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Daratumumab OEERI OV VEERS LUEREIOTY ViRERICWT D
FRILBEA | KIEORIGEZ#H#EHFL Daratumumab OB ERIGZ#EEETS 0.01
mol/I DTT Z AU\ iEdilEs (RBRE)
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[;"‘?] Daratumumab (DARA) & CD38 % #i#k$ % IgGlk £/ 7 u—F ik (MoAb) Th Y, FI/HEME
DLFVESHERE OBERE L THEEIMIMLTW5. LA L, DARA EE 70 7Y YERERICB W TS
MORESEERETH. X512, DARA OEKRNTOVEHIZIAT 2 H5D %\,

[ﬂ%ﬁo‘ L OHHBIDARA I X B BRSSO LG & LT HBY BT 0B 2 728 LW HEZ BT 5
DI, BiA RO DTT %l CRILERE 1o CD38 & Kell FUEIZH 4 2504 % Wit % £ 312, AABB
W2 ik R L7

[#53] 001mol/I DTT LB RIMERS X OF AABB JLBRIMER (F&4 D JH:CTid 0.15mol/I DTT (2HY4) Tk, PE
TP CD38 MoAb % DARA E OJUSHEIFE LMK T L2, £/, AABB MLERIMER TId K HUF O UG A 2
L72%% 0.01mol/I DTT MEMRMER TiE K JUE O SUSYEIZIRGG T 5 O DZ O JUSVEIRFFT 5 2 LAk, &
512, DARA BERIMERIZIHETH 0.01mol/] DTT MBI T K HUH DN I e L 2o 72, —7j, DARA 5
MM BHE O DAT 3595 2B Tth o7z, 51, £ 47 7ay M2 ) DARA #%in vivo Tld CD38 # {5k
SEHLZEEIRLT.

[(Z%] 4, F4d Kell HEOSTEZRT S 5 b 002 ORISR L2 £, DARA I X B BEMERIG
2R T & BRI ORIE) 23R L7z, KB Tld DARA BAERIMERIC B VT CD3S stk 2 ik ¢
5HZ e MRS & 512 DARA i in vitro TO IAT & invivo 128175 DAT ICH L TR - 82 KITT e d
S22 L7z,

F—7— K ! Daratumumab, 0.0lmol/I DTT, HBEJMERIEE -, CD38, K fulsiihiiss

A CNZEE, Transfusion & (45 58 % p.3003-3013, 2018) [ ZIMIZHE SN RICESEER L DTH 5.
based on a study first resported in the Transfusion 2018; 58; 3003-3013: Distinct effects of daratumumab on indirect and direct antiglobulin

(This article is

tests: a new method employing 0.01mol/L dithiothreitol for negating the daratumumab interference with preserving K antigenicity (Osaka
method) )

IECBIC

CD38 1%, 20 D7 I /7 WA & 7% B 46w N RS
PEEIS & 256 DT I A5 % 5 RWHls F x 4
¥ CHEK SN % 46kDa @ 11 RUE EREMERE 7 > 37 BT
HHY. ZEVEERE (MM) &, B M)
TR (B 2 R TH ), MM OB IS
BWTCD3SIEEFHBLTWAB. —H, IEW &Y ¥ 58k

B X OEHIMNIEZ S IR MR O W < DA DRk
TlX CD38 OFBALEIEK <, CD38 25 MM D i
IZBWTENENIC R 2R EZRLTWEYY, %
B, CD38 123 5% MEIgGlx €/ 7 10 —F Ltk
(DARA, Darzalex ™, Genmab / Janssen) ¥, I T
72X EEGYE MM B#E OE#gE L L THATIZ 2017 4¢
9 H, SKREITIZ 20154 11 BIZAGRE S /0

1) KB EA PR 245 B g B i 11 5
2) KRR KRB FAM TR - TE S R
(ZfFH 2018 4£ 10 H 16 H, =z H : 2018 4E 11 A 20 H)
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CD38 iF AR ML Bk F 1255 < F8BL3 % 729, DARA
B X OMbo$i CD38 €/ 7 1 —F ik (MoAb) 1377
IR o> CD38 IZ G L, ABHBUAR 7 1) — =
VB L UOREEGR R EoMENIiy T 7)) YR
B IAT) ICB W TS O EERIGE b 725577,
0.2mol/I Dithiothreitol (DTT) % H\W7=27R1MERAIR D
JLBRIE, CD38 O = kA % i35 %5 2 & T DARA
2 & BRI O & RN 5 2 AR R Hik e LCHERES
NTWBY. X512, DARA I X B 5R RS % i 4
HHEELT, N T Y VB 22ARImER, WY CD
38 F7213iA T4 4 & 4 THURIZ X 5 DARA O],
A AR MLER O, & 51213 DARA @ F(ab ). OfiH]
L, L OTEIREINTVEY, Z 5D )k
DT, RILERD 0.2mol/] DTT MBI ¥ 72 )73 T
EREIZD ZOFRAMAIVREN TS,

