1. HLA-A, B, Cw D& A THIDT U ML BB
SARS =32 TR 357 e e
2N = 88 2N = 200 2N = 100 p value
A0 3 (34%) 4 (20%) 3 (30%)
A%02 19 (21.6%) 45 (225%) 25 (250%)
A*03 0 (00%) 2 (1.0%) 1 (10%)
A1 31 (35.2%) 57 (285%) 33 (33.0%)
A*24 14 (15.9%) 33 (165%) 13 (13.0%)
A"26 0 (0.0%) 4 (20%) 3 (30%)
A29 5 (8.7%) 18 (9.0%) 8 (80%)
A30 0 (0.0%) 1 (05%) 0 (00%)
A3t 2 (23%) 1 (05%) 2 (20%)
A"32 0 (00%) 1 (05%) 0 (0.0%)
A*33 12 (13.6%) 32 (16.0%) 10 (10.0%)
AT34 1 (11%) 1 (05%) 1 (1.0%)
A'68 T (11%) 0 (00%) 0 (00%)
A"74 0 (00%) 1 (05%) I (1.0%)
B07 7 (8.0%) 20 (10.0%) 9 (90%)
B*'13 3 (34%) 6 (30%) 9 (9.0%)
B*5 27 (30.7%) 54 (27.0%) 25 (25.0%)
B*18 2 (23%) 6 (30%) 1 (10%)
B*27 0 (0.0%) 5 (25%) 2 (20%)
B*35 § (5.7%) 10 (5.0%) 2 (20%)
B*37 0 (0.0%) 2 (1.0%) 1 (1.0%)
B*38 6 (68%) 15 (75%) 7 (70%)
B8*39 2 (23%) 4 (20%) 1 (1.0%)
B*40 3 (34%) 1 (55%) 6 (60%)
841 Po(1a%) 0 (00%) 0 (00%)
B*44 4 (45%) 9 (45%) 3 (30%)
B*46 7 (80%) 19 (9.5%) 1 (11.0%)
B%48 5 (5.7%) 3 (1.5%) 0 (00%) 0017
B49 0 (0.0%) 1 (05%) 0 (00%)
B*51 1 (1.1%) 4 (20%) 8 (80%) 0026
B8*52 0 (00%) 0 (00%) 3 (30%)
B*54 4 (45%) 5 (25%) 3 (30%)
B*55 0 (0.0%) 2 (10%) I (10%)
B*56 2 (23%) 3 (15%) 0 (00%)
B*57 3 (34%) 5 (25%) 2 (20%)
B"58 6 (6.8%) 16 (8.0%) 6 (6.0%)
Cw'01 12 (136%) 27 (135%) 13 (130%)
Ccw*03 13 (14.8%) 36 (18.0%) 21 (21.0%)
Cw'04 10 (114%) 18 (9.0%) 7 (10%)
Ccw'05 0 (0.0%) 0 (00%) 1 (1.0%)
Cw 06 3 (34%) 8 (40%) 3 (30%)
cw'o7 19 (21.6%) 45 (225%) 17 (17.0%)
Ccw*08 22 (250%) 38 (19.0%) 18 (180%)
Cw'i2 1 (11%) 4 (20%) 3 (30%)
cw'ld 0 (0.0%) 2 (1.0%) 4 (40%)
Cw'is 7 (80%) 21 (105%) 13 (130%)
cw'i6 0 (00%) 1 (05%) 0 (00%)
cw'i7 (%) 0 (00%) 0 (00%)
5% 2. HLA-DRB1, DQB1 MEIBIDT VL # & HE
oo e P Va'""i?ggﬂ/ﬁg Tovaue  Zdo
DRB1 01 0 (00%) 1 €05%) 0 (00%)
DRB1"03 6 (6.8%) 13 (65%) 2 (20%) 41%
DRB1°04 2 (23%) 18 (9.0%) 12(120%) 7 88%
DRB1 07 5  (57%) 14 (70%) 5 (50%) 46%
DRB1*08 1 (1%) 6 (30%) 9 (9.0%) 0015 53%
DRB1709 & (68%) 26 (13.0%) 10 (100%) 136%
oRB1M0 5 (57%) 15 (75%) 8 (80%) 4.4%
CRB1™M1 2 (23%) 5 (25%) 1 (1.0%) 0.5%
DRB1"12 41(466%) 658(290%) <2 27(27.0%) 0008 318%
DRB1°13 0 (00%) 14 (70%) 2 6 (6.0%) 0018 58%
DRB1"14 8 (10.2%) 9 (45%) 2 7 (70%) 14%
DRB1%15 11 (125%) 20 (100%) 9 (90%) 12.2%
DRB1'16 0 (00%) 1 (05%) 4 (40%) 25%
DQB1%02 11 (125%) 21 (105%) 5 (50%) ? 58%
DaB1703 49 (557%) 109 (545%) 51 (51.0%) 505%
DOB104 1 %) 7 (35%) 4 (40%) 46%
DQB1705 23 (261%) 41 (205%) 26 {(260%) 19.6%
DQB1°06 4 (45%) 22 (110%) 14 (14.0%) 0.025 9.0%

D. B2

NI A HREMO HA O F V) VEEOESRITR D
FLTUNS A, HLA-DRB1 & HLA-DQBL (DWW TiL, i@
RIZHE O SNHEESA L ANROIEE =

e — VORI LTEY . RKFERO = |
n—/VEM BB R S Th D LRI SN S,

WD SARS & HLA O BEBIfEHT D#H4EIZ L B & Lin
BT BT ISV VT HLA-B*4601 & B*5401 A% SARS A%
BTNV RIEEEEFEHIVAERIZEL., FRIZ
BEIEAH T B4601 REEIZZWERELTEY 1),
Ng HITFHERIZIWNT, B0703 & DRBL*0301 A% SARS
RIEWHRSBEELTWAZ L2HE2), EbiZ
Chen ©iXHE¥E T Cw'0801 A% SARS—CoV YL & BEEEDS
HHEWMELTEY 3), #MAEIZLY SARS (ZREET
BLENDHADOHITRASTWD, AP IS
ANEAP LB RT, BEOREOER L TE
Te Bz > TIY | SARS BE R & HEMFERIELFE & D
&, SARS BB L FEE =Y b — LB L DD
WFNOEBIZBW TS, DRBI*12 OF U AVEEN
SARS BZHETHEIZE <, DRB1*13 M A SARS A
EBTEEIE) o7, T/ 5, DRB1*12 /% SARS
Wt UCRS M TH D, DRBLIL3 (TBHFMETH AT
EMENTRENT, XM T A—REMTO DRBI*12 &
DRB1*13 D7 U VEEEIL, RECBEMNLOHE &
RKELERoTELT, SEFOLNIZ/BRITN M
AANEFHADHLA 7V VEERT U7 NEMOF Ty
BTh DD E TR bIAY, —F, DRBI*13 7 U
D RBYEIZ T DI OER THRENT
3BV, (8 B EIFFAIZ OV T HBV B U TR
P8 < FTREMERC B) | 181 B AURFRIZRIT B HBV
ANED L OHERRIZEBRT B2 FTREMERRE STV 5
6,7, E£72 DRBI*13 #&te T & A 7L, EED
<7 VTR LTI TH A Z b E S
TV 3 8), DRBI*13 7 U UASERYLAEIZ 5 L CHRHLME
W < BEF IR T Y . DRBI*L3 B RIZIEHIMED
HEREMN BB DH>, 3 BV ML DRBI*13 & g /R IEARR
HEVZ & B BIDIRFTE DR F 2B & 2 DO hiddone
Bgwy, LAL, Zhuh D& L Tk A SARS T1F
TeRERIE, WL O OBEIC BT A 1E =R D&
BEEHERFOFEEZ TR L TV 5,

