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Crystal structure of the conserved herpesvirus fusion regulator complex gH—gL.
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Supplementary Fig. 1. The N terminus of gH participates in crystal contacts. One gH-gLL
complex (beige and light blue) is shown in surface representation with domains labeled as in Fig.
1.26 gH and 5 gL residues (magenta) make crystal contacts with a neighboring gH—gL
symmetry mate (grey). View is rotated 90° counterclockwise along the vertical axis with respect
to Fig. 1c. The inset shows a close-up view of crystal contacts at the interface, with molecules
shown in ribbon representation. Selected residues making crystal contacts are labeled. If residues
His19 to Thr47 were present, they would interfere with these crystal contacts, consistent with the
fact that the full-length soluble gH—gL complex does not form crystals. Also, residues Tyr26 to
Cys44 of HSV-1 gL are not accessible to antibodies when gL is in complex with gH'. However,
in the structure, which lacks first 47 residues of gH, these gL residues are exposed, with residues
Gly37, Leu40, and Arg41 involved in crystal contacts. Thus, the missing N-terminus could be
located in the vicinity of gH residues Arg49 to Pro61 and gL residues Gly37, Leu40, and Arg41.
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Supplementary Fig. 2. Electron density for the gH—gL structure. A stereo view of a
representative section. Experimental selenomethionine SAD electron density map, contoured at
1.250 is shown in grey. The model is shown as a Ca trace with gH in green and gL in blue.

Secondary structure elements as well as domains are labeled.
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Supplementary Fig. 3. Proposed orientation of gH-gL with respect to the viral envelope or
cell surface. a, Two different particle shapes detected on the virion surface” likely represent two
different views of the same molecule. b, Relative sizes of HSV entry glycoproteins, HSV-2 gH-
gL, HSV-1 gD (2¢36) and HSV-1 gB (2gum). gB is in its presumed postfusion conformation; the
prefusion conformation is unknown. Proteins are colored by domain®* (Fig. 1). Transmembrane
regions and cytoplasmic domains are shown schematically and not to scale with the ectodomains.

Relative glycoprotein orientations may not reflect those on the viral envelope or cell surface.
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Supplementary Fig. 4. Topology diagram of gH—gL. Coloring scheme is the same as in Fig. 1.
[B-strands are shown as arrows and a-helices as cylinders. Both are numbered numerically. All

secondary structure elements are labeled. Cysteines are indicated as red circles and disulfides, as
red dotted lines. Disordered regions are indicated as black dotted lines. Terminal residues as well

as residues bordering disordered regions are labeled.



