Seb
cw

Spa

2

Coomassie

cw

Fusion
p cw p

Seb
cw p

Anti-Llama-HRP

Spa

Cw

p cw

Fusion
p cow

p

lr

I} Im

m-c
¢ -

-

C MYKRLFISHV ILIFALILVI STPNVLAESQ PDPKPDELHK SSKFTGLEMEN BMKVLYDDNHYV
SAINVKSIDQ FLYFDLIYSI KDTKLGNYDN VRVEFKNKDL ADKYKDKYVD VFGANYYYQC
YFSKKTNDIN SHQTDKRKTC MIYGGVTEHNG NQLDKYRSIT VRVFEDGKNL LSFDVQTNKK
KVTAQELDYL TRHYLVKNKK LYEFNNSPYE TGYIKFIENE NSFWYDMMPA PGDKFDQSKY
LMY NDNKMV DSKDVKIEVY LTTKKALPET GEENPFIGTT VFGGLSLALG AALLAGRRRE
L

d MKKKNIYSIR KLGVGIASVT LGTLLISGGV TPAANAAQHD EAQQNAFYQV LNMPNLNADQ
RNGFIQSLKD DPSQSANVLG EAQKLNDSQA PKADAQQNNF NKDQQSAFYE | LNBMPNLNEA
QRNGFIQSLK DDPSQSTNVL GEAKKLNESQ APKADNNFNK EQQNAFYEIL NBMPNLNEEQR
NGFIQSLKDD PSQSANLLSE AKKLNESQAP KADNKFNKEQ QNAFYEILHL PNLNEEQRNG
FIQSLKDDPS QSANLLAEAK KLNDAQAPKA DNKFNKEQQN AFYEILHLPN LTEEQRNGFI
QSLKDDPSVS KEILAEAKKL NDAQAPKEED NNKPGKEDNN KPGKEDNNKP GKEDNNKPGK
EDNNKPGKED GNKPGKEDNK KPGKEDGNKP GKEDNKKPGK EDGNKPGKED GNKPGKEDGN
GVHVVKPGDT VNDIAKANGT TADKIAADNK LADKNEIKPG QELVVDKKQP ANHADANKAQ
ALPETGEENP FIGTTVFGGL SLALGAALLA GRRREL

€ MYKRLFISHV ILIFALILVI STPNVLAESQ PDPKVDQVQL QESGGALVQP GGSLRLSCAA
SGFPVNRYSM RWYRQAPGKE REWVAGWMSSA GDRSSYEDSV KGRFTISRDD ARNTVYLQHMN
SLKPEDTAVY YCNVNVGFEY WGQGTQVTVS SGSQAPKEED NNKPGKEDNN KPGKEDNNKP
GKEDNNKPGK EDNNKPGKED GNKPGKEDNK KPGKEDGNKP GKEDNKKPGK EDGNKPGKED
GNKPGKEDGN GVHVVKPGDT VNDIAKANGT TADKIAADNK LADKNMIKPG QELVVDKKQP
ANHADANKAQ ALPETGEENP FIGTTVFGGL SLALGAALLA GRRREL

Figure S1. Mass spectrometry confirmation of the VHH fusion construct in the staphylococcal cell wall. a S. aureus carrying enh VHH
(Fusion) on their surface were compared to the two published strains (Seb [1] and Spa [2]) used to create the VHH fusion construct. The
cell wall (cw) and protoplast (p) fractions were prepared as previously described [2], run on sodium dodecyl sulfate-polyacrylamide gel
electrophoresis (SDS-PAGE) and bands at the expected molecular excised. b Western blotting with anti-Llama coupled to horseradish
peroxidase (HRP) showed the presence of VHH in the cell wall. ¢ Mass spectrometry confirmed the presence of the VHH fusion construct
(37 kD) in the cell wall fraction (yellow-highlighted peptides identified by tandem mass spectrometry with a 95% confidence level, green
indicates methionine residues also found oxidized (+16)). 10 exclusive unique peptides, 12/162 exclusive unique spectra, and 163/346
amino acids (47% coverage) were found. d Staphylococcal enterotoxin B (Seb, 35 kD) was present with 46 exclusive unique peptides,
70/207 exclusive unique spectra, and 230/301 amino acids (76% coverage). e Protein A of S. aureus (SpA) was detected with 13 exclusive
unique peptides, 17/372 exclusive unique spectra, and 254/516 amino acids).

References

1. Schneewind O, Mihaylova-Petkov D, Model P (1993) Cell wall sorting signals in surface proteins of gram-positive bacteria. EMBO ]
12:4803-11.

