2.98 0 0
Gly m 4 0 0 0 0 0 0 0
Glym5 0 0 0 0 0 0 0
Gly m 6 0 0 0 0 0 0 0
Hevb 1 0 0 0 0 4.99 0 0
Hevb 3 0 0 0 0 3.01 0 0
Hevb 5 0 0 0 0 0 0 0
Hevb 6.01 0 0 0 2.11 4.99 0 0
Hevb 8 0 0 0 0 0 0 0
Jugrl 0 0 0 0 0 0 0
Jugr?2 3.75 2.52 2.15 1.83 0 0 0
Jugr3 6.22 3.16 1.90 0 0 0 0
Lepd 2 0 0 0 0 0 0 0
Mal d 1 7.30 2.73 0 0 0.83 0 0
Mer a 1 0 0 0 0 0 0 0
Mus m 1 0 0 0 0 0 0 0
MUXF3 0 0 0 0 0 0 0
Oleel 0 0 0 0 0 0 0
Olee?7 0 0 0 0 0 0 0
Olee9 39.70 | 17.86 | 7.92 3.92 2.52 0 0
Parj 2 41.29 8.95 7.41 4.55 6.12 0 0
Penm 1 0 0 0 0 0 0 0
Penm 2 0 0 0 0 0 0 0
Penm 4 0 0 0 0 0 0 0
Phip1 10.08 | 3.85 3.13 2.00 1.50 0 0
Phip2 0 0 0 0 0 0 0
Phip 4 8.80 4.76 1.89 1.94 0 0.28 0
Phip5 0 0 0 0 0 0 0
Phip6 0 0 0 0 0 0 0
Phip7 0 0 0 0 0 0 0
Phip 11 0 0 0 0 0 0 0
Phip 12 0 0 0 0 0 0 0
V Pis v3 4.47 1.99 0 0 0 0 0
Plaal 0 0 0 0 0 0 0
Plaa2 4.58 1.81 0 0 0 0.20 0
Plaa3 5.63 0 0 0 0 0 0
Plall 0 0 0 0 0 0 0
Pold5 7.09 4.90 0 3.32 0 0.30 0
Prup1 0 5.30 0 2.36 0 0 0
Prup 3 39.56 | 29.54 | 16.04 | 13.13 | 6.69 0 0
V Prudu 3 0 0 0 0 0 0 0
V Prudu 4 0 0 0 0 0 0 0
V Pru du 6 57.26 | 39.61 | 16.73 | 9.53 4.00 0 0
V Pru du 6.01 0 0 0 0 0 0 0
V Pru du 6.02 3.74 1.94 0 0 0 0 0
Salk 1 0 0 0 0 0 0 0
Sesil 3.38 0 0 1.82 0 0 0
Tria 14 0 0 0 0 0 0 0
Tri a 19.0101 0 0 0 0 0 0 0
TriaaA Tl 34.88 | 18.82 | 10.32 | 5.74 2.77 0 0
V Tri a 36 191 2.98 0 0 0 0 0 0
V Tri a 36 3.57 0 0 0 0 0 0
V m43 0 0 0 0 0 0 0
V. m82 0 0 0 0 0 0 0
Serine 0 0 0 0 0 0 0
Thioredoxin 0 0 0 0 0 0 0
Glutathione 0 0 0 0 0 0 0
peroxiredoxin 0 0 0 0 0 0 0
Profilin 14.51 | 8.56 3.78 2.77 0.91 0 0
Dehydrin 0 0 0 0 0 0 0
purothionin 4.05 2.54 0 0 0 0 0
LTP 0 0 0 0 0 0 0
V Ves v1 0 0 0 0 0 0 0
Ves v5 0 6.83 3.21 2.26 0 0.29 0
V Ves v5 0 0 0 0 0 0 0




Donor 3

Pl 1:50 |[PI 1:100[PI 1:200[PI 1:400]

<

)