il

al

w

>5a> ke L 1 e e AdtAa 111 KO OO M AQZAZANE 21 HHARHD A B RkkOZ |
(O 1z g T b4 v = oMM AAEALKAD INRRNL ZUA>O>ZZ
EOOET A R 1 OFG BR<BR: 1 1+ T > E apmma>aA
B > H AQAUNAORA [OOIOOT T ] v E>HARRAD T mEEEAAA 0 R Z RS> R
MBI | >a < J < o SAAOXAHND VOHNHRKA
RRRE 1 11 D> > RRAZH B> ALOOLE AE OO0 34 1]
AR o aollaczna VOH 1 [T157) HEOIE 1313 0.0 > et
B> ' ANHAOKEE AA>ARHA BEHB DR ZX EEOKEHAH IR AAHAVNXE HOZAKONA AROAAANZ d
=z = < A AEAEHED R 212,332,283 ez nn SVOEVVAAY
33 e HELANNKD 2] VVVVLOH> R e I AT NH Sl 1ZE I 1NO [aannanaq) w 2o
A oD BB>AmE SHEHMAAT NN PAEEEAHE SHAAHD> A HH] [EE R IEPT Bra By 43 00 R > e > >
EAa SzEAAIA00 SHHaa>A a SOOMMEEMKA ABZA 1AM o o o o o o - >
] Admm-an> EEEHalNA AAQKA0AEN AEZNNONN 2O A KO =
B RiC > B> 3 EEEERTTEE) VOKOVEHM mununuoy nUNNNNEHE o
I XEERRL) 3 ARz 5 a3 00> VOB KN SRRAVA>NA cRAEAAD D> 3 ©
AdaHAnna REHOM>HH BEH>A>E NukDEane NN RN A EEHEZ © RadEEdnn > o
HRZEOZA> - Aaaaaasa > L 00aa33a Brbes B A ) mon e
3 > ZZEAAAAK T  mmomAa<mum MO K OE A HE>AX0AA QANKY 1 RO H>Z
AAE A ARG | HEA HEDD D EEN SAA 11 KAN o >Aa> AaH
ZZMARNKE VuE 1 HXE PR Reded 106 1 ARZ A0 MO - >H fonadmmHE ]
HAAA0LN0A Vol | 22 oRADAAIND> AU | O olufu> > oM FRAHAR> A mER>a>Aaa a CE e ] 15> HO
MEOQCZZR SOBOR 1AM TnOmEEHAR HEAZ0UNE JovaAxANK AdnanA>> = AQZAAAK ! AHH FIAHAA HEXOn
COAKDEMHE AR | e ARAAEI>®N 2,10VAKNZ ) %) ERRE HHAANHA
ARHDAEHAZ ZZA | OfuH nUAHORN ANEHLEKA HHHB>HAH AAHAAAH A S 55 HHEHAE
a0 aZlon RO | 00 AR > EHAMA VOVVVZNN AARMAK I ©  AAPDHOHA SEEHMN 1 1 SRR RNN N 2] wuaAmzaH ZEEKEA
AR OB @Ak 0 Ry A 1 nuanReAr ] 3 KK Smmmamnman EEEEAHON Ak an
AARROHAEH A0 | KO A0 o > eI EEE I PRI BEHEHEAA EEN
HLAZOHDN VO>O | KO AL MEDHE of B 1 - @aannman CEEEETE) 2 (XN ZZZAR 1 1 MAALHOO0 AR+
OORmE Oz MNMAA AN e @A = a > DATAZHA MMNMAZ MAROH 1 11 oamr = 1
KAEORMAREHN [EIET R " A 3 SAAUNANONTY [l VOLE[ SARHNAHON SPnznran
O EHHNKHA |‘ cOREHY 1| RN A O FaAaKANNN e N SN
22 MA AR THAD O HE SHOZE DO EH Sz B> v O 11 I HE HE2AVAQA
SANMHHAKHD HEHA BB 1 >3 ARHAKSRO ARZARNT>> VAL | AXA [ 54545454 545444
NOMMOKLMK A CECRCEEE) 2 va> NOOWAKIN> 0 P R B D )
AR O HEH AR 1> AAH 0 O HHIAROU A VD CEEE<EE) 2| PEASSaES
AANAOAHA RRIE 1OA ¢ Vo> arn 1) AdAgnonN HEADEHMZD SORE | dmZN 2 9}
[ NE ] Y R an S DobDa> O
HEXIEO HOWA 1A ¢ > ARDR 1 Oleti> Ada o]
ZZAM 1 e D > Adnm o BB Z ) A TS VIO | KOO 5 SVVVVACAY O oMb
AR T E X HEXA 1OM m.- SIS e ] o a0 a 1> ] ng O SaamHAHHH
RO A oEEm > aZARO o PP O B B> FAm IO AHRERAKNA A AREA wa_u O aad0HHO>D
QoM dn SHEEE  Z0Z AVAAKELG AOOHILATN PoadHH> VOALS daH O aa>HOHLA
AS 11 ST | R RO AHE < AAHAIER (AR ey BaEEERERENE) O HE>O>HOR
MEG VOO 1 KA AREONHAA L AHEA>A>E A> > AQZAAAKD AdnanEnn aal (o]