LA L7A%5 0.2mol/] DTT LB K i, AR IMERAE
o Kell PUR ZSEAITHIET 5 2 &, BIREDODIC
Y DS EE R 2 & THAH”. DARA & ML
MoAb (d#4 B TZOMAIEHIML TH Y, DARA
W2 & 2 B0k SO % R S % 7280 O il i Y) 2 5 i
BULETH L. 4, F4 13 Kell HUF O SSRGS
TH2HODFORNEIRFEL-F F, HHICITZAA
Ji ORI 287 2% L7z, KBRi:E, 0.01mol/
IDTT & HBpfBkPE T 0 2 V72 )L—F VA
WL HERRFETH D, X512, DARA %5 MM
BHEoEHE a7 Vil (DAT) 2 L7z, £
DOFER L D, DARA 13 IAT & DAT TR 728 %
KT EZHLRNITL .

HWRELUVHE

POE

DARA Zf#iH L7286 MM B 3flasxtge s L7z,
3Bl H1Z DARA 16mg/kg O %3 1 [ 8 AR 5-
TOREFTH 5. TO MM EH 3 A5 54455 N7k
b HVIGMAEE iz, Fo, RS U CRUE R
HOMAE % 7z,

WHEBEPSIIFMICLLIFAELHBTEY, 3612
BN AN TN I e N = BNV S - d A

COWFETHIA L7 MM & O RIMER A, FRI0
ER##E (Ortho-clinical diagnostics, Tokyo, Japan) %
JH 7z

DTT LIBFRMERDIER ST %

a) AABB ORI )7EIC X 5 DTT LB k72
(AABB i)

pH7.3 ) ¥ AR A MW (PBS) Tk L7z
packed cell 1 ¥ (2 PBS (pH8.0) T L 7z 0.2mol/I
DTT (Wakunaga Pharmaceutical Co., Ltd. Osaka, Ja-
pan) % 4 ERIML, £ D% 37C T30 A v F 2 x—
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b L7z B L 7-RIMER % PBS(pH7.3) C 4 [HI3EEH%,
PBS T 3% ~5% |ZFFiFiE L7-. (AABB LBARIMLER)

T/, HOBREZ R EE 57200 AABB 0.01mol/
IDTT #d%ER L 72", AABB 0.0lmol/I DTT #Tid,
50% DPEFIRIMER & & 0.0lmol/I DTT %#iR&
37C T HMA v FaxX—=b L7 L5 T, 2D
D DTT IREIZ KPR T 0.005mol/I DTT 12424
THEEZLND.

b) KBKZFE=E BRI 3B17 % DTT AFG R
B (CKBR%)

HEIRG IR S Th YV —F Y BRIE L T b 7
O, ARIMERO PG E B ER PG E .08 (himac MC
450, Hitachi Koki Co., Ltd., Tokyo, Japan) % i3
52k L, PBS (pH80) »ftbhiZ, PBS (pH7.3)
ZHWTDTT 2% L 7-.

9, @U% DTTREZRET 572012, s D
DTT D (02mol/1, 015mol/I, 0.1mol/I, 0.05
mol/I, 00lmol/I B X T 0.005mol/1) Z1EHL7-. H
BhMERPE = 0% % W 5 729, 3~5% AR IMERF IR
OEZ 100ul (2L, HBMmERSEEHE OB 2 VTR
AT 3 MIPEE L7z, PEi L 7z packed cell (%3
W)\ DTT i 500l 1%, 37°C T30 404 > % 2
N— L7z 20, HEjMERIEG R OREE vk
PRATIR T 3 \IPE L, packed cell # D F FHALIC
w7z, (45380 DTT QLRI Ek)

EE - BEERI/OTY CHER

RUPLB L 0% DTT WHRINMERE DARA $5- 8%
MEEHWTRY) ZFL 7)) a—)v (PEG) -IAT
ATV, RALELE X 0% DTT ALBRMER~ DARA
DFEE " W72 PEGIAT 1 AABB O It TE
i L7212,

HEEPLZa 7Y YRE (DAT) 2Rty as
1) ~Jifk (DiaClon Coombs Serum green, Bio-Rad Labo-
ratories, Inc., Tokyo, Japan) # Ji\» T, DARA #5- MM
HEORMERIZOWTERL 7.

EENRERFERE

FRUHB L 0% DTT WBIRIMEROFE 2 OPUF D
W, RRBEE I TEIUTE ORI - THE
L7.