<

Method 19G Ig

Actd 2 0 0 0 0 0 0 0
Actd5 0 0 0 0 0 0 0
Actd 8 0 0 0 0 0 0 0
Alng1l 0 0 0 0 0 0 0
Altal 0 0 0 0 0 0 0
Alt a 6 31.52 | 19.54 | 10.77 6.32 0 0.27 0
Ambal 0 0 0 0 0 0 0
V Anaol 0 0 0 0 1 0 0
Anao 2 0 0 0 0 0 0 0
V Anao 2 2.39 0 0 0 0 0 0
V nAnao 2 1.70 0 0 0 0 0 0
V Anao 3 2.28 0 0 0 0 0 0
Anis 3 0 0 0 0 0 0 0
Apim 1 3.20 3.12 0 0 0 0.31 0
Apim 4 0 0 0 0 0 0 0
Arah 1 0 0 0 0 0 0.28 0
Ara h 2 0 0 0 0 0 0 0
Arah 3 0 0 0 0 0 0 0
Arah 6 0 0 0 0 0 0 0
Arah 8 0 0 0 0 0 0 0
Arah9 0 0 0 0 0 0 0
Artv1 0 0 0 0 0 0 0
Artv3 0 0 0 0 0 0 0
Aspfl 0 0 0 0 0 0 0
Asp f3 18.70 7.93 4.48 1.70 0 0 0
Aspf6 0 0 0 0 0 0 0
Berel 0 0 0 0 0 0 0
Betv1 2.91 1.94 0 0 0 0 0
Bet v2 0 0 0 0 0 0 0
Betv4 0 0 0 0 0 0 0
Blag1l 4.69 10.34 4.56 3.86 0 0 0
Blag?2 13.60 | 13.24 | 13.14 | 12.41 .68 0 0
Blag5s 0 0 0 0 0 0 0
Blag7 0 0 0 0 0 0 0
Blot5 0 0 0 0 0 0 0
Bos d 4 0 0 0 0 0 0 0
V Bos d 4 211 0 0 0 0 0 0
Bos d 5 32.48 | 12.45 4.67 2.19 0 0 0
V Bos d 5 111.41 | 59.91 [ 32.15 | 18.45 0 0.29 0
Bos d Lactoferrin 7.16 0 1.85 0 0 0 0
Bos d 8 0 0 0 0 0 0 0
V Bos d 8 21.15 | 11.47 4.28 2.70 0 0 0
aSl-casein 5.43 0 0 0 0 0 0
aS2-casein 3.50 2.88 0 0 0 0 0
b-casein 0 0 0 0 0 0 0
K-casein 10.22 6.61 2.26 1.39 0 0 0
Transferrin 11.47 7.38 2.85 1.48 0 0 0
Bos d 6 9.07 4.39 0 0 0 0 0
V BSA 5.56 2.98 0 0 0 0.26 0
Canfl 0 0 0 0 0 0 0
Canf2 0 0 0 0 0 0 0
Canf3 5.59 2.5 0 0 0 0 0
V Canf4 0 0 0 0 0 0 0
Canfb 0 0 0 0 0 0 0
V Canf5 0 0 0 0 0 0 0
V Canf6 0 0 0 0 0 0 0
Cheal 0 0 0 0 0 0 0
Clah8 7.68 0 0 0 0 0 0
Cor a 1.0401 0 0 0 0 0 0 0
Cora8 19.64 | 13.38 9.38 4.56 0 0 0
Cora9 0 0 0 0 0 0 0
Cryjl 1.46 0 0 0 0 0.27 0
Cynd1 0 0 0 0 0 0 0
Cupal 4.00 2.21 0 0 0 0 0
Der f1 2.08 0 0 0 0 0 0
Der f2 0 0 0 0 0 0 0
Derp1l 0 0 0 0 0 0 0
Derp 2 0 0 0 0 0 0 0
V Derp 4 0 0 0 0 0 0 0
V Der p 5 4.58 0 0 0 0 0 0
V Derp 7 0 0 0 0 0 0 0
Der p 10 0 0 0 0 0 0 0
V Der p 11 0 0 0 0 0 0 0
V Der p 14 2.08 0 0 0 0 0 0
V Der p 15 0 0 0 0 0 0 0
V Der p 18 0 0 0 0 0 0 0
V Der p 21 0 0 0 0 0 0 0
V Der p 23 0 0 0 0 0 0 0
V clone 16 2.19 0 0 0 0 0 0




Donor 3

Pl 1:50 [PI 1:100[PI 1:200[PI 1:400]

<

)

<

Method
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Donor 4 Pl 1:50 [Pl 1:100[PI 1:200[PI 1:400] M Pl [ ™
Method 19G Ig