AHAZ AN 1 A0E ZZEOVmLMN f Hacov<ad LR o AAANORN 5 EEdaRnas KENANRKY O =masHuoa
A1 an IAHAAHED oo E) -] 3 =Y ' O BhEaaHH
M 1 EEEIEN 2 on o R el = SaamaomE O bhadddmn
a1 1 o ARABEAHH T OUOMOAMM SR GO MM ALALORAK O voOvOM
QM 4 mmzEacoam oA Ol e AR HAAKANOO g ZZAKMEAR O havossa4
nua > A W Pk MM EANTA KO R HH o]
SRt V oHHAHAEAR ) Q= SR mEam HEAAEIAN ZzzZAZZZZ 9}
BESOR] RuQmAmE>a - 3] B an ] ] MOQBAINO o
e 1 o 33 < AandaanE Dz EEERAORL SHHAAHADH (0]
' ZRALONKN <aa>ERnQ t] QA Q E & m
' 4 >
' HE X2z HE>AR>AA R RY-T ] NUHOD> OO SO | AR [EEEEET =)
QR 1 EHA MOoBHA”KNA Zed A COmMEAIA SHEHR A0
MEA> QD Qv aAX CiHZ o ERA BRI AN “nuEVV>HA wf MXD>EKOmEK
¥ HEHX AT N odaina | AR ARQAAOON QS SHER HO> =]
' ARHOOADA Reumpn 1 AK Fetra HHAXE > = s »A
' ol 40 O R % 1 B o AZDVANK HAAAaHaa -3 VOXVVALZ HHH> Ao AdHALALT
' ROOXAAERAT AvAvovIn THHELQ@> > AEAEARMHO mAa>aEEna H> R
' D> AEHEKO A HOW A DU < > SHAEOVRZRD> £ ORI R
' ol 3 AN v EEHANEKA | feHmuakza HORIHAKK
' & SRR SHb 1 aHE T MM = &
KA VA RED AdHAIENA CEEEEEET) ] o P=Y=1
' AR 1 OEH ' AAERIAMNK z ®E>>ARNN o) e =
' KN AN a0 B0 AT AQMEa>HE = 1) CREEREERRE n- ALOENADO
' VOASVRMM PuBeBant 1> cNNUARAMEK MOASS 1] =] DEE>ANHOD ol A dHK
' ARAARKAHH AR fZpaunanaza Vuddg 13 COoXAVL>O ZaaasasHH
' O Ok ] SZAX I IH I L] AmEA1a M>00U>UH
' T N A 1 ' DAY %] BB TREAA RO/ AdngaAnE
2A>XORAV HEHADHARAN ) BRI AARA 133 “azZA LEA> S>>
MOZA I 1  oMMEAQENE R KO 1 ARG A A EHEE
VO TN ARNHAZTEHZ amnKa> AT R E e PN voovLLLY
VZLAVAN BB AR EEANAHZX ENE-EREN] MM 1 0 L © 22 2 % % 2 2 2
AdHALAHO MRS DR NNUEH DTN [T N Ao | HZO VoA =
>>HAANOD AAVVONZD HHHD D55 o AHOA | R A0 1
VOR>H>XM CEEIS R P PRAuKHEEH P AR 1 ADD ol .HR VU> A
>AAMAREE COQZOOoNA A AanpAar>o REEEEET EEE anAd 1 aBX Db 1 1 10 = E
1RO a VONNOSDE T oo PR | HED Aue 1 1AM = LOVOUN
BHAMKS @A AUREHANOM Srommma > IH>BRON OBE AOZ KD '
SOBHAARA> AARKOMEH B e e e e o e e A NOHR 1 1 e [TEL LN i ]
HOD>ARALA S MMKHAmOZ> QAN | Az SOROOLAAN KN DA T T [E [ e [ uun> 1 HA0U>
SHb AN SAREDDEZ VOREKOV Mo IMEEY VANHOEHS. o IR T BhHAAARD> =" RRE] VOIEI A HS
e © POOOOHVEH FEEERYCE] TN A EQAnT IABB > A>
EEAUD AR HHHD D E IO H> ZZEHA HOUB>>OHG [ AZEaA A B >
>N B A oo ARG 1 AdadaEa0 VOXAB>
VOIANYAA S WAVLVIG@ AN RE>O AQEQAHHD> LG L] AnuaH
2 > ] ~O 133 I > NUnAKHKIT EHOAR ECEEE)
VW A OO I— PRHAAQMZA 2VA>ALOHA PP D > oZZAAAKM S NNHOK — oNNARARNIT VUL RN
a BRI ELeE EECE ] PHEACALKY T AAZZO FRBZZZNEZ ==EEs RELEEE
I o Nt - e~ N N N o
Sl vmwv Bh vmwv B vmmv S5 vmmv S5t vmwv B> vmwv BH> vmwv B> > Bhb> >
NNNHXENm nuN-HEnm nN-HEENm nuN-HEInm nuNHXEnm nuNHEnm NNN-HEENm nuNne nuNne
> maOxe > maOxEm xm>ma0xE > maOKm > ma X mx>malxm mim>meaOxM > ma mm>me:

