Supplemental Table 1A: PCR and Sanger Sequencing Primers

Primer Name

Primer Sequence

5p-2A_BST TCTGAGACTGAAAAACCC
FCGR2A

3p-2A_BST TATTACCTGGGACGTG

5p-3A_BST TTTGTTTTGTTCTTATTACAAAAGTC
FCGR3A

3p-3A_BST GTGTAAGAATCAGGAATCTC

5p-2A_NST TTGGAATCTATCCTTACAAC
FCGR2A

3p-2A_NST ATCTTGGCAGACTCCC

5p-3A_NST AGGTGTCACAGCTGG
FCGR3A

3p-3A_NST TCAACTTCCCAGTGTGAT
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PCR cycling conditions: (Step 1) Denature initially for 98°C 2'; (Step 2) followed by
Denature 98°C 30"; (Step 3) Anneal 58°C 30"; (Step 4) Extension 72°C 2'; (Step 5) repeat
(steps 2-4) 34 times; (Step 6) Final extension at 72°C 7'; (Step 7) Hold at 4°C. Products
were sequenced using the 2nd round PCR primers

Supplemental Table 1B: PCR and Sequenom Genotyping Primers

Primer Name

5p-2A_only_PCR

Primer Sequence

GAGTAACGTACCTCTGAGACTGAAAAACCC

FCGR2A
3p-2A_only PCR  GCCTGACTACCTATTACCTGGGACGTG
5p-3A_only PCR  GTAAATTTTGTTTTGTTCTTATTACAAAAGTC

FCGR3A
3p-3A_only PCR  CCAACTCAACTTCCCAGTGTGAT
5p-rs1801274 ACGTTGGATGTTGCTTGTGGGATGGAGAAG

FCGR2A
3p-rs1801274 ACGTTGGATGGGTCAAGGTCACATTCTTCC
5p-rs396991 ACGTTGGATGCACCTTGAGTGATGGTGATG

FCGR3A
3p-rs396991 ACGTTGGATGAAGCCACACTCAAAGACAGC

FCGR2A rs1801274.ext ACGTTGGATGTTGCTTGTGGGATGGAGAAG

FCGR3A rs396991.ext ACGTTGGATGCACCTTGAGTGATGGTGATG
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PCR was done using the same condition indicated for the PCR and Sanger sequencing
above. Extension reaction conditions: (Step 1) Denature initially for 94°C 30"; (Step 2)
followed by Denature 94°C 5"; (Step 3) Anneal 54°C 5"; (Step 4) Extension 80°C 5";
(Step 5) repeat (Steps 3-4) 4 times; (Step 6) repeat (Steps 2-5) 39 times; (Step 7) Final
extension at 72°C 3'; (Step 8) Hold at 4°C.
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Supplemental Figure 1. Kaplan-Meier estimates of disease

free survival for BCIRG 006 study, entire population, third
planned analysis. (N=3222)



Supplemental Table 2. Patient Characteristics: Genotyped vs.

Non-genotyped

Genotyped Not-Genotyped
(N=1286) (N=1936)
NU”;f?ef of 0 398 (31%) 524 (27%)
Z/‘,’;;) o 1,2,0r3 508 (40%) 730 (38%)
nodes >4 380 (30%) 682 (35%)
Hormone ER and PR negative 688 (53%) 1045 (54%)
Receptor ER and/or PR positive 598 (47%) 891 (46%)
) >2 cm 753 (59%) 1187 (61%)
T S
umor Size <2cm 533 (41%) 749 (39%)
Menopause Premenopausal 557 (43%) 862 (45%)
Status Postmenopausal 729 (57%) 1074 (55%)
Mean 48.6 48.8
Std 9.8 9.8
Median 49.0 49.0
Age (years) Q1 42.0 42.0
Q3 55.0 56.0
Range 22.0-74.0 23.0-73.0
N 1286 1936
Mean 8.2 7.8
Std 2.9 3.0
Median 8.1 7.7
HER-2
Ratio Q1 6.1 5.8
Q3 10.1 9.7
Range 2.2-23.5 2.0-19.7
N 1176 1772
No 529 (41%) 738 (38%)
Mastectomy
Yes 757 (59%) 1198 (62%)

Legend: ER, estrogen receptor; PR, progesterone receptor
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Supplemental Figure 2. Kaplan-Meier estimates of
disease free survival in subset of patients enrolled in
BCIRGO006 (third planned analysis) who were genotyped
for this study (N=1,286) AC-TH vs AC-T: HR 0.82 [0.61,
1.10] P=0.1889; TCH vs AC-T: HR 0.87 [0.64, 1.17]
P=0.3545.
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Supplemental Figure 3. Kaplan-Meier estimates of
disease free survival in subset of patients enrolled in
BCIRGO0O06 (third planned analysis) who were genotyped
for this study with stratification for major prognostic
factors including: age, LN, hormone receptor status,
size, surgery type: HR 0.74 [0.56, 0.98] P=0.036.