2. Schneewind O, Model P, Fischetti VA (1992) Sorting of protein a to the staphylococcal cell wall. Cell 70:267-281. doi:10.1016/0092-
8674(92)90101-H



10 10*
< 10> < 103
2 10 —_— 3 107 # —t
w 1] 12} 1
10" 10'3
0 G {1 ecasonsnsscon (g sgponrpnpnan
10% 10" 10% 10* 10* 0 2565127681024 0 2565127681024
FSC-A SSC-W FSC-W
b VHHB2 VHH62 enh
10 ug GFP 10 ng GFP 10 ug GFP
10" 10° 10%3
3 3]
< 10 < 102 ' < 102
w1 Ll 101 s 101
10 10 104
10 : ‘ 10° e 10 e ‘
10° 10" 10” 10° 10° 10° 10" 10° 10% 10° 10° 10" 10% 10% 10*
GFP-A GFP-A GFP-A
c enh: 1in 1000 enh: 1in 1 Mio enh: 1in 1 Mio
10 ng GFP 10 ug GFP 10 ng GFP
10" 10* i
3 3
< 102 < 102 <
) 101 L 101 L
10 10
107 T 10° h : 10 ‘ ‘
10° 10" 10° 10° 10" 10° 10" 10 10" 10" 10° 10" 10° 10° 10
GFP- GFP- GFP-

Figure S2. Sorting by fluorescence-activated cell sorting (FACS) to affirm detection limit and specificity of the VHH fusion construct.
Influenza NP-specific VHH62 or enh (GFP-specific) were installed on the staphylococcal surface, mixed at different ratios and with
various concentrations of GFP. S. aureus expressing enh VHH was efficiently FACS sorted with 10 ng/mL GFP when present at one in a
million bacteria. Sequence analysis of single colony picks reconfirmed the presence of the enh VHH fusion construct (data not shown). a
Gating strategy for bacteria to avoid electronic noise, bubbles and aggregates. b Unspecific (VHH62) and positive sorting controls (enh
with high amounts of GFP). ¢ Low abundance of enh expressing staphylococci incubated with high and low amounts of GFP.
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Figure S3. NP-specific VHH on S. aureus immunoprecipitates and depletes influenza NP from lysates of infected MDCK cells. a 96 well
format saturated cultures of S. aureus were used in dilution series to pull down radioactive-labeled lysates of influenza-infected MDCK
cells (left half). Staphylococci expressing influenza NP-specific VHH were used to deplete the lysate from NP before immunoprecipitation
(right half). b Saturated cultures in 96 well plates were pooled by row and column and used for immunoprecipitation. NP-specific VHH
had been inoculated in B2 (VHH52.1), D5 (VHH54.1), and G9 (VHH62). Only row and column pools containing an influenza NP-specific

