Supplemental Table 1. Bacterial strains and PCR primers used in this study.

Target Primers Sequence Reference
bexA HI-1 CGTTTGTATGATGTTGATCCAGAC (@))
HI-2 TGTCCATGTCTTCAAAATGATG (@)
pepN pepN-F GATGGTCGCCATTGGGTGG )
pepN-R GATCTGCGGTTGGCGGTGTGG 2)
iga iga_F GTTCCACCACCTGCGCCTGCTAC 3)
iga_ R GTTATATTGCCCCTCGTTATTCA 3)
SucK fucK_F ACCACTTTCGGCGTGGATGG “
fucK_R AAGATTTCCCAGGTGCCAGA @
liclA liclA_F AGCTAACCGAGCTTGGGTAAAA ®)
liclA_R AAATCATTGTGGCACGGACG ®)
PCR for licA gene mutants  JL_R2866_1107_L1 CCACTAGTTCTAGAGCGGCTGGAGGAAAAAGGAAT (6)
GGAA
JL_R2866_1107_L2 AGGCCTGCTGCTAAAATGAT 6)
Control primer licA gene JL_R2866_1107_C TGGAGTTTGATTGATTGATTGA 6)
Control primer Kan" HBKanR3 ATCCACATCGGCCAGATCGT (@]
cassette
Bacterial strain name Type Reference
RIVM_044, RIVM_045, RIVM_046, RIVM_047,  Oropharyngeal swabs ®)

RIVM_048, RIVM_049, RIVM_050, RIVM_051,
RIVM 052, RIVM_054, RIVM_055, RIVM_056,

RIVM 057, RIVM_058, RIVM_060, RIVM_061,

RIVM_062, RIVM_063, RIVM_064, RIVM_65

CWZ_003, CWZ_004, CWZ_005, CWZ_006, Blood cultures This study
CWZ_007, CWZ_008, CWZ_009, CWZ 012,

CWZ 013,CWZ_015,CWZ_016, CWZ 017,

CWZ_021,CWZ_022,CWZ_033,CWZ_036,

CWZ_053, CWZ_054, Radboud_003,

Radboud 004, Radboud 005, Radboud 006

R2866AlicA/galE R2866 with licA gene replaced by Kan" cassette and galE 6)
gene replaced by Spec' cassette
CWZ_012AlicA CWZ_012 with licA gene replaced by Kan" cassette This study
CWZ 016AlicA CWZ_016 with licA gene replaced by Kan' cassette This study
References
1. Falla TJ, Crook DW, Brophy LN, Maskell D, Kroll JS, Moxon ER. 1994. PCR for
capsular typing of Haemophilus influenzae. J Clin Microbiol 32:2382-2386.
2. Ecevit I1Z, McCrea KW, Pettigrew MM, Sen A, Marrs CF, Gilsdorf JR. 2004. Prevalence

of the hifBC, hmw1A, hmw2A, hmwC, and hia Genes in Haemophilus influenzae Isolates. J
Clin Microbiol 42:3065-3072.

3. Vitovski S, Dunkin KT, Howard AJ, Sayers JR. 2002. Nontypeable Haemophilus
influenzae in carriage and disease: a difference in IgA1 protease activity levels. JAMA
287:1699-1705.

4. Meats E, Feil EJ, Stringer S, Cody AJ, Goldstein R, Kroll JS, Popovic T, Spratt BG.
2003. Characterization of encapsulated and noncapsulated Haemophilus influenzae and
determination of phylogenetic relationships by multilocus sequence typing. J Clin Microbiol
41:1623-1636.



Clark SE, Eichelberger KR, Weiser JN. 2013. Evasion of killing by human antibody and
complement through multiple variations in the surface oligosaccharide of Haemophilus
influenzae. Mol Microbiol 88:603-618.

Langereis JD, de Jonge MI, Weiser JN. 2014. Binding of human factor H to outer
membrane protein P5 of non-typeable Haemophilus influenzae contributes to complement
resistance. Mol Microbiol 94:89-106.