B*48. B'51., DRB1*04. DRB1*08, DRB1*14. DQB1*06
DT VIVEER, Z8Y OBMORED > b T—F
ULEEEZRE o lz, TR V7 VENR
LRTNB7edhb LT, SLARLIBRETHLEL
Ezbh3d, L»L. ZRb5DOH T, DABL06 X
DRB1*13 &GN EHLREEIZH D Z &N T VT AE
T b TIY ., DABLY06 D F U /LEEEEAS SARS A
FERECIEWV T 21X, DRBIMI3 TERLNIER L —K
THERTHY, SHREICAT XA T EITH
R EREET IO,

WER AU TR, SARS BEREA HEEEIC XL
D ~EERENCBEREFHICHOEL T, HA ©
&7 UV & SARS EAE(L & DREE A fEt L7z a3, BER
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B S BR E AR & G R - BRBRLENER)
SR EREE

WrFeRRRE | SARS DY, R, EEM O TS

EMlberzn 77 —PI281F %5 SARS RNA IC X B REMET A b4 v ORBFE

SARS RNA induces inflammatory cytokines in activated macrophage

NEFER ESERERY YRR, EetHRBRE, BRREEE

WREE

BHRERIIGELTCWAwI R 7y — I, EFRHEEHEICRVNT, BRAGERICERER®H ZHE-T
B MERL. A VAR, EEBRLRR SRV T, Toll-like receptor (TLR) family %AV T,
FNLBEEEERBZ L TVDE I ERMBN TS, SARS VA VA I RNA VA LATHY, MIAT
WREF A T LML TV, Hxit. SARSBRAETTNVOMBIC L > T, EELzss/n7 77—
SBORIEMY A N A > TNF-alpha 2BHAFETHZ LB LMIC LI, 2O LiF, SARS VA v
ZARBEFIZBNT, =707 7—UNEET H%EO TNF-alpha DBEORELHEIH TV DA HE
MR 5,

Macrophages are distributed throughout the body where they are poised to alert the innate
immune systems to infection. Macrophages recognize the presence of infection using the Toll-like
receptor (TLR) family of proteins that detect a variety of ligands on bacterial, viral and fungal
pathogens. SARS virus is a RNA virus that proliferate in infected cells. Macrophages activated
with pathogen products known to signal through TLRs express ligands. We show that SARS RNA
stimulation induces a large amount of TNF-alpha in macrophages.  These results suggest that
TNF-alpha which is produced by SARS infected macrophages induce severe inflammation in

patients.




A. HFRA®

SARS DR, RIEDILIZIZHERDR- T4
FIMRENEEZEZBND, —BICT A L RRED
BRI, ARG, B RGEZRR L <M<
ZENUETH D, BRBER CEEREE L B
T Tr—Uik, AR OKRT, B
MRERDEMCICEE THL Z RN mbh T3
D, EOGFHEMEILL < bho TRV, Frx i,
SARS &Y: D BEIE LN 2 M 5 BMC. SARS
BEIZBWT, w7 a7 7 — 0 R 48 %40
THROMREToCE T, v o/u7 7y —J3. M
ERGE, U AV RRY HEBRRER STV T,
Toll-like receptor (TLR) family % B\ T, Zh 5K
FARZTEHL TOD Z ENMmb T 5(1), BiA
TIL, SARS BYD~ U A EF AL STV
Wz, BRI SARS U A L R BYLIEIC I B AR
TITREETH D, FEEF, 71NV 2BRLEL OE
T/ LT SARS RNA ZRAWTERAZRESEL,
NI AT 7= VIR DBRIEMEY A N AL L OFRE
ZRE LTz,
B. Fik
1) oligo SARS RNA D& Ak
Database & ¥ SARS 2 A& 556, GU rich ®
RINE RO L, 2 0 HE A BAL & LT oligo SARS
RNA Z& K L7z, %7, positive control & LT,
HIV 711X RNAB%| (RNA40Q) :
5-GCCCGUCUGUUGUGUGACUC-3' (203 LT~
R837: Imiquimod (invivogen) %, negatuve control
& LTHIV 7412 RNA B2%) (RNA41) :
5"GCCCGACAGAAGAGAGACAC-3' Q% Fv 7=,
2) oligo SARS RNA # fiv /= SARS R¥t+5 1
VAR 77— cellline ThD RAW #ia
ZHHV SARS BUET L EMET B0, oligo
SARS RNA (7.5 ug/ml) % &fx7 8 AR DOTAP
(45 ug/ml) (Roche) % A\ CHIKZA ~EA L7, oligo
SARS RNA #EA LT 1 6% IckEE FiErE
L. TNF-alpha B4 % ELISA (Pharmingen)
IR L,

C. &R

1) SARS virus {2375 GU rich B0k
I Ty =Y UANVREDORREAES Toll like
receptor ML CRB#THZ LBMENATNS,
TLR ®—->TLR-7 1%, RNA 7 A /L 2 ® GU rich &
Sl o Z L p@msan(© 3., Fxit.
TLR-TIZ%&B L, SARS 7 A V250 GU rich 5|
ZRFE LT, SARS UA NV ZLEF| OB T, LED
2 0HEFD G F/13 U ORI DEIE % T~ 7 (F
1),

b . .
1 w1 12001 10001 24001 w01

1 SARS virus iZ281F % GU rich B %oz

sequence position region GU%
1474~1493 replicase 1AB 90%
11451~11476 replicase 1AB 90%

14363~14382
19088~19107
19091~19110

replicase 1AB
replicase 1AB
replicase 1AB

90%
95%
95%

21772~21791 Spike glycoprotein 95%
23810~23829 Spike glycoprotein 90%
24694~24718 Spike glycoprotein 90%