VHH were able to pull down NP from the lysate.
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Figure S4. Phylogenetic tree and amino acid sequences of influenza NP-specific VHH. Influenza NP-specific VHH identified by
staphylococcal display are shown in comparison to the influenza-specific VHH identified by phage display: VHH52 (NP); VHH54 (NP);
VHHG62 (NP); and VHH68 (HA). a VHH52.1 and VHH54.1 were named after their closest relatives. The only HA-specific VHH, VHHS68S,
clusters separately from the others. b Probably, the unique P41L mutation in the framework region (FR) of VHH68 contributes to the
distant clustering on top of the mutations in the complementarity-determining regions (CDR). Remarkably, VHH62 and D4 both contain
two extra cysteines at the same positions (50 and 104) whereas the other two cysteines are conserved position 22 and 96). In addition to
the CDR1-3, the FR1-4 also comprise several mutations. The least conserved between the individual VHH is the CDR3 (residues 99 to 113)
that differs in length (note gap fraction graph). Analysis in CLC Sequence Viewer, Qiagen, Frederick, MD, USA. Coloring
http://www.rasmol.org/software/RasMol Latest Manual.html#ShapelyColours.
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Figure S5. C15 stains MHCII and DC13 CD11b on mouse splenocytes. WT or MHCII KO C57BL/6 splenocytes were stained with the VHH
and additional markers. a Gating for FSC and SSC was similar as in (b). Fc receptors were blocked with CD16/32 (Biolegend, San Diego,
CA, USA) before the staining procedure and cells were labeled with Via-Probe (BD, San Jose, CA, USA) at the end of the staining.
Biotinylated (by sortase) VHH and streptavidin-PE (Invitrogen, Carlsbad, CA, USA) are plotted against MHCIL. VHH? and DC15 staining
is lost in the absence of MHCII. b CD11b-BV711 (Biolegend, San Diego, CA, USA) and Alexa Fluor 647 sortagged DC13 staining is shown
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on WT splenocytes. The staining was identical on MHCII KO splenocytes (data not shown).
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b MTLKALLVTA LALCHGFNLD FQEN K GQSVVQ LGGTSVVVAA PQEAKAVNQT
GALYQCDYST SRCHPIPLQV MSLG 5 VSTVPQ QLLACGPTVH QNCKENTYVN
GLCYLFGSNL LRPPQQFPEA QESD v 1D65GS INNIDFaKklllk EFvsTVEIEQF
KKSKTLFSL. QYSDEFRIHF RNPS R VSPIKQ LNGRTKTASG IRKVVRELFH
KTNGARENAA KILVVITDGE DYKD | ADRAGY IRYVIGVGNA FNKPQSRREL
DTIASKPAGE HVFQVDNFEA QLQE I |EGTQT GSTSSFEHEM SQEGFSASIT
SNGPLLGSVG SFDWAGGAFL VTFI T SD.N DAYLGYASAV I|LRNRVQSLYV
LGAPRYQHIG LVVEMFRENFG SIKG Q GAS LCSVDMDADG NTNLILIGAP
HYYEKTRGGQ VSVCPLPRGQ EALL G WGR FGAALTVLGD VNGDKLTDVA
|GAPGEQENQ GAVYIFYGAS SHSQ | SPG LAYFGQSLSG GKDLTMDGLM
DLAVGAQGHL LLLRAQPVLR FSPK ACQ EQVLKNKDAG EVRVCLRVRK
NTKDRLREGD I1QSTVTYDLA RIRA NTR RRTQVFGLMQ KCETLKLILP
DCWVDESVESIEAN IMERILNYTLVG GNLR QRF FTA.FPFEKN CGNDSICQDD
LSITMSAMGL DTLVVGGPQD LRND QVT VYYPSGLSYR KDSASQNPLT
KKPWFVKPAE SSSSSEGHGA NINH VT FNVTFDVDSH ASFGNKLLLK
AIVASENNMS RTHK LE YR LNFTASEMTS KVIQHQYQFN
NLGQRSLPVS VVFW NVTVWDHPQV HTEQKSPPHS NFRDQLERTP
VLNCSVAVCK RIQC TQEIFNVTLK TSHGHLLLVS STEILFNDSA
FALLPGQESY VRSK PYEVHNPVPL LLALITAGLY KLGFFKRQYK
DMMNEAAPQD APPQ
MLGPHSLLLA LAGLFFLGSA VSQECTKYKV ClQSG PGCSWCQKLN FTGPGEPDSL
RCDTRAQLLL KGCPADDIMD PRSIANPEFD KQLSP QKVTLYLRPG QAAAFNVTFR
RAKGYPIDLY YLMDLSYSML DDLNNVKKLG QALNE! TESGRIGFGS FVDKTVLPFYV
NTHPEKLRNP CPNKEKACQP PFAFRHVLKL TDNSNQFQTE VGKQLISGNL DAPEGGLDAI
MQVAACPEEI GWRNVTRLLY FATDDGFHFA GDGKLGAILT PNDGRCHLED NMYKRSNEFD
YPSVGQLAHK LSESNIQPIF AVTKKMVKTY EKLTEIIPKS AVGELSDDSS NVVQLIKNAY
YKLSSRVFLD HSTLPDTLKY TYDSFCSNGA SSIGKSRGDC DGVQINNPVT FQVKVEASEC
IQEQSFVIRA LGFTDTVTVQ VRPQCECQCR DQSREQSLCG GKGV.ECGlC RCESGY | GKN
CECQTQGRSS QELERNCRKD NSSIVCSGLG DCICGQCVCH TSDVPNKEIF GQYCECDNVN
CERYNSQVCG GSDRGSCNCG KCSCKPGYEG SACQCQRSTT GCLNARLVEC SGRGHCQCNR
CICDEGYQPP MCEDCPSCGS HCRDNHTSCA ECLKFDKGPF EKNCSVQCAG MTLQTIPLKK
KPCKERDSEG CWITYTLQQK DGRNIYNIHV EDSLECVKGP NVAAIVGGTV VGVVLIGVLL
LVIWKALTHL TDLREYRRFE KEKLKSQWNN DNPLFKSATT TVMNPKFAES

d MKYLLPTAAA GLLLLAAQPA MAQVQLQESG GGLVQAGGSH NLSCTASGIT FSSLAMGWFR
QTPGKEREFV ANIBMRSGSSY FYADSVRGRF TISRDNAKNT AHLQEINSLKP EDTAVYFCAA
TRGAWPAEYW GQGTQVTVSS GGLPETGGHH HHHH