Supplemental Table 3. Patients Characteristics by Genotype (Advanced Disease Cohort)

VIV (%) VIF (%) FIF (%) H/H (%) H/R (%) R/R (%)
N=6 N=25 N=21 N=15 N=12 N=26
ER&PR Negative 0 9 (36) 3 (14) 3(20) 3 (25) 6 (23)
Hormone Receptor Status ER &/or PR Positive 6 (100) 13 (52) 17 (81) 12 (80) 9 (75) 16 (62)
Unknown 0 3(12) 1(5) 0 0 4 (15)
Premenopause /
Perimenopause 1(17) 13 (52) 16 (76) 7 (47) 4 (33) 19 (73)
Menopause Status Postmenopause 4 (67) 12 (48) 5 (24) 8 (53) 8 (67) 6 (23)
Unknown 1(17) 0 0 0 0 1(4)
Median 61 46 46 49 55 45.5
Age (Years)
Range 45-68 27-73 24 -72 32-70 38-73 24 -68
Positive 6 22 21 14 12 24
HER2 Negative 0 0 0 0 0 0
Unknown 0 3 0 1 0 2
1 0 0 1(5) 1(7) 0 0
2 2 (33) 7 (28) 6 (29) 2 (13) 6 (50) 8 (31)
Tumor grade
3 3 (50) 14 (56) 11 (52) 10 (67) 6 (50) 12 (46)
Unknown 1(17) 4 (16) 3(14) 2 (13) 0 6 (23)
Disease Free Interval (Years) Median 2.2 24 21 2.6 1.7 24
(From Dx to 1¢! Recurrence) Range 0-5.3 0-79  0-111 0-82 0-7.3 0-11.1
Presence of Visceral Mets Yes 4 (67) 16 (64) 15 (71) 13 (87) 4 (33) 18 (69)
Before Salvage
Trastuzumab No 2(33) 9 (36) 6 (29) 2(13) 8 (67) 8 (31)
Disease Location Before Distant 5(83) 22 (88) 19 (90) 15 (100) 9 (75) 23 (88)
Salvage Trastuzumab Locoregional 1(17) 3(12)  2(10) 0 3 (25) 3(12)

Abbreviations: ER Estrogen Receptor; PR Progesterone Receptor; Dx Diagnosis




Supplemental Table 4. Genotype and Allele Frequencies of the FCGR2A and FCGR3A Polymorphisms

Gene Treatment arms Observed Genotype Sample Frgﬂicy HWE
AA  AB g e Major  Minor F-value

FCGR2A Combined 323 597 298 1218 0.51 0.49 0.500
FCGR3A Combined 549 471 169 1189 0.66 0.34 <0.001

Legend: HWE are defined in the methods section. The genotypes AA, AB and BB refers to homozygous
wild type, heterozygotes and variant alleles, respectively and correspond to H/H, H/R, R/R (FCGR2A)
and F/F, F/V, VIV (FCGR3A) indicated in the text.
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Supplemental Figure 4. Kaplan-Meier estimates of disease free survival in trastuzumab treated patients
within the adjuvant cohort according to FcyR polymorphisms, broken down by treatment arm. (A) FCGR3A
158 V/F genotype for patients treated with AC-TH, P=0.94 (V/V vs V/F vs F/F). (B) FCGR3A 158 V/F
genotype for patients treated with TCH, P=0.96 (V/V vs H/F vs F/F). (C) FCGR2A 131 H/R genotype for
patients treated with AC-TH, P=0.47 (H/H vs H/R vs R/R). (D) FCGR2A 131 H/R genotype for patients
treated with TCH, P=0.98 (H/H vs H/R vs R/R). (E) FCGR3A and 2A combined (V/V and/or H/H vs. others),
broken down by treatment arm, logrank P=0.97.
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Supplemental Figure 5. Kaplan-Meier estimates of disease free survival in patients treated with
chemotherapy alone (no trastuzumab) in the adjuvant cohort according to FcyR polymorphisms, broken
down by treatment arm. (A) FCGR3A 158 V/F genotype for patients treated with AC-T, P=0.33 (V/V vs V/F
vs F/F). (B)) FCGR2A 131 H/R genotype for patients treated with AC-T, P=0.81 (H/H vs H/R vs R/R). (C)
FCGR3A and 2A combined (V/V and/or H/H vs. others), logrank P=0.39.
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Supplemental Figure 6. Kaplan-Meier
estimates of overall survival (OS) in trastuzumab
treated patients within the adjuvant cohort
according to FcyR polymorphisms. (A) FCGR3A
158 V/F genotype, log rank=0.995 P=0.32; (V/V
vs F carriers), P=0.43 (V/V vs V/F vs F/F). (B)
FCGR2A 131 H/R genotype, P=0.39 (H/H vs H/R
vs R/R). (C) FCGR3A and FCGRZ2A genotypes.
Others represents patients with neither FCGR3A
158 V/V nor FCGR2A 131 H/H genotype, log-
rank=0.603, P=0.44 (V/V and/or H/H vs others).
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Supplemental Figure 7. Kaplan-Meier estimates of progression
free survival (PFS) in trastuzumab treated patients within the
advanced disease cohort according to FcyR polymorphisms. (A)
PFS according to FCGR3A genotypes (158 V/V, 158 V/F, 158 F/F).
(B) PFS according to FCGR2A genotypes (131 H/H, 131 H/R, 131
R/R).