L
L
SGDGLYA

4



60
gH HSV2H MGGLWVGAGWTEQDPWFLGLGRYWRDTNTGRLWLPNTPDPRGLAPPELNLTTASP

c gH:HSV23 IMGJZG LW VINIEAaRYGYACGizisNRIW T EQMD PWF LEIGL GIMARINYWRDTNTGRLWLPNTPDENSINPORGINLAPPEELNLTTA SWYP
[e ;MR AN QM GIN G L Wi V[EAUSEEE GIAA N GOASeSW T EQUSD PWF LN G L GNSNRNIYWRD TNTGRLWL PNTPDJJOINPIZRGIILAPPELNLTTAS®P
fep: @R AR M GIV| G L WiS VEAUNEER G LY AL GOASISIW T E QUSD PWF LIB|GL G RN YWRD TNTGRLWL PN TP DiSJOJSPISRGINLAPPIBJELNL T TA Si¥P

99 109 119 129 139 149 159 169
[e): 90 A3 A LRWYENERFCFVLVTTAEFPRDPGQLLYIPKTYLLGRPRINAS LPPTPPVLKGLHNPASLLRSRAW

[e): 80 AV KRNI LRWYRNERFCFVLVTTAEFPRDPGQLLYIPKTYLLGRP|INAS L PjapipsppNe P TSP P PRSI VNG L K GLEJHN P[E]A SIAL LR SRAW|
e MR CAAN R RW Y ERFCFVLVTTAEFPRDPGQLLYIPKTYLLGRPJENASLPEONNEEND TING/P PIFAVENS L KGLIMHNPNA ST LR SRAW|
e AAR R, RWYIHERFCFVLVTTAEFPRDPGQLLYIPKTYLLGRPIENAS L PENNWASNP TENO|P PIS]VENS LK G LIBHN PENA SYLLRSRAW|

179 18? 199 209 219 229 239 249
fe): 9003 SV T FENARNP DIIE[E]L. T F PRGDEA T)ANH P B GIARINFAP P P[€P PENGENS RHP T TN LEIPAHLENASUTWLAMRGLLRIPGRYVYSP S
e ;90 CAVKCIV T FINARNP DIIE(E]L. T F PR GD|sJeA T)ANH P8 GINRINPAP P P(€P PINGUNSRHP TTNLETIMHLENASWUTWLAMNRGLLRJNPGRYVYISP S
e 4R AN QIR V T FSIAWMP DISERL T F PRGDNRYA TENSIH P EIGISRISNNP P PINP PNYGESHRHP T TN LIBTUISHLHNA SIS TWLANRGLLREPGRYVYRISP S
fe): 80 AV T FSJAWP DISERVL T F PR GDNAYA TENSIH PEEIGISRIBEYP P PINP PNYGENIRHP TTIHLIBIPWHLHNASPTWLABRGLLREPGRYVYYSP S