Actd 2 0 0 0 0 0 0 0
Actd5 0 0 0 0 0 0 0
Actd 8 0 0 0 0 0 0 0
Alng1l 0 0 0 0 0 0 0
Altal 0 0 0 0 0 0 0
Alta 6 3.78 1.78 1.72 0 0 0 0
Ambal 0 0 0 0 0 0 0
V Anaol 0 0 0 0 0 0 0
Anao 2 3.92 0 0 0 0 0 0
V Anao 2 3.41 0 0 0 0 0 0
V nAnao 2 61.56 | 55.11 | 28.10 [ 14.30 4.90 0 0
V Anao 3 12.41 3.48 7.70 3.35 3.59 0 0
Anis 3 2.61 0 0 0 0 0 0
Apim 1 0 0 0 0 1.45 0.35 0
Apim 4 0 0 0 0 0 0 0
Arah 1 1.97 0 5.50 0 0 0.29 0
Ara h 2 0 0 0 0 0 0 0
Arah 3 0 0 0 0 0 0 0
Arah 6 0 0 0 0 0 0 0
Arah 8 0 0 0 0 0 0 0
Arah9 0 0 0 0 0 0 0
Artv1 0 0 0 0 0 0 0
Artv3 0 0 0 0 0 0 0
Aspfl 0 0 0 0 0 0 0
Aspf3 0 0 0 0 0 0 0
Aspf6 0 0 0 0 0 0 0
Berel 0 0 0 0 0 0 0
Betv1 0 0 0 0 0 0 0
Bet v2 0 0 0 0 0 0 0
Bet v4 0 0 0 0 0 0 0
Blag1l 2.65 1.53 0 0 0 0 0
Blag?2 8.41 9.32 2.47 1.38 3.72 0 0
Blag5 10.29 6.15 4.23 1.72 0 0 0
Blag7 2.44 0 0 0 0 0 0
Blot5 0 0 0 0 0 0 0
Bos d 4 52.17 | 20.91 [ 21.50 | 12.07 0 0 0
V Bos d 4 98.89 | 56.06 [ 41.78 | 21.21 3.03 0.30 0
Bos d 5 23.43 | 21.43 | 35.87 8.12 0 0 0
V Bos d5 179.00 | 149.65 | 148.61 | 91.44 1.48 0.37 0
Bos d Lactoferrin | 87.54 | 20.06 | 28.15 8.47 5.42 0 0
Bos d 8 9.32 0 7.76 4.45 0 0 0
V Bos d 8 176.54 | 135.52 | 81.76 | 43.36 | 20.04 0.30 0
aSl-casein 28.49 2.9 22.17 5.34 6.38 0 0
aS2-casein 1.46 1.48 0 0 0 0 0
b-casein 0 0 0 0 4.32 0 0
K-casein 2.72 20.98 | 20.99 | 15.54 7.58 0 0
Transferrin 67.89 | 18.05 | 33.08 | 15.35 4.52 0.27 0
Bos d 6 138.68 | 79.24 | 46.98 | 20.15 | 18.73 0.32 0
V BSA 125.33 | 66.4 40.93 | 16.96 [ 21.53 0.30 0
Canfl 0 0 0 0 0 0 0
Can f2 0 0 0 0 0 0 0
Canf3 5.87 3.13 0 0 3.27 0 0
V Canf4 0 0 0 0 0 0 0
Canf5 0 0 0 0 0 0 0
V Canf5 0 0 0 0 0 0 0
V Canf6 0 0 0 0 0 0 0
Cheal 0 0 0 0 0 0 0
Clah8 0 0 3.39 0 0 0 0
Cor a 1.0401 0 0 0 0 0 0 0
Cora8 8.29 2.69 7.78 0 3.81 0 0
Corag 28.89 | 18.31 | 14.19 5.60 0 0 0
Cryj1 9.31 3.90 3.60 1.50 0 0 0
Cynd1 28.13 14.44 12.44 4.14 2.19 0 0
Cupal 8.21 3.56 3.82 1.09 0 0 0
Der f1 7.39 4.04 7.60 3.85 0 0 0
Der f 2 0 0 0 0 0 0 0
Derpl 0 0 1.93 0 0 0 0
Derp 2 0 0 0 0 0 0 0
V Derp 4 0 0 0 0 0 0 0
V Derp 5 0 0 0 0 0 0 0
V Derp7 2.59 0 0 0 0 0 0
Der p 10 0 0 0 0 0 0 0
V Derp 11 4.47 4.83 0 0 2.34 0 0
V Der p 14 15.33 10.47 4.50 0 2.88 0 0
V Der p 15 0 1.30 0 0 3.14 0 0
V Der p 18 3.01 0 0 0 0 0 0
V Der p 21 5.36 2.45 0 0 0 0 0
V Der p 23 20.06 9.96 23.22 6.95 3.82 0 0
V clone 16 0 0 0 0 0 0 0