Flow cytometry (FCM)

RAFLE X O DTT WL L 72 packed cell () 2.5u1) &
10 57 L 72 PE 5kt CD38 € / 7 1 — F VLR (L
CD38 MoAb : BioLegend, SanDiego, CA) 50ul # 3k
1230 A ¥ F 2 _— T} L, 1 [Pk, FCM Tt
L7z. PE=~% 7 A 1gGl %Pt > b 1o — )V (Beckman
Coulter KK., Tokyo, Japan) & LT L.

T/, RAPLEB X O DTT WLEE L 72 packed cell (7
25ul) & DARA #5 MM BE % 100ul (DARA
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B GRNAHRPUAR 2 B 72 0 W Z f#72) % 60 437 37°C
TA v Fax—1L, EMAERT 3 bkE L%,
RIMERE 320 f5A R L 72 Alexa—Y FHik b IgG(Thermo
Fisher Scientific KK, Tokyo, Japan) 50ul & 312 30
A ¥ axX— ML, 1 BPEEE, FCM THMT L7-.
SR BT v - e LTHW.

FEREIZ, RAIFEEB X O DTT AL L 72 7R1Ek % 37C
T 30 Mt K i (Ortho) F 72139t Fy' 1iiLi# (Ortho)
LIS U FaxR— DML, WEHE Alexa—Y Fhit b
IeG ZdML, ERCE AR FCM Totr L 7-.

DARA #z5i1, #5-#% 1 HHB L " 7~8 HH® MM
BEORIMERZ, Alexa—V ik b IgG & 312 30 551
A rFax=11L, 1NPEEHE, FCM THMT L.

Immunoblotting

EERMEROBAE AR 2 4R D K L7, RiEdine
1275 F T 02%NaCl B TR R LSS A2 210k
D FRIMLERIE 73 % 1572, R\, RIMERFEDO XL v b
% 2ME 25 A - 7= Laemmli ¥ ¥ 7 V& (Bio-Rad,
Hercules, CA) T#HfEL, ¥ » /%78 % SDS-PAGE
I2& D) 5~20% ATV ECToEEL7-. CD38 1%, ¥
A€/ 7 u—F VH CD38 Hfk (ATI1, SantaCruz
Biotech, Santa Cruz, CA)IZX > THI L7z, A Y »
¥y tk AlfRE<Y Y AT 7 0—F V-T2 F
U Pufk (AC-15, Sigma, StLouis, MO) T}t L 7-.

#w R

& DTT RIBFRIMERIC H (7 5 CD38 HE D ST

% DTT MBRIMER o> CD38 Ptk iz oW THEM L
72. AABB #:Cld 1 A5 ® packed cell 12 0.2mol/I DTT
FARBERMLTVD 720, 572 DTT RIS R
FTB VT 0.16mol/1 IZHINT 2 & # 2 5. Fig
LIZRT X912, KBR#E: (00lmol/I DTT ALFR) 7 & O°
12 AABB % (0.15mol/I DTT WLEEIZAHIY) &, $LCD
38 MoAb & Ot HE% % L KT &8/ AABB L
& T 0.005mol/I DTT WLEECTIZ SIS T idH 9
M Tho72. 72, AABBO0.0Imol/I DTT % M7z
BRI A, AABB00Imol/] DTT MLFEHE X
0.005mol/] DTT MLFL & 13 (ZIA Ukk 4R L7z G a1
RET). L7245 T, AABB0.0lmol/I DTT #:1Z 0.005
mol/I DTT WL & FkIC, L CD38 MoAb & Rt %
HEIELZEVRHELNZEPHL N7 F
7o, AKIREE DTT & R L C, B DTT AR IMER~
DIERFRI 72 1gG GG 2 ARISHIN S &7 2 L3k
WL, ZNIZ AABB HETRBMIKBEICETOF A —
EHZTWLZ PR, FHFE, M FSC
S35 R g IR R O PR O AR Bk (GRALFL AR 1ML ER) &
g LT, AABB MLERFRIMER Tl FSC TD I PE5 A
AHA L, FSC 7 Aild & 0 B s~ e 2 L7229, L
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2L, ZoOREFENZILIE, 001lmol/I DTT AL (K
B i) ARIMER TLE DT HIIFED 5NE DA TH - 72 (Fig.
.

WIZ, DARA $5 MM BE 04 % Hv7:4 DTT
JLERRIMER~D DARA fEGRE L D, 4 DTT DR
27 PL CD38 MoAb = H\wi-7— % L [HEkIZ,
DARA & OF#EA I LT IEARMICH UHEIE LR
72 (Fig. 2). Fig. 2B IZ/R3 & 912, FCM (2T 0.01mol/
I DTT ALEE CKBR:) %12 DARA & OFEEDRHT 9IS
WM ENT2720, BAE L TV AREAED PEGIAT 2B W
TOHME B D%z RIFLOFRIMER % Btk
W (1+)& LT L7z 001mol/I Bl ED#EED DTT
MUBRIMER Tl& PEGIAT \ICCTEMEZ /R L7225, 0005
mol/I DTT AR IMMER TREGR L (w+) ZRL
72 (Fig.2D). ZHid FCM I28WT DARA B X Ui
CD38 MoAb & DG O HOtIRE (MFD AMEAl T
Ho72728, PEGIAT IZBWTEMEIC 572 # 25
N7z, INHORRIY, F41E001mol/I DTT 234
BUNPURIRA R 2 A RIC B W T DARA IC X 515
Rtk BSOS % T W R R 2 i b IRV IREETH 5 & f)
Wr L7z,