Langereis JD, Stol K, Schweda EK, Twelkmeyer B, Bootsma HJ, de Vries SP, Burghout
P, Diavatopoulos DA, Hermans PW. 2012. Modified lipooligosaccharide structure protects
nontypeable Haemophilus influenzae from IgM-mediated complement killing in experimental
otitis media. MBio 3:¢00079-00012.

van Beek J, Veenhoven RH, Bruin JP, van Boxtel RAJ, de Lange MMA, Meijer A,
Sanders EAM, Rots NY, Luytjes W. 2017. Influenza-like Illness Incidence Is Not Reduced
by Influenza Vaccination in a Cohort of Older Adults, Despite Effectively Reducing
Laboratory-Confirmed Influenza Virus Infections. J Infect Dis 216:415-424.



BIWAYNJ] [[99 BWSE[J UONOJJUI-00 anZuanjful Snj1ydowavyy + [eIIA\ W 19 10T QIMmnd poojg 900 pnogqpey
snsoyewoyArg sndn orwoisAg SUBOII0IOU SIIIOSE ] el 99 S10T QImnd poojg S00 pnogpey
pwofaAw drdnny d 99 S10T 2Im[ns poolg ¥00_pPnoqpey
ewourored sngeydoso erwoyno[ onkooydwA 910y UONOAJUI-00 avzUINful [ + SNIIA ¢ ZUIN[Ju] el LS S10T QImnd poojg €00 pnogpey
$1S0]N2.42GN] WNLIIIDGOIN JUNE] ‘AdOD Fun| BWOUIDIROOUIPY sisdas/eruownaug W 98 L10T Im[nod poojg S0 ZAD
uossiupe

[endsoy 03 Jouxd sAep o] Aderoypowayd 1se *AdeIoylowayo ‘OSeasIp Je[NOSLAOIPIE)) ewoydwA] [[99 g un{SpoH-uoN BIPOW SN0 9JNOE JOYJE SHI[EJOIUS-OFUTUIJA el €L L10T QImnd poojg €S0 ZAD
adod ewoydwAT [[90 g UB{SPOH-UON W €L 910¢ SIM[Nd poojg 9€0 ZAD
SNnaAnD $n22020]Ayd)§ PuR DSOULSNIID SPUOULOPNIS )M UOTIIJUI-00) K1081ns diy 101ye sisdog d €L 9102 QIMNd poog €€0 ZAD
sprguruawy/sisdog W €9 £10T 2Im[ns poolg 70 ZMD
adoo W LL cloc aImnd poolg 120 ZMD
adod sisdos ‘qdOD uoneqraoexy d 99 Cloc 2Im[ns poolg LI0 ZAD
adod spiguruowy/sisdog W IL cloc aImnd poolg 910 ZAD
sisdog W S (4114 SIM[Nd poojg SI0 ZAD
WIPIIINU WNLI2IIDGOST, YA UOTIOJUI-00 ‘DSLISIP JOAI PUE ‘SHNISA0d[0Y) juowooe[d Jualg el 69 $102 QImnd poojg €10 ZAD
S1oNp 3[1q PIJR[LP DSBISIP AL sisdos/eruownoug d L9 £10T 2Im[ns poolg 10 ZAD
1102 DIYOLI2YISH YHIM UONORJUI-00 SNITUL[OYD ‘S210qeI( sisdog W 0L 600T aImnd pooig 600 ZA\D
adod eruownaud W 6L 010T 2Im[ns poolg 800 ZA\D
eruownaud W 99 600T aImnd pooig L00 ZAD
Aderoyjoway) BUIOUIOIED JOPPE[q PUE UO[O)) I0AD] W 79 600C QImynd poojg 900 ZA\D
sSun| pue oAl ‘uds[ds Ul sOsEISLIOW ‘avIUoUNnIUd SN20201d2.41§ YHIM UOT)IIJUI-0) BWOUIOIED UO[0)) W 1L 1102 QImnd poojg S00 ZAD
QSBOSIP JB[NOSBA-OIPIE)) BIUOWNAUJ W 18 0102 QImnd poojg 00 ZA\D
QSBOSIP JB[NOSBA-OIPIE)) BIuownaug el SL 600C QImnd poojg €00 ZA\D
Ll L9 TI0T  qems [edSudreqdol) S90 WAL
W 69 TI0T  qems [eaSukreqdoig $90 INATY
Ll S8 €107 qems [edSukieqdoio €90 NAII
7 2dA sejoqei(q A 8L TI0T  qems [eaSukreqdorg 790 INATY
aunsajul wolj paaowalr sdAjod ‘snisnuis oruoIyD) W L 7102 qems [eda3ukreydolQ 190 WA
adoo W €9 TI0T  qems [eaSukregdoig 090 INATY
J90URD UDYS JUDLIND “IOOURD JSBAIQ SNOIAdId ‘uoisualodAq a1 L 2102 qems [eda3ukreydolQ 850 INAL
A S8 TI0T  qems [eaSukreqdoig LSO INATY
ewdsAydwa Sun| Ajqissod ‘ssaussayrealrg a1 SL €10T qems [eda3ukreydolQ 950 INAIL
[010383]0Y0 YSIH W €L TI0T  qems [eaSukregdoig SSO INATY
(2107 19qUIDAON)) UOTIIJUI ABMITR SNOIAJIL] W 0L €10T qems [ed3ukreydoliQ S0 INAIL
A 19 TI0C  qems [eaSukreydoig TS0 INATY
Ll 79 €107 qems [edSukieydoiQ IS0 INATY
A €L TI0C  qems [eaSukreqdoig 0S0 INATY
SSOUIZZIP ‘SISOIYMY Ll 1L €107 qems [edSukieqdoiQ 6v0 NAIM
uoneIoudSop Jenoew 29 ewoone[s ‘ewyse (900 Juowade[d Ju)s) 9SLaSIP JB[NOSBA-0IPIE)) d 9L 2102 qems [edagukreydoipn 8+0 INATI
(010T YoBNE. 1B ) ISLISIP IB[NOSRA-OIPIR)) W {9 2102 qems [ed3ukreydoliQ L0 INATI
SISOIUOJ0WNAUJ W LL 2102 qems [eagukieydoipn 940 INATI
Ll 99 TI0T  qems [edSureqdol) SH0 INAII
W €L TI0C  qems [eaSukregdoig pH0 INATY