&1 SARS VA NVAF D GU rich EEFIGEI

RK1ITHRT LI, 90%LLEGU 22% GU rich
DOEFIFERIZ8 WFTH Y, FhICHIET 3 oligo
RNAZ&RR L (£2),

Sample i .
sequence position region GU%
number
1 1474~1493 replicase 1AB 90%
2 114561~11470 replicase 1AB 90%
3 11453~11472 replicase 1AB 90%
4 11454~11473 replicase 1AB 90%
5 11455~11474 replicase 1AB 90%
6 11456~11475 replicase 1AB 80%
7 11457~11476 replicase 1AB 90%
8 14363~14382 replicase 1AB 90%
9 19088~19107 replicase 1AB 95%
10 19091~19110 replicase 1AB 95%
spike
1" 21772~21791 i 95%
glycoprotein
spike
12 23810~23829 ) 90%
glycoprotein
spike
13 24694~24713 ) 90%
glycoprotein
spike
14 24699~24718 90%

glycoprotein

#®2 Bk oligo RNA @ SARS 71 /L 2 sequence

position



2) origo SARS RNA # AW /2 SARS BLET/LIZ TSARS VA VA RNA X, =777 — VG
BiFHYA AL U EE B LT RIEMY A b B4 T D TNF-alpha 2%
SARS KT T V% in vitro THENLT 572, R 2 BUUEESELZLEBHALNERoTe, KFEND,
TRTLHIZoligo RNAZAERL, w777 —Y  SARS RUERFIZRIEMY A UL VRS EICEAS
cell line Toh %5 RAW HEAZIZ oligo RNA ZHilaN~ N5 Z & TORRIZRRE, RESIGHE & Z Sih,
BALTUANVABHEAIBALTHSREEZE HESEA L TV DRI RE XL,

D H L7z, oligo RNA ZHifaN~EA LT, 1 68K

MEIERE EEZEIR L, ELISAICLY e B €N
TNF-alpha DELE %M H L7z, oligo RNA /1% 7 1. Takeda K, Kaisho T Akira S. Toll-like
WD TiE (None), TNF-alpha OFEAITIFEAE receptors.  Annu  Rev ' Immunol
#® Hd, positive control (p. )& 5 ik, R837 2003;21:335-76.
TiZ TNF-alpha BERICEESND Z LGRS 2 Heil F, Hemmi H, Hochrein H,
N.OEBRBAHEL LTS - ERRER S hE (K2), Ampenberger F, Kirschning C, Akira S, et
F 7=, SARS oligo RNA %, 2T TNF-alpha OE4£ a}. Species-specific . recognition of
ZHE L, EAEE D R837 R positive control @ oligo imgle-stranded RNA via toll-like receptor
RNA % LOCIEESBCH o7 ‘ and '8. Science. 2004 Mar
° 5;303(5663):1526-9.
3. Diebold SS, Kaisho T, Hemmi H, Akira S,
400 — Reis e Sousa C. Innate antiviral

responses by means of TLR7-mediated
recognition of single-stranded RNA.
Science. 2004 Mar 5;303(5663):1529-31.

350 1
300 4
250 4
200 A

150 -+

F.WroEsER
LERIC3ESR
1. Ogasawara K (2005) NK Activating
Receptor, NKG2D - Function and

Biological Roles- J Oral Biosciences
47:1-5

100 +

50

o -2

¢ o oA N % B K 4 B A B O LD AN LA S R
‘\°“‘9""¢5’ AR A N W

B 2 o~ 7 n 77— R 5 TNF-alpha DEE 2. Hamerman J. A., OgasawaraK.,
(BAAL pg/ml) Lanier L. L. (2005) NK cells in
innate immunity. Cur Opn
D. #% Immunol ;17(1):29-35.

ARFRIZIBW T, in vitro TRNA 7 A L RABYLET

BT ST, AEBREF BT SARS 74 3 ﬁlgg‘;ﬁ‘glhjhj ,' Jbél—g—gkisgff;ﬁgﬁi
NMARNAGL, w7077 —DREEL LT, RE A., Allison J. P, Lanier L. L. (2005)
A P IATHD TNF'alpha %gﬁ@lﬁi <y Engagement of NKG2D by cognate
BHZERHALNERSTZ, £2, SARS VA /LA ligand or antibody alone is
RNA /&, Toll like receptor B L T 7P &R %, insufficient to mediate costimulation
TNF-alpha OEAZFHE L TV D AT RIR X of human and mouse CD8+T cells.
i, J Immunol ;174(4):1922-31,
PLEDOFERIT, SARS U AV ARYEEE, AP 4. Takeda K, Cretney E, Hayakawa Y,
BHRENCTvr a7y — V%0 ARGEHE LR Ota T, Akiba H, Ogasawara K,
SARS A NV AZE VAL BIZSBORIEEY A Yagita H, Kinoshita K, Okumura K,
FhA v EHET S LN, BERGERIS. RIE Smyth MJ. (2005) TRAIL identifies
RHELT, FEEAB(LSE TV AAEENZE LD immature natural killer cells in
-, 44, Toll like receptor & SARS 71 /LA newborn mice and adult mouse liver.
238 G 1 - AN ) N B100d7105(5)2082'9
RNA & OB 2 FEMIZINT L. £ D4 FHEIC OV Ota T Takeda K. Akiba I
THETH T & T, SARS BRI B LHHEICIE Y g Ak A e arachi
PN EZ TG aya away, Ogasawqra K, Ikarashi
° Y, Miyake S, Wakasugi H,

N Yamamura T, Kronenberg M, Raulet
B DH, Kinoshita K, Yagita H, Smyth

I ., , , )
ABFRICINT, SARS %0 RNA A L ARGE MJ, Okumura K. (2005)
TR R THENL LTc, ARBRET VTR IFN-{gamma}-mediated negative



feedback regulation of NKT cell
function by CD94/NKG2. Blood.
106 (1): 184-192.

Ogasawara K, Benjamin J, Takaki R,
Phillips J H, Lanier L L. (2005)
Function of NKG2D in natural killer
cell-mediated rejection of mouse
bone marrow grafts. Nat Immunol

6(9):938-945.

Ogasawara K, Lanier L L. (2005)
NEKG2D in NK and T cell-mediated
Immunity. Clin J Immunol in press.



RS BB FH & TR - FRRIEFNRER)
SR REREE

FEIE SRR SRFE B RE (SARS) & SP—B B FE£ B DOEMEIZ DT

RTAHEF E L EERER Y & — WA 23R BT S E
SrEaTRE BREA EZEBRER Y > F — SRR 2R AT S E

tHERTF E L ERRER Y & — 0T R 28R AT JE T

R R E L EBRERE v 7 — BT R &R AT 7 E

WTEE EERER Y v F — SR ET R SR AT JEET
FENREE HARE EvVERERE VS —

MREE

EE AR SEBEEE (SARS) BE O BEEMICI VT, 1ZITLF) ARk (R EBEEE (ARDS) 1238
BL. 10%UEDRERERTENIWEND D, ARDS (LB F DO MBEICART X2 MY —7 77 F 2 b
(surfactant protein) LBEELTW5B, flih—T7 77X MNIIZADPDLDDABRIDY, D55
fiih—>77 27 % B (SP-B) BIEFELE & ARDS LB 2EWEBEESMON TS, £Z TAMRET
I% SP-B B{xT & SARS DEEEME A~ kJ . A SARS fAH 44 A, FEREAGRIFRE 50 A, B RE L LTA
FEINAREE DI ERER 103 A, 3H197T AR LL, FA L7 Fr—7 2 ZFRICEVRFT LI,
BohlT—58% x ZFRREICAWEZEZA, B Z1T272 8NP s ETIZBWTARZEZIRD bR
Do fo, RS TINAERDBRNZ LB EOREE UTET b A, SP-B H3 SARS ~RITTHEITL.
HBHELTHEFNLDOTIHRWREEZLND,