Donor 4 Pl 1:50 [Pl 1:100[PI 1:200[PI 1:400] M Pl [ ™
Method 19G Ig

Equcl 0 0 0 0 0 0 0
Equc 3 0 0 0 0 0 0 0
Fage?2 0 0 0 0 0 0 0
Feld1l 5.34 4.43 3.30 1.53 2.25 0 0
Feld2 2.59 1.89 3.74 0 2.10 0 0
Feld4 0 0 0 0 0 0 0
Gadc 1 0 0 0 0 0 0 0
Gald1l 105.84 | 48.87 | 30.79 [ 13.64 | 10.91 0 0
Gald2 45.88 | 32.88 [ 33.29 | 20.01 6.45 0 0
Gald3 0 0 0 0 2.69 0 0
Gald5 0 1.52 0 0 12.30 0.36 0
Glym4 0 0 0 0 0 0 0
Glym5 0 0 0 0 0 0 0
Gly m6 2.83 1.81 0 0 0 0 0
Hevb 1 21.44 9.89 9.02 4.10 3.43 0 0
Hevb 3 26.85 | 16.41 7.98 3.70 3.75 0.25 0
Hevb 5 0 0 0 0 0 0 0
Hev b 6.01 31.62 | 12.91 9.78 3.10 4.22 0.29 0
Hevb 8 22.37 | 11.82 7.56 1.59 0 0 0
Jugril 7.32 2.45 0 0 0 0 0
Jugr?2 15.06 7.13 3.08 1.74 4.03 0 0
Jugr3 3.65 0 2.61 1.34 0 0 0
Lepd2 0 0 0 0 0 0 0
Mald 1 1.60 7.67 10.88 0 0 0.27 0
Mer a 1 0 0 0 0 0 0 0
Mus m 1 0 0 0 0 0 0 0
MUXF3 0 0 0 0 0 0 0
Oleel 0 0 0 0 0 0 0
Olee? 0 0 0 0 0 0 0
Olee9 82.19 | 4281 [ 31.35 | 12.33 4.69 0 0
Parj2 10.07 3.24 27.13 9.38 4.61 0 0
Penm1 3.30 0 0 0 0 0 0
Penm 2 0 0 0 0 0 0 0
Penm 4 0 0 0 0 0 0 0
Phip1 11.38 6.70 6.23 3.52 2.99 0.28 0
Phlip2 0 0 0 0 0 0 0
Phip4 35.37 | 18.30 [ 12.71 5.93 2.10 0 0
Phip5 83.68 | 37.55 [ 40.47 | 16.66 4.04 0 0
Phip6 0 0 0 0 0 0 0
Phip7 0 0 0 0 0 0 0
Phip 11 0 0 0 0 0 0 0
Phlp 12 0 0 0 0 0 0 0
V Pisv3 0 0 0 0 2.07 0 0
Plaa1l 0 0 0 0 0 0 0
Plaa?2 12.09 5.28 5.02 0 0 0 0
Plaa3 0 0 0 0 0 0 0
Plal1l 0 0 0 0 0 0 0
Pold5 2.17 1.10 0 0 0 0 0
Prup1 0 0 0 0 0 0 0
Prup3 84.98 | 48.89 33.4 18.74 7.10 0 0
V Prudu 3 0 0 0 0 0 0 0
V Prudu 4 2.28 0 0 0 0 0 0
V Prudu 6 27.82 | 13.43 9.72 3.85 0 0 0
V Pru du 6.01 5.86 4.10 0 0 0 0 0
V Pru du 6.02 4.07 2.30 0 0 0 0 0
Sal k1 0 0 0 0 0 0.27 0
Sesil 0 0 2.39 0 0 0 0
Trial4 59.34 | 31.10 [ 28.30 | 14.40 4.61 0 0
Tri 2 19.0101 0 0 4.23 0 0 0 0
TriaaA Tl 164.08 | 134.51 | 94.46 | 55.35 | 11.39 0 0
V Tri a 36 191 9.42 2.79 3.79 0 0 0 0
V Tria 36 0 4.59 4.72 0 0 0 0
V m43 5.49 3.63 4.51 1.34 1.60 0 0
V m82 0 0 0 0 0 0 0
Serine 0 0 0 0 0 0 0
Thioredoxin 0 1.57 0 0 0 0 0
Glutathione 4.63 0 0 0 0 0 0
peroxiredoxin 0 0 0 0 0 0 0
Profilin 0 1.90 0 0 2.25 0 0
Dehydrin 0 0 0 0 0 0 0
purothionin 9.47 7.24 5.07 2.45 1.78 0 0
LTP 1.53 0 0 0 0 0 0
VVesvil 0 0 0 0 0 0 0
Ves v5 2.01 0 0 0 0 0 0
V Ves v5 0 1.35 0 0 0 0 0




Supplementary Figure E2

Sensitized mothers (Donors 5-23)
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