RTE)N
JUIUIYBIL) 10 ISBISIP YO KdueugieN uopeyudsaad NIy  Idpudn ady uonIRdo) adAy, Juieu ure.ns

"SOTISLIdORIRYD Judnle ‘7 dIqe ], [Byudwdjddng



‘A1low0lAd Mo} AQ paulwaalep sem uoissaldxa oydd pue paxiw aiam (+o0ydd)
LSt7H uleJis pue (-oydd) 9¢7H uteis ‘AizswolAd moys ST-0d3L Ag paulwaalap se uoissaldxa oydd T 24nsy jeausws|ddng

%00T LSYH %08 LSYH %09 LSYH %01 LSVH %0¢ LSYH %0 LSYH
%0 9t vH %0¢ 9vvH %0 9 VH %09 9tvH %08 9vtH %00T 9tvH

V-88% 10N|4 BX3|Y V-88p J0N|4 BX3|Y V-88¥ Jon|4 exaly V-88¥ Jon|4 exaly V-88¥ 10n|4 BX3|Y V-88¥ Jon|4 exaly
<01 401 €01 o ot S0t 401 £01 0 ot S0t 401 £01 0 ot St 40t 01 0 o S0t 40 £01 0 ot
ro o o o o ™o
Fos ] - oot —_—
. - 0s I os
v'eg TiL 299 Ley L oot 26T (10 - 00z
+STd3L +5T2d3L +5Td3L +5TodaL +5Td3L vor +5Td3L
= 001 -
g Fog Fet g g g g
2 L [~ 00%
Fost 5 B 5 Loz 5 e 5 5
00z Fo r ot - oor
- |- 00s
- o0¢
=052 = 00Z = 002 = 005
008
v-254 v-254 v-254 v-254 v-254 v-254
S0t L0t (01 0 ot S0t 401 (01 o ot S0t K £01 0 ot S0t L0t {01 0 ot §Ot 401 {01 0 G0t §01 S0 01 0 g0t
L A L i i} 1 ' 1 "'} 1 L 1Y 1 = 1 L L L M 1 L L L o 1 L A L " 1
b (01 L G0t b ot kot kot kot
E o E o E o E o E o E o
F ot F ¢o1 F G0t F ot F ot F o0t
2 2 2 2 2 4
A 9 9 Q N 2
> > » > > >
kot k401 k401 kot F ot kot
F ot E o1 F ot E ot E ot F ot