250 260 270 280 290 300 310 320

;@R A3 QA STWPVGIYWT TG[ELENIGCDAALVRARYGIMEFMGLVISMADSP PLVERSNVV P AINT LI\RVGI|PESD ENIAPERYL PGP PR\GPRYR
[e): 80 CAVKIIA STWP VGIYWT T GG LESIGCDAALVRARYGISEFMGLVISMADSP PLIERSNV V P AISBNT LEAR VGI|PESD ENIAPERYL P GP PRN\GPRYR
[e): @ AN QA STWP VGIIWT TG LAANGCDAALVRARYGESNFMGLVISMEDSP PRIENAIVV P AlSIO] T LR VGBPE\D EN4P[EJAL PGP P[EGPRYR
fep: @B CAANNA STWP VGIWT TGIALAANGCDAALVRARYGESNFMG LV I SM)zID S P PNYENAUV VP AlEJe] T L)B|R V G|B|PE\D ENJ3P[EFAL PGP P[GPRYR

330 340 350 360 370 380 390 400

[e):90: A3 @ VF VL GENS TEHADNGSALDALRRVE\GYPEESTNYAQNUISRAYAE FHERIDEGEIESEIAR PEILFWR LE\GLLAESGFAF VNAAHAJI
[e: 80 AV K VF VL GENS TIHADNGSALDALRRVE\GYPEESITN YAQNUISRAYAE FHERNDSGISIeNIAR P LFWR LE\GLLABJSGFAF VNAAHA):I

[N VF VL GEM TIHADNGSALDALRRV[EGYPEEETNYAQIENSRAYAE F)JIeDINGESHOIEII R PIS L FWR LWNGLLAWS GFAFVNAAHAN
;@R AN VF VL GEMTINADNGSALDALRRVIEGYPEE[ETNYA QIS RAYAE FINSIeDENGENNOJEI R PIYLFWR LIWGLLAWS GFAFVNAAHAW

410 420 430 440 450 460 470 480

o) 80 CA3 VAR SDLLGFLAHSRYLAGLAARGAAGCAADSVFIINVSVLD PR\ARLINLEARLEHLVARILEREQSLBAHALGYQLAFVL
[e ;00 CA VRV A RN SDLLGFLAHSRWLAGLAARGAAGCAADSVFIINVSVLDPRARLINLEARLEHLVAINTILEREQS L\WAHALGYQLAFVL
e R AN e AN SDLLGFLAHSRI\LAGLAARGAAGCAADSVFRNVSVLD PWARLOLEARLOHLVAIMILEREQS LENRHALGYQLAFVL
fe): 8B AN ENE ANLS L. SDLLGFLAHSRENLAGLAARGAAGCAADSVFIINVSVLDPWARLGLEARLGHLVAIIILEREQS LENMHALGYQLAFVL

490 500 510 520 530 540 550 560

[e): 80 CA3: QD SPIAA Y[EAVAP SAANLIDALYAEFLGGREL TE\PUIVIARALF YARRAVLRINPFLAGEP SARIQRERARRELL IJW§AL CTSDVAA]
[e:80:CAVKCID SPINA Y[EAVAP SAANLIDALYAEFLGGRE\L TE\PUIVINRALF YARRAVLRINPFLAGRP SARIOQORERARRELL ITUN§AL CTSDVAA|
[e): @R AN D SPRIAYINAVAP SAABILIDALYAEFLGGRYL TIPMVEIRALF YASAVLROPFLAGNPSAMORERARRSILLIENALCTSDVAA
[e): 80 CAARED S PEJA YISAVAP SAABILIDALYAEFLGGRWL TIPWYVEIRALF YASAVLROPFLAGNP SAMQRERARREILLIENSJALCTSDVAA]

570 580 590 600 610 620 630 640

[e): 90 CA3 S A TRIAD LRINALARBSDHQKNLFWLPDHF SPCAASLRFDLEEEFILDALANATR SPRIPENSIVIVIAQQ TRIGYA S L TRWAHYNAL
[e): 90 AV KCIA TIEIAD LRIMALARBWDHQKNLFWLPDHF SPCAASLRFDLIMEEF ILDALANIATR S|SRIPENSVINIA Q Q TINGIYA SL TRWAHYNAL
[e ;MR CAARGEA TINAD LRISALARIMDHQKIWLFWLPDHF SPCAASLRFDLINERAYF ILDALAGJATR S|3u§ P \SAVIRA O Q TIIGIRA SUNL TRWAHYNAL
fep: 8B CAM NN A TINAD LRISALARE\DHQKIWL FWLPDHF SPCAASLRFDLIEERYF I LDALA[SJATR SI3§PASAVIRA O Q T)SIGIMA SYNL TRWAHYNAL