FELH

Advanced cases of severe acute respiratory syndrome (SARS) were presented as acute respiratory
distress syndrome (ARDS). ARDS is influenced by the activity of surfactant proteins, essential
factors for normal lung function. We hypothesized that surfactant protein B (SP-B) might affect
SARS. We analyzed single nucleotide polymorphisms (SNPs) of the SP-B  gene
([A/C(-18)]1(5’ flanking), [A/C 1013] (intron2), [C/T 1580] (exon4), [A/G 9306] (3’ UTR)). The study
population comprised 44 SARS patients in Vietnam, 103 staff members of the same hospital as control
subjects, who had come into contact with SARS patients but had not developed SARS, and 50
individuals reflecting the general Vietnamese population, having had no contact history with SARS
patients. As the results of x? test, we failed to obtain any significant differences in allele
frequency. Possible effects of SP-B polymorphism on SARS might be weak, if any, though the number

of samples is small.




A. BrzEE®

EE AU R 2R MR (SARS) 1 2002 £E7> & 2003
SN THFRANIHAT Uz, SARS = 17 4 L%
(SARS—CoV) DRRYIZ & v 3&5ET 5 FrELRYLIE Th
5, BEEGITIE, (ZIEE6 D 20k MR 28 fE R
(ARDS) DJEFIEZEZTE- L., 10%LU LDOFET-RE
m~T[1],
ARDS [X3BE ORI RRI R 2 ffith—7 7 7 &2
I (surfactant protein) &PBHEE L TER Y. Ffif#k
AR AL E 4 U D BBt E L RT, fit—>
FIEUMIADPLDDATEELY ., FD 5 BY
—7 7B (SP-B)BIEFTiL. A/C(-18) SNP
(5’ flanking). A/C 1013 SNP(intron2). C/T 1580
SNP (exond). A/G 9306 SNP(3’ UTR) ®&{z 7
BUTARDS & DEREMER B X hTwWaA[2, 3],
% Z CANE TiL SP-B BIZM LA & ARDS D BEEM:
IWEB L, N hJ LA SARS BRE A4 L LT SP-B
BIF 28 & SARS DEEMEZ X A LT R —r
VAEIZ L D RRE LT,

PO

~ R4 A SARS B 44 B, FEEEARRIRE L LT
50 B, b RE & U CRENAHBEE O IERIE
#F 103 B, 3 197 FlEAHEONHRE Uiz,
ARZRIE, N M ARRER IO ¥ —DfGE
EEBSOAREZIT TiITbhiz, 2. &x8F)
LOEHEmIILDRAESREINL TS,

B. Hik
BANCPCRIEIZL D SPBOR 1l =2 V528D
TR DR 21T > 7=, RITE OHEIEEY % §75 &
L. dbSNP TEEIZ#E SN TV D FERZE SNP 3 #RAL
(C/T(1580). rs1130866, C/T (2536) . rs3024801, A/G(
4593). rs3024809) ZE M- 6SNP X —4 v &L
THEMBEZITWV, YA L7 h—r xR kEH
WCAY ) == T B{To 7, SP-B&IGTF & SNP AL
1B R OEIRERAL OB X 2 K 112, AFRICAWEY
FAv——EEEK1LIZENFTIRT,
2% genotype SJE RN allele A & SARS D REEM:
WZDOWTIE, x ZEREXZHAWTHEN L, 0.05 LA
TOpEEEEL LIz, ZD& &, SARS BH 44 4
% SARS Bf. #Efiht FRE 103 42 efbot . FENE
filxf B 50 & R SREE & LT,

2p12-p11.2

4%
£396p P s55Bp 54Tbp
14956bp
X 1.SP-BE{RT & SNPALE K OMEIEERAL  FE[A %
SNP % RH#R TR T,
®1., 794 ~——%&
primer name. |Gy 3) 150
SPB.LF2 GTA GGC CAG GAG AAG AAC CGT CAG TAG AGG 1495660
SPB LR4 GCT CTT CTG CAA CCA CAT CAC ACT GGG AAC
SPB.(-18)F1 CTT GAG AGC CCC TGG TTGGA 422bp
SPB(-18)R2 GAC AGA CTT GGG TTA ATG CC
SPB_(+1013)F1 GTG CCT TGG AGT GCT CTG TT Hb6bp.
SPB_(+1013)R1 CTT CCT CAT CGT GTC CTG GG
SPB (+1580)F3 GGT CAT GGC CCT GAG CTC AA 402bp
SPB (+1580)R2 CCA TGG GTG GGC ACA GGG GC
SPB_{+2536)F( GCT TCC TCC CAT TCC AGT GG 664bp
SPB_(+2536)R1 CAG GGA GCT ACA GGT ATG CG
SPB{+4433)F1 AGT GAA GGT CCC ATG CTG GC 539bp
SPB{+4433)R1 CAG CCT TCT GCC TTG AAC GG
SPB{+3036)F1 TGC TGT GAT TTA TCT GCT GA 541 bp
SPB(+9036)R1 CCA AGG GAG AGA GTG AGG TA
C. ¥R

SExE L L2 6SNP RN, FRUSMIRH X
N7z SNP THEDE -T2 H O

(A/G4563. rs2304566, C/T4568. rs762648) D
genotype $AME & allele BHE 23 21287, BafL
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# 2. % SNPIZ361T % genotype HUEK R allele HHE