Figure S6. DC13 specificity for CD11b is confirmed by mass spectrometry. a Silver stain of mutuDC [1] RIPA (50 mM Tris pH 7.5, 150 mM
NaCl, 1% Nonidet P-40, 0.25% sodium deoxycholate, 2 mM EDTA, 0.1% SDS) lysate immunoprecipitated with biotinylated (by sortase)
DC13 and streptavidin-agarose. Bands (b, ¢, and d) were excised at the indicated places. b Mass spectrometry identified mouse integrin
alpha-M [ITGAM, 128 kD; also known as CR3 (complement receptor 3) or Mac-1 (macrophage-1 antigen) ]. Peptides identified by tandem
mass spectrometry with a 95% confidence level are highlighted in yellow. Green indicates methionine residues also found oxidized (+16).
For ITGAM, 39 exclusive unique peptides, 59/253 exclusive unique spectra, and 447/1154 amino acids (39% coverage) were found. ¢ The
85 kD protein band was mouse integrin beta-2 (CD18) with 32 exclusive unique peptides, 39/201 exclusive unique spectra, and 347/770
amino acids (45% coverage). d DC13 was detected with four exclusive unique peptides, 7/64 exclusive unique spectra, and 46/154 amino
acids (30% coverage).
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C MALQIPSLLL SAAVVVLMVL SSPGTEGGDS ERHFVYQFMG ECYFTNGTQR IRYVTRYIYN
REEYWVRYDSE MGEHRAVMTEL GREDPAEYWNS QPENIERTERA ELFDTVMERHENY [EGEETHTSLR
RLEQPNVVIS LSRTEALNHH NTLVCSVTDF YPAKIKVRWF RNGQEETVGY SSTQLIRNGD
WTFQVLVMLE MMTPRRGEVYT CHVEHPSLKS PITVEWRAQS ESAWSKMLSG IGGCVLGVIF
LGLGLFIRHR SQKGPRGPPP AGLLAQ

d MPRSRALILG VLALTTMLSL CGGEDDIEAD HVGTYGISVY QSPGDIGQYT FEFDGDELFY
VDLDKKETVW 'LPEFGQLAS FDPQGGLQNI AVVKHNLGVL TKRSNSTPAT NEAPQATVFP
KSPYVLLGQPN TLICFVYDNIF PPVINITWLR NSKSVADGVY ETSFFVNRDY SFHKLSYLTF
| PSDDDIYDC KVEHWGLEEP VLKHWEPEIP APMSELTETV VCALGLSVGL VGIVVGTIFI
IQGLRSGGTS RHPGPL

e MKYLLPTAAA GLLLLAAQPA MAQVQLQESG GGLVQPGASL RLSCVSAFSL DHYSVAWFRQ
APGKEREGVYS CHSRSNKATD YADSVKGRFT |ISRDSAKRTYV YLQ.NNLKPE DTAVYYCAVK
QWG.CTGGVW GRSQYDYWGQ GTQVTVSSGG LPETGGHHHH HH

Figure S7. Mass spectrometry identifies MHCII as target for DC15. a Radiolabeled cell lysates of A20 (ATCC, TIB-208), DC2.4 [1], JawsII
(ATCC, CRL-11904), and mutuDC were immunoprecipitated with DC15 coupled to cyanogen bromide (CyBr)-activated sepharose 4B
(Sigma, St. Louis, MO, USA). Intensities of the 30 kD band correlated with the median fluorescence intensity (MFI) in FACS (data not
shown). b Coomassie (left) and silver stain (right) of mutuDC IP with DC15-CyBr beads. Excised bands are indicated by black boxes (c
and d, e). Peptides identified by tandem mass spectrometry with a 95% confidence level are highlighted in yellow. Green indicates
methionine residues also found oxidized (+16). ¢ The mouse MHCII beta chain (30 kD) was present with 16 exclusive unique peptides,
26/149 exclusive unique spectra, and 154/265 amino acids (58% coverage). d The mouse MHCII alpha chain (28 kD) was seen with 7
exclusive unique peptides, 14/122 exclusive unique spectra, and 81/256 amino acids (32% coverage). e The abundance of DC15 could be
seen with 18 exclusive unique peptides, 7/628 exclusive unique spectra, and 121/162 amino acids (75% coverage).
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Figure S8. Intracellular expression of VHH-GFP and -mCherry fusion constructs. VHH7 and DC15 were cloned into the pInducer20
(Addgene #44012) with a Kb leader and followed by either GFP or mCherry (mCh). mutuDC were transduced with the constructs and
selected with neomycin. Expression of the constructs was induced with doxycycline (dox). Nuclei were stained with 4',6-diamidino-2-
phenylindole (DAPI) and brightfield (BF) images were taken.