650 660 670 680 690 700 710 720

[e:80:CAV: @ T RAF VP EANHOICEGIESEININEPRILVPITHNASYVVTHIPLPRGIGYKLTGVDVRRPLFIMTYLTATCEGRE\RIDII ERRKRLVR
;MR T RAF VP EANHOICEGIESEININEPRILVPITHNASYVVTHIPLPRGIGYKLTGVDVRRPLFMTYLTATCEGREIRIIERKRLVR
RN T RAF VP EARHINCEGOSEIANMEPRILVPITHNASYVVTHEPLPRGIGYKLTGVDVRRPLFMTYLTATCEGENRBIERKRLVR
[<):80: AR T RAF VP EASHINC[EGOSEANWYEPRILVPITHNASYVVTHEIPLPRGIGYKLTGVDVRRPLFMTYLTATCEGENRBI EEJKRLVR

739 749 759 769 779 789 79? 809
gH HSV2H pyEIY RDLGLVGAVFRYTPAGEVMSVLLVDTDTQQQAGPGPVFSSDVPSALLLFPNGTVIHLLAFDTPA

gH:HSVZB TRINIRDLGLVGAVFIBRYTPAGEVMSVLLVDTDIRTQQQINAIGGPFNGISPINVFSSDVPSMALLLFPNGTVIHLLAFD T)HP AN
[<): 80 AN G TN RDLGLVGAVFNIRYTPAGEVMSVLLVDTDNTQQQAMG PgiGE\PHVF SSDVP SIALLLFPNGTVIHLLAFD TP \YALN
[e): 80 CAA NN TO)N[O)RDLGLVGAVFNIRYTPAGEVMSVLLVDTDNTQQQMAENG PiSNGE\PEVFSSDVPSISALLLFPNGTVIHLLAFD T{SP\YALN

810 820 830

[0 AP S TAPGF LAASALGVVMITAALAGILVYRTEVP FMWRRE
e X TAPGF LAASALGVVMITAALAGILIAVIYRT[@VP FISWRRE
;AN TAPGF LAASALGVVMITAALAGILIAVISRTEVPFRWRRE
[ CAAN N TAPGF LAASALGVVMITAALAGILIAVISRTSVPFIIWRRE

1 20 30 40 50 50 70 80
gL_HSV2H JIeFVCLF[E GRUMEINGGEOATE Y VIR SYSIAINE VGD I LIJV P CUBSSNPIADD\ESIWR Y EJAP SMTIIYAIRIDGIFLRYHCPGLD
gL_HSV1K eI LGWV(E GLATMSAANG GIFSISITE Y VIAR SEQUAINE VGD I LIV P CUSNPEID DIMYWR Y EJ§P SINIINYAMIDGIFLRYHCPGLD
gL _HSV11l {e]T L.GWVe] GAARSAANG GIRIXSITE Y VIR SEQYAINE VGD I LISV P CHSSMPESIDDIMSWR Y EJ§P SENIN YA IDGIFLRYHCPGLD)

9 100 110 120 130 140 150 160

o
(<1 AP S TIILWDRHAQIIA YIRVNPF LFINAGFLED L SEEMNFPABTOQETITRISALYKEIRPALEMSRKQANMSHE\P VIIAGCVNFDYSRTRRC
(<1 : AN G T LWD RHAQISAYIIVNPFLFYAGFLED L SERFAFPANTQETIHTRISALYKEIR[OALMSRKQANSHINP VISAGCVNFDYSRTRRC
(<1 AR TV LWDRHAQISA YIIIVNPF LFWAGFLEDL S)FAF PANTQE TIHTRIMAL YKE I R[GALBSRKQAMS HIP VISAGCVNFDYSRTRRC
170 180 190 200 210 220