SARS # B FREE FEHEfh e BRBE
AJIC(-18) ARAT R REME (A% 44 100 50
AIA 9(20.5%) 23(23%) 14(28%)
A/IC 23(52.3%) 49(49%) 28(56%)
cIC 12(27.2%) 28(28%) 8(16%)
Aallele 0.466 0.475 0.56
Callele 0.534 0.525 0.44
A/C1013 ARAT FT REAE (% 44 101 50
rs3024798 AJA 8(18.2%) 13(12.9%) 3(6%)
AIC 21(47.7%) 41(40.6%) 24(48%)
cic 15(34.1%) 47(46.5%) 23(46%)
Aallele 0.42 0.331 0.3
Callele 0.58 0.669 0.7
CIT1580 ARYT BT REME 3 43 101 50
rs1130866 cic 23(53.5%) 66(65.3%) 34(68%)
cIr 16(37.2%) 29(28.7%) 14(28%)
TIT 4(9.3%) 6(6%) 2(4%)
Callele 0.721 0.797 0.82
Tallele 0.279 0.203 0.18
CIT2536 ARAT VT REME (5K 44 101 50
rs3024801 cIc 44(100%) 101(100%) 50(100%)
CIT 0 0 0
TIT 0 0 0
Callele 1 1 1
Tallele 0 0 0
AlG4493 ARYT AT BB 44 101 50
rs3024809 AlA 0 0 0
AIG 0 0 0
GG 44(100%) 101(100%) 50(100%)
Aallele 0 0 0
Gallele 1 1 1
AJG4B63 fRAT AT REE (R 44 101 50
rs2304566 A/A 32(72.7%) 75(74.3%) 32(64%)
AIG 11(26%) 23(22.7%) 17(34%)
GIG 1(2.3%) 3(3%) 1(2%)
Aallele 0.852 0.856 0.81
Gallele 0.148 0.144 0.19
CIT4568 AEAT RT REE K 44 101 50
rs762458 cic 27(61.4%) 67(66.3%) 27(54%)
CIT 16(36.4%) 33(32.7%) 20(40%)
TIT 1(2.2%) 1(1%) 3(6%)
Callele 0.795 0.827 0.74
Tallele 0.205 0.173 0.26
AJG9306 AT BT REE (3K 44 99 46
rs7316 AJA 30(68.2%) 67(67.7%) 25(54.4%)
AIG 13(29.5%) 31(31.3%) 18(39.1%)
GIG 1(2.3%) 1(1%) 3(6.5%)
Aallele 0.83 0.833 0.739
Gallele 0.13 0.167 0.261
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We analyzed genetic variations of angiotensin-
converting enzyme 2 (ACE2), considering that it
might influence patients’ susceptibility to severe
acuie respiratory syndrome-associated corona-
virus (SARS-CoV) or development of SARS as a
functional receptor. By cloning of the full-length
cDNA of the ACE2 gene in the lung, where repli-
cation occurs on SARS-CoV, it was shown that
there are different splicing sites. All exons includ-
ing the new alternative exon, exon-intron bound-
aries, and the corresponding 5'-flanking region of
the gene were investigated and 19 single nucleo-
tide polymorphisms (SNPs) were found. Out of
these, 13 SNPs including one non-synonymous
substitution and three 3'-UTR polymorphisms
were newly identified. A case control study invol-
ving 44 SARS cases, 16 anti-SARS-CoV antibody-
positive contacts, 87 antibody-negative contacts,
and 50 non-contacts in Vietnam, failed to obtain
any evidence that the ACE2 gene polymorphisms
are involved in the disease process in the popu-
lation. Nevertheless, identification of new 5'-
untranslated exon and new SNPs is considered
helpful in investigating regulation of ACE2 gene
expression in the future.  © 2005 Wiley-Liss, Inc.
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INTRODUCTION

Severe acute respiratory syndrome (SARS) is an emerging
infectious disease characterized by systemic inflammation
followed by atypical pneumonia {Peiris et al., 2003b]. Shortly
after the initial worldwide outbreak in 2003, SARS-associated
coronavirus (SARS-CoV) was discovered as an etiological agent
of SARS [Drosten et al., 2003; Ksiazek et al., 2003; Kuiken et al.,
2003; Peiris et al., 2003a], and then angiotensin-converting
enzyme 2 (ACE2) was identified as a functional receptor of this
newly arrived virus [Li et al., 2003]. More recently, CD209L
was reported as being another alternative receptor for the
virus, but it appears to be a less efficient entry site than ACE2
[Jeffers et al., 2004].

Virus receptors generally play a key role in the entry of the
pathogen into the host cells and may influence development or
progression of viral diseases. For example, it is well known that
genetic polymorphism of chemokine receptor 5 (CCR5), a co-
receptor for human immunodeficiency virus-1 (HIV-1), influ-
ences the natural history of HIV-1 infection. The mutant allele
CCR5-A32 does not produce a functional protein and has been
shown to protect host cells against HIV-1 infection, and
progression into acquired immunodeficiency syndrome is
delayed after seroconversion takes place [Dean et al., 1996;
Liu et al., 1996; Samson et al., 1996]. By analogy with the
above, we considered that genetic polymorphisms of ACE2
could influence SARS-CoV infection or clinical manifestations
of SARS.

ACE2 is a homologue of ACE1 and exhibits 40% identity of
amino acid sequence to its N- and C-terminal domains {Tipnis

et al., 2000]. Similar to ACE1, ACE2 is a metalloprotease that ' -

constitutes a renin-angiotensin system. Human full-length
ACE2 cDNAs have been cloned already from lymphoma
(GenBank accession No. AF241254) [Tipnis et al., 2000},
cardiac left ventricle (AF291820) [Donoghue et al., 2000] and
testis (AY623811) [Douglas et al., 2004]. Based on published
data, it has been said that the ACE2 gene (ACEZ2) contains 18
exons, and spans approximately 40 kb of genomic DNA on the
human X-chromosome. Although ACE2 mRNA expressions
were demonstrated in the lung by the method of quantitative
reverse transcription-PCR (RT/PCR) [Harmer et al., 2002] and
its protein expression was obviously shown by immunohisto-
chemistry [Hamming et al., 2004], full-length ACE2 ¢cDNA has
not been cloned from the lung so far. This is considered to be



very likely as being an important replication site of SARS-CoV
[Haagmans et al., 2004].

In the present study, we attempted a full-length cloning of
ACE2 cDNA from the human lung and found a new alternative,
the 5'-untranslated exon. During this process, an extended
region of the original exon 1 was identified in the testis’ RNAs.
Then, we explored genetic polymorphisms within 19 exons
including new regions and the 5'-flanking region of ACE2 and
tried to determine whether the polymorphisms of ACE2 are
associated with SARS in Vietnamese.

MATERIALS AND METHODS
Cloning of ACE2 ¢cDNA From the Lung

Cloning was performed by combination of RT/PCR and 5'-
and 3'- rapid amplification of cDNA ends (RACE) procedures,
using human lung total RNA (Stratagene, La Jolla, CA) and
human testis total RNA (Stratagene) as a control. The total
RNAs were reverse-transcribed using SuperSeript ITI Reverse
Transcriptase (Invitrogen, Carlsbad, CA) with oligo(dT);5. 14,
and then ¢cDNA was amplified using Platinum Tagq DNA
Polymerase High Fidelity (Invitrogen) with primers ACE2-
exon 1s (5'-CAA AGG CTG ATA AGA GAG AA-3) and ACE2-
exon 18 as (5'-GAA CAG AAG TCA AAT CCA GA-3') to amplify
the transcript of 2721 bp encompassing the original 18 exons of
ACE2 gene on database.

The First Choice RLM-RACE Kit (Ambion, Austin, TX) was
used for 5'- and 3'-RACE procedures following the manufac-
turer’s recommendation. Gene-specific primer sets for 5'-
RACE were ACE2-5'0uterl and ACE2-5Innerl (5'-GTG
GAT ACA TTT GGG CAA GT-3' and 5-CCT AGA CTA AAA
CCT CCT CA-3'), and ACE2-5'0uter2 and ACE2-5'Inner?2 (5'-
GAA GTA AGA AAG CCT CCA CA-3' and 5-CTC CTG ATC
CTC TGT AGC CA-3'). Gene specific primer set for 3-RACE
was ACE2-3'Outer and ACE2-3'Inner (§-CAA TGA TGC TTT
CCG TCT GA-3 and 5'-ACA CTT GGA CCT CCT AAC CA-3").
Nucleotide sequences of PCR products were directly deter-
mined by the automated DNA sequencer (PRISM 3100 Genetic
Analyzer, Applied Biosystems, Foster City, CA).