gL_HSV2H VGREDLPTSPDDEAQPLTPPSP‘RRTRRRRRi

gL_HSV1K (\eddOphicidT ¥SIGR TV L P PolisdopNG L{O] PHGBA TN PiBd T TVNTEID P Thi:8dD A AR K S8R P H S8 L

gL_HSV11l eddOnhiciyT PCIGRTIYVL P PsjsdpNG LG PR@BATE Py T TENTEID P T3 D A ARYK SERPNR P H ST |
Supplementary Fig. 5. Alignment of amino acid sequences of herpesvirus gH and gL
proteins. a, Alignment of secondary structure of Herpes Simplex virus 2 (HSV-2) gH with the
sequences of gH proteins from several representatives of three major herpesvirus subfamilies. a-
herpesviruses: HSV-2, strain HG52; Herpes Simplex virus 1 (HSV-1), strain KOS; Varicella-
zoster virus (VZV); bovine herpesvirus type 1.1 (B1), strain Cooper; and Pseudorabies virus

(PRV), strain Kaplan. B-herpesviruses: human cytomegalovirus (HCMV), strain AD169. y-



herpesviruses: Kaposi’s Sarcoma virus (KSHV); and Epstein-Barr virus (EBV). Residue
numbering for HSV-2 is shown above its sequence. Signal sequences, absent from mature
glycoproteins, are in red. Secondary structure elements are indicated above sequence alignment
in colors corresponding to Fig. 1 and are labeled according to Supplementary Fig. 4. Purple
triangles mark glycosylation sites. Open circles mark the predicted transmembrane region.
Conserved cysteines are labeled sequentially underneath the alignment. Identical residues are
boxed in red, conserved residues, in yellow, cysteines, in green. b, Alignment of secondary
structure of HSV-2 gL with the sequences of gL proteins from several a-herpesviruses: HSV-2,
strain HG52; HSV-1, strain KOS; VZV; bovine herpesvirus 5 (B5); and PRV, strain Kaplan.
Residue numbering for HSV-2 is shown above its sequence. Signal sequences, absent from
mature glycoproteins, are shown in red letters. Secondary structure elements are indicated above
sequence alignment in blue and are labeled according to Supplementary Fig. 4. Conserved
cysteines are labeled sequentially underneath the alignment. Identical residues are highlighted in
red, conserved residues, in yellow, cysteines, in green. C, Sequence alignment of gH proteins
from HSV-2, strains HG52 and 333, and HSV-1, strains KOS and 17, and sequence alignment of
gL proteins from HSV-2, strain HG52, and HSV-1, strains KOS and 17. Identical residues are

boxed in red.
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Supplementary Fig. 6. The C-terminal truncation of HSV-2 gL. decreases the surface
expression and with it, the cell-cell fusion activity of gH—gL. a, Schematic diagram showing
wild-type (WT) HSV-2 gL and the C-terminal truncation mutant gL(161t). The signal sequence
(sig, hatched box) and the cysteine residues (denoted as “C”) are shown. b, Cell surface
expression of HSV-2 gH—gL (red), as seen by immunofluorescence using MAb CHL2. Cell
nuclei were stained with DAPI (blue). ¢, Cell surface expression and cell-cell fusion activity of
the gH—gL(161t) complex, expressed as percent of WT control. Surface expression was assayed
using fluorescence-activated cell sorting (FACS) and either the anti-gH-gL pAb R176 (black
column) or the mAb CHL2 (gray column). Cell-cell fusion activity was assayed quantitatively

using luciferase assay (checkered column).



Supplementary Table 1. gH-gL. MAbs used in BIMC experiments.

Mab | BiMC* | Neutralization} epitopet
none +++
525 +++ yes discontinuous
53S +++ no discontinuous
MP6 +++ no 19-276
MP7 +++ no 19-276
MP8 +++ no 19-276

CHL2 | +++ no discontinuous
H12 +++ no 475-648
LP11 -/+ yes discontinuous

*BiMC stands for bi-molecular fluorescence complementation. +++ indicates little to no change
in the fluorescence compared to no antibody control. -/+ indicates a signal barely above the
background.

tReferences for the MAbs: 528, 53S°, H12, MP seriesl, CHL26, LP117°.
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