To investigate expression of the exons on the 5 side, RT/
PCR procedures were performed on the total RNAs of human
lung, testis, trachea (Stratagene), primary-cultured bronchial
epithelial cells [Lechner and LaVeck, 1985], small intestine
(Ambion), and on the human major organ cDNAs (Bio Chain
Institute) with the sense primer New-exon (5'-TTC TTA CTT
CCA CGT GAC CT-3') or Extended-exon 1 (5-GCT CAG CAG
ATT GTT TAC TG-3) and the antisense primer ACE2-
5'0uterl.

Genomic DNA Samples for the Association Study

An association study between SARS patients and controls
was reviewed and approved by local ethics committees. Of
62 cases fulfilling the World Health Organization case
definition of probable SARS in Vietnam [WHO, 2003], 5 fatal
cases and 3 non-Vietnamese cases were excluded from this
study. In the remaining 54 cases, 44 individuals agreed to
participate in this study as cases. One hundred and three
Vietnamese staff members, who did not develop SARS but may
have come in contact with SARS patients in the hospital where
nosocomial infection of SARS had arisen, were enrolled as
contacts. Furthermore, 50 medical staff members who had
been working in a separate building and those considered
having no history of contact with SARS patients joined in this
study as non-contacts, according to information obtained by
questionnaire. Peripheral blood samples of all the subjects
were collected and genomic DNA was extracted from the blood
cells by a method described elsewhere [Wang et al., 1994].

Polymorphisms of ACE2 and SARS 53

Testing for Antibody Response to the SARS-CoV

To detect the antibody to the SARS-CoV in serum, all the
blood samples were tested with SARS ELISA (Genelabs
Diagnostics Pte. Ltd., Singapore Science Park, Singapore) in
accordance with the manufacturer’s recommendation [Guan
et al., 2004].

Identification of Polymorphisms
Within ACE2 Gene

Ofthe 44 SARS cases and 103 contacts recruited, a half of the
samples were randomly selected for searching polymorphisms
within the ACE2 gene. PCR primers were designed to amplify
19 exons including the new alternative exon, exon-intron
boundaries and approximately 1,000 bp of the 5'-flanking
region of the new exon, reaching 2,000 bp upstream of the 5'-
end of the original exon 1 (Table I). Genomic DNA of each
sample was subjected to PCR amplification followed by direct
sequencing.

Genotyping of Identified Polymorphisms

Non-synonymous nucleotide substitutions and other varia-
tions with a minor allele frequency higher than 0.05 were
subjected to genotyping in all SARS cases, contacts and non-
contacts. Consequently, one novel non-synonymous sub-
stitution, two possible non-synonymous polymorphisms in
the database (dbSNP identification nos. rs4646116 and
rs11798104), and variations of 3'-UTR in exon 18 (position
39844) and of intron 3 (rs2285666, position 8789) were
genotyped by the combination of direct sequencing method
and single-strand conformation polymorphism (SSCP) analy-
sis or PCR-based restriction fragment length polymorphism
(RFLP) analysis.

Statistical Analysis

Disease associations were assessed by the chi-square test.
The P values less than 0.05 were considered significant in all
the tests and data analysis was carried out using JMP version 5
(SAS Institute, Inc., Cary, NC).

RESULTS

Full-Length ACE2 ¢cDNAs From the Lung
and Expression of the Transcripts

By the use of the RT/PCR encompassing all known exons of
ACE2 and 3'-RACE method, we could amplify ACE2 ¢cDNA as
PCR fragments completely corresponding to the published
sequence of ACE2 ¢cDNA (AF241254). The 5'-RACE procedure
on the total RNA of the lung demonstrated the presence of
a new alternative exon (registered as AB193259), which con-
sisted of a segment between position —1141 and —942 and was
connected to the 5-end of the original exon 1. The 5-end of
transcripts was extended to position —1141 repeatedly by both
sets of gene-specific primers. In addition, novel 65 nucleotides
on the §-side (registered as AB193260), extending the 5'-end of
the original exon 1 upstream, were amplified from the total
RNA of testis. A schematic diagram of the exon-intron struc-
ture is shown in Figure 1.

RT-PCR revealed that the expression of the new alternative
exon could be seen not only in the lung but also in the testis,
trachea, bronchial epithelial cells, small intestine, and various
major organs (data not shown). The new extended region
was expressed not only in the testis but also in other organs
including bronchial epithelial cells and the small intestine
(data not shown).
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TABLE I. Primers Used to Identify Polymorphisms Within the ACEZ Gene

Region Primer name Primer sequence (5'—3') Product size
5 flanking region ACE2-pro-1-sense TAA TTC AGT CAG TGC TTG C 676 bp
ACEZ2-pro-1-anti AAT AGT GGA GGC ATA GAT AAA
5 flanking region ACE2-pro-2-sense TTT GTG AGC TGC TTT ATT TT 618 bp
ACE2-pro-2-anti TGC CAG AGT GTA TGT ATG AG
New alternate exon ACE2-new-sense TTA TTG CAATGT CACCTG A 470 bp
ACE2-new-anti TTA TGA CTA CTC TCC ACT CCA
5' flanking region ACE2-pro-3-sense TTT GAA TAG GTA AGT GAA GG 669 bp
ACE2-pro-3-anti TAG AAC TAG GGA TCA TGA AGA
5 flanking region ACE2-pro-4-sense TGA ATT CCA TAA AGA CAA GG 653 bp
ACE2-pro-4-anti AAA CTT GTC CAA AAATGT CTT
Exon 1 ACE2-ex1-sense ATC TTT AAC AGC TTT CTA GGA 644 bp
ACE2-ex1-anti AAC ATC CAATCT CAC AACTC
Exon 2 ACE2-ex2-sense AAC TCA TCT ATG TCA CAG CAC 636 bp
ACE2-ex2-anti AAA TTA TAT GGA CAC CTT ACC
Exon 3 ACE2-ex3-sense ACT TCT TTG GGT TTT GGT AG 627 bp
ACEZ2-ex3-anti ACA TCA GGT CAT AAA GTG GTT
Exon 4 ACE2-ex4-sense TCA TTT CAG TGG TTT ATT TTC 521 bp
ACE2-ex4-anti CTT TTC TTT TTC CCC AGT A
Exon 5 ACEZ2-ex5-sense CTT GTA TGG TTC TTG TGC TT 535 bp
ACE2-ex5-anti GGG CTG TCC TAT TAT TCT CTA
Exon 6 ACE2-ex6-sense ACC TGT GTT CTC CCAAGT A 568 bp
ACE2-ex6-anti CTT TAT CAT TTG AAT TGC AG
Exon 7 ACEZ2-ex7-sense TCA CCA AGT TAA GTA CAC GAA 562 bp
ACE2-exT7-anti TAC ACC TGC AAT TCA AGT TAT
Exon 8 ACE2-ex8-1-sense TTG CAG TGA GAA CAT TTG AAA 560 bp
ACE2-ex8-1-anti CCT CTG TTG TCT CCC ATT T
Exon 8 ACE2-ex8-2-sense GCT GTG CAG TAG ATC TCA AA 643 bp
ACE2-ex8-2-anti CAG ATT GTC CAC AGGTTC A
Exon 9 ACE2-ex9-sense CTA TGA GCA AGA GAA CAG G 577 bp
ACEZ2-ex9-anti TCA CCA GTA GTA ATT TCC AGT
Exon 10 ACE2-ex10-sense AGG GAG GAA ACT GAA ACT AAT 587 bp
ACEZ2-ex10-anti GGT ATC CAA ATG GAG ACT AAA
Exon 11 ACE2-ex11-sense GTG CAC ACC TAT AAA CCA AG 615 bp
ACE2-ex11-anti TGA GCA TGT TTA GGG TAG AC
Exon 12 ACE2-ex12-sense GTG AAA GGG CTA TTA ATC TGT 612 bp
ACE2-ex12-anti GAG AGG GCT GTA GTT ATG A
Exon 13 ACEZ2-ex13-sense CAG GAA CCT AGA CCATAC AA 636 bp
ACE2-ex13-anti GTT GCT TTC ACT ATG TCT CA
Exon 14 ACE2-ex14-sense GTA CAA ATT AGG TCATGG C 550 bp
ACE2-ex14-anti GAC GAG AGT CAATTG AAA G
Exon 15 ACE2-ex15-sense ATT ATT GGG TTT CAT CTC G 637 bp
ACE2-ex15-anti TAT AGG TCA ATG AAG GCA G
Exon 16 ACE2-ex16-sense CAG AAC AAATAGTGC CAA A 610 bp
ACEZ2-ex16-anti CAT AGT GGT AAC TTG CTT GAT
Exon 17 ACE2-ex17-sense GCT CTG TCA CCT AGG CTA G 633 bp
ACE2-ex17-anti CTA GGA AGA TGA ACT GCT GAT
Exon 18 ACE2-ex18-1-sense  TTA AGA TGA ATC CTA GCA GTG 655 bp
ACE2-ex18-1-anti CAT TTA GAT TAT CCC TGA ACA
Exon 18 ACEZ2-ex18-2-sense  TCT GGA TTT GAC TTC TGT TC 623 bp
ACE2-ex18-2-anti AAC ACT GTG AGC AAA TAC AAA
Exon 18 ACEZ2-ex18-3-sense  GAA CAG GTA GAG GACATT G 531 bp
ACE2-ex18-3-anti GGG TAG TGA CTG TGA GAA ATA
Subgrouping of Subjects Based on the
Status of Anti-SARS-CoV Antibody
Basic characteristics and sub-grouping of subjects are shown Exons New 1 1516 17
in Table II. The 44 SARS cases, 103 contacts, and 50 non- '“‘
contacts were analyzed in the present study. Based on anti- 5’ E /_Q—U'—_D'_“:
SARS-CoV antibody titer in serum, the contacts were further VAN ?
divided into two subgroups, antibody-positive contacts, and ~ Positions -1141 942 65 § 8789 33205 N”s?NP
antibody-negative contacts (data not shown). '(Siffosn 6;’)6 I‘g;‘g}iz;) (3e'fvum)

Identification of Polymorphisms
Within ACE2 Gene

All exons including the new exon, exon-intron boundaries
and the corresponding 5'-flanking region of ACEZ2 were tested

Fig. 1. A schematic diagram of the ACE2 gene structure and the posi-
tions of SNPs. The known exons are depicted as open boxes. Asolid box and a
striped box indicate the new exon and the new extended region of the exon 1,
respectively. The arrows represent locations of the SNPs analyzed in a case-
control study. The broken line depicts an alternative-splicing site.
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TABLE II. Demographiec Findings of Subjects and Subgroups

Anti-SARS-CoV antibody

SARS cases Contacts Non-contacts
Groups (n=44) (n=103) Positive (n=16) Negative (n=87) (n=50)
Age (years), mean [range] 39.3 [17-76] 36.5 [15-68] 36.0 [256—-50] 36.6 [15—-68] -2
Male/female 13/31 46/57 7/9 39/48 17/33

“Data not available.

toidentify variations of ACE2 among SARS cases and contacts.
As shown in Table III, 19 single nucleotide polymorphisms
(SNPs) were identified. Six of them have already registered on
dbSNP database, and 13 SNPs including one non-synonymous
substitution, from asparagine to serine at 638 (N638S) in the
exon 15 (position 33205) were identified. All SNPs but one in
intron 3 (rs2285666, position 8789) and another in exon 18
(position 39844) were found to be considerably rare among both
SARS cases and contacts tested. In subsequent analysis, we
therefore chose polymorphisms, and analyzed possible non-
synonymous substitution, excluding rare non-coding variants
among SARS patients and contacts.

Genotype and Allele Frequency of Three SNPs

Two SNPs in intron 3 and exon 18 with minor allele
frequencies higher than 0.05 and a newly identified non-
synonymous SNP, N638S in exon 15 were analyzed in all
samples (Table IV). Relative positions of these SNPs are shown
in Figure 1. Genotyping results by direct sequencing method
were confirmed by RFLP or SSCP methods. Because ACEZ2 is
located to the X chromosome in humans, samples from both
males and females were analyzed, respectively. Two possible
non-synonymous SNPs that are shown in the dbSNP database
(rs4646116 and rs11798104) were not found in our samples this
time. When the antibody-negative contacts group was com-
pared with antibody-positive group including SARS cases in
either males or females, no difference was observed between

the two groups both in regards to genotype and allele fre-
quencies. Comparison between antibody-positive contacts and
SARS cases, and comparison between contacts and non-
contacts did not show any significant differences in genotype
and allele frequencies of the tested polymorphisms.

DISCUSSION

During the worldwide outbreak of SARS in 2003, a subset
(about 20%-30%) of SARS patients required mechanical
ventilation, having developed pneumonia. The fatality rate
was 11%, although the majority of patients recovered without
unfavorable outcome [Peiris et al., 2003b]. As a natural con-
sequence, asymptomatic individuals produce antibodies
against SARS-CoV in their sera [Ip et al., 2004; Woo et al,,
2004]. In one of the studies, it was shown that 2.3% of contacts
who did not develop clinical SARS had serum antibody titer
over the threshold [Ip et al., 2004], and this implies the
presence of asymptomatic individuals.

We hypothesized that the functional polymorphism of ACE2,
which is considered as being a virus receptor of SARS-CoV,
might influence the clinical history of SARS-CoV infection at
least in part. This is because, a variation of the co-receptor to
HIV, CCR5-A32 where allele frequency is approximately 10%
in the European population [Martinson et al., 1997], has been
well known to resist HIV infection and alter its clinical course
[Dean et al., 1996; Liu et al., 1996; Samson et al., 1996).

TABLE III. SNPs Within the ACE2 Gene

No. of individuals who

Change of amino had the minor allele

dbSNP rs# Change of nucleotide acid (major/minor

Region Position® cluster ID (major/minor allele) allele) SARS cases Contacts
5' flanking region ~751 NEW® C/T — 1 1

5 flanking region —671 NEW G/A —_— 1 1

5' flanking region —634 NEW C/G — 1 0
Intron 38 8789 rs2285666 AlG — 15 32°¢
Intron 6 13286 rs4646140 G/A —_ 0 1
Intron 9 25082 NEW G/A — 0 1
Intron 10 25424 NEW G/A — 0 1
Intron 10 27418 rs4646165 G/A — 0 1
Intron 12 28946 rs2301693 C/T — 0 2
Intron 12 29018 rs2301692 A/G — 0 2
Intron 14 30816 NEW A/G — 1 1
Intron 14 30867 rsd646174 C/G — 0 2
Intron 14 33121 NEW G/C — 1 0
Exon 15 33205 NEW A/G N/S 0 1
Intron 16 36655 NEW G/A — 0 1
Intronl?7 38926 NEW C/T — 0 1
Exon 18 (3'-UTR) 39663 NEW C/G — 0 1
Exon 18 (3'-UTR) 39705 NEW A/G — 0 1
Exon 18 (3'-UTR) 39844 NEW G/A — 3 4°

No. of samples  No. of samples
tested = 20 tested =57

*Position numbers indicate distance from 5’ end of the original exon 1.
YNewly identified SNPs are shown as NEW.

“Minor allele frequencies of the SNPs shown in bold and italic were higher than 0.05.
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TABLE IV. Genotype and Allele Distribution of Three Single Nucleotide Polymorphisms (SNPs)
Contacts
SARS Antibody  Antibody
cases -+ (=) Non-contacts
Intron 3 (rs2285666)
Male Genotype/allele® no. (frequency) A 5(0.38) 4(0.57) 21(0.54) 5(0.31)
G 8 (0.62) 3(0.43) 18 (0.46) 11 (0.69)
Total no. 13 7 39 16
Female Genotype no. (frequency) A/A 12 (0.39) 4(0.44) 15(0.31) 11 (0.33)
A/IG 16 (0.51) 3(0.33) 24 (0.50) 17 (0.52)
G/G 3 (0.10) 2 (0.22) 9(0.19) 5(0.15)
Total no. 31 9 48 33
Allele no. (frequency) A 40 (0.65) 11(0.61) 54 (0.56) 39 (0.59)
G 22 (0.35) 7(0.39) 42 (0.44) 27 (0.41)
Exon 15 (N638S)
Male Genotype/allele no. (frequency) A 13 (1.00) 7(1.00) 39(1.00) 17 (1.00)
G 0 (0.00) 0 (0.00) 0 (0.00) 0 (0.00)
Total no. 13 7 39 17
Female  Genotype no. (frequency) A/A 31 (1.00) 8(0.89) 47(0.98) 33 (1.00)
A/G 0(0.00) 1(0.11) 1 (0.02) 0 (0.00)
G/G 0 (0.00) 0 (0.00) 0 (0.00) 0 (0.00)
Total no. 31 9 48 33
Allele no. (frequency) A 62 (1.00) 17(0.94) 95(0.99) 66 (1.00)
G 0 (0.00) 10.06) 1(0.01) 0 (0.00)
Exon 18 (3-UTR)
Male Genotype/allele no. (frequency) G 12 (0.92) 7 (1.00) 37 (0.95) 17 (1.00)
A 1 (0.08) 0 (0.00) 2 (0.05) 0 (0.00)
Total no. 13 7 39 17
Female Genotype no. (frequency) G/G 27 (0.87) 8(0.89) 46 (0.96) 29 (0.88)
A/G 4(0.13) 1(0.11) 2 (0.04) 4(0.12)
AJA 0 (0.00) 0 (0.00) 0 (0.00) 0 (0.00)
Total no. 31 9 48 33
Allele no. (frequency) G 58 (0.94) 17(0.94) 94 (0.98) 62 (0.94)
A 4 (0.06) 1(0.06) 2 (0.02) 4 (0.06)

*Genotype distribution is the same as allele distribution in male.

Using the PCR-based cloning procedure, we identified for the
first time an alternative exon upstream of the original exon 1 of
ACE2 that is expressed in various organs, including the lung
and trachea, primary-cultured bronchial epithelial cells, and
the small intestine. These are considered to be important
replication sites of SARS-CoV [Haagmans et al., 2004]. Both 5'-
and 3'-ends of the intron between the new alternative exon and
the original exon 1 followed the GT/AG rule of Breathnach and
Chambon [1981]. Although the organ specificity of the tran-
scripts was not confirmed in this study due to the limitation of
non-quantitative PCR amplification, implication of the new
exon was definitely shown in the lung and small intestine. Also,
wefound the extended region of the original exon 1, 65 bp on the
5’ side. Neither the new alternative exon nor the new extended
region of exon 1 gave rise to a new coding region and they were
considered as 5 -untranslated region.

It was recently reported that genetic variations of ACE2 did
not affect SARS susceptibility or outcome in Hong Kong [Chiu
et al., 2004]. In that study, five intronic SNPs (rs2106809,
rs2285666, rs4646142, rs714205, and rs2074192) were chosen
and analyzed in a case-control manner, based on the previously
known exon-intron structure and SNPs already registered in
the database. By contrast, we attempted to analyze not only
previously known SNPs but also variations newly identified
among actual SARS patients and contacts. Based on the
information from the exon-intron structure of ACEZ2 cloned by
ourselves, we searched for nucleotide sequences in all the
exons including the new alternative exon and the correspond-
ing 5'-flanking region, which are thought to contain promoters
of the new exon and the original exon 1. We found one novel
non-synonymous substitution N638S and 18 non-coding SNPs

including two relatively common SNPs with minor allele
frequency higher than 5%. We selected these SNPs and
analyzed them furthermore in a case-control manner, because,
while they are rare ocecurrence, non-synonymous substitution
may directly modulate the function of the protein, and because
relatively common SNPs can often be used as markers to
ascertain a causative variation. Of 19 SNPs found in this study,
13 were new polymorphisms, 3 of which were located in 3'-
UTR. Two possible non-synonymous SNPs in dbSNP database
were not found in the population tested. Judging from the
results so far obtained in this case-control study, there was no
statistical evidence that ACE2 polymorphisms affect SARS
infection or alter its clinical course. However, type Il error was
not negligible because of a relatively small size of samples
tested.

Taking also into consideration, the results from a previous
study of ACEZ polymorphisms by others [Chiu et al., 2004}, it is
unlikely that the genetic defect of ACE2 is involved in the
disease resistance that has been shown in CCR5-A32 in HIV-1
infection cases. Nevertheless, this newly identified alternative
5-untranslated exon expressed in the lung, and also newly
recognized polymorphisms in this study might be of great help
concerning investigations into the regulation of ACE2 gene
expression and the possible significance of the variations in
further more in-depth studies.
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