FEMARREICNT 2 DIT LEBEOEZE

0.2mol/I T?» DTT AL TiZ v { DA DI R E A
WENDZEARENTVEY. S DI
OFTH, KPFIISFICEETH LS. PLKIKREICE
WT—RIYIZHEE U, DTT B2 PP E o i T E— B
MEFDODH PR THD720THB”. FDd, KK
% (0.0lmol/I DTT AL BH) 7 & UV IZ AABB & (015
mol/I DTT JLEL) A% Kell 3 & OF Duffy i o HuE 2
R TTHBIZOWT, FCM B X ORI 32 v
F7z. FCM TlZKBR#E: (0.01mol/I DTT AL¥E) 1 X
U AABBEOEE L OMBIT BT Fy OB
ARG 2 o 12h, K PURO KIS L < W
THIEIRENZ. L Lads, AABB & R
L CRKIR#E (00lmol/I DTT ALHEL) Tix 45 =EDK
RO SRR SN TWE Z R Eh7 (Fig
3). RWT, REEP:C X o T K PR o s 2 3
NR7z& 2 A, Tablel 127" F & 912, 00lmol/I DTT
RUER (RBRE) AR IR 0> B 5% A U3 AL PR 1M BR 12 HE
AR LIS L & F 0, K U O BB L RES 3
5500, ZORISEIRFFTE S Z LAVRE NI,
L7 L, AABB #:Cld K U O KOnPEIZseaIicif e L
7z. Table 2 \Z7R 3O MERIHLEC R L CTix, AABB
HEE 23R (0.01mol/I DTT MLBE) 12BWT, £
DOPUFEPEIC B % RIT S oo 7.

ABR:% (0.01mol/I DTT 2LIE) (X DARA EDIEEZH
K€, KNEMIEHRIFT S

KOERETRT X912, DARA %5 MM B&IZBW
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Fig. 1 Effects of various concentrations of DTT on PE-mouse anti-hu-
man CD38 MoAb binding.
(A) Scattergrams of RBC fraction obtained from nontreated RBCs,
RBCs treated with the AABB procedure, and RBCs treated with
0.0lmol/l DTT are shown. Gated area was analyzed for antibody
binding. (B) Binding of PE-mouse anti-human CD38 MoAb and PE-
mouse IgGi (negative control) are indicated as black and gray lines,
respectively. (C) Amounts of PE-mouse anti-human CD38 MoAb
binding (E&) and PE-mouse IgGi binding (M) are shown as MFI
(mean = SD, n=4). Comparison between PE-anti-CD38 and PE-IgG:
binding by paired t test; *p<0.05, **p<0.01, ***p<0.001. Compari-
son of PE-IgG: binding between nontreated RBCs and DTT-treated
RBCs by paired t test; "p<<0.05, ¥ Tp<0.01, 7 Tp<0.001. (D) Amounts
of specific binding of PE-mouse anti-human CD38 MoAb are shown
as MFI (mean = SD). Comparison between nontreated and DTT-treat-
ed RBCs; *p<0.05, **p<<0.01, ***p<<0.001.
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A

. No treat . AABB - 0.01mol/L DTT
Control plasma
§§ / DARA plasma E § ES
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0
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D
Tube test
No AABB 0.2 0.15 0.1 0.05 0.01 0.005
treat mol/L | mol/L | mol/L [ mol/L mol/L mol/L
Plig.;' 1+ Neg | Neg | Neg | Neg | Neg Neg w+

Fig. 2 Effects of various concentrations of DTT on DARA binding.

(A) Binding of DARA and control plasma (negative control) are indicated as black and gray
lines, respectively. (B) Amounts of DARA binding (EH) and control IgG binding (H) are
shown as MFI (mean*SD, n>5). Comparison between DARA binding and control IgG
binding by paired t test; ***p<0.001. Comparison of control IgG binding between nontreat-
ed RBCs and DTT-treated RBCs by paired t test; T Tp<<0.01, T 7 Tp<0.001. (C) Amounts of
specific DARA binding are shown as MFI (mean=SD). Comparison between nontreated
and DTT-treated RBCs; ***p<<0.001. (D) Results of PEG-IAT tube testing for each RBC
sample.



122

No treat

AABB 0.01mol/L DTT
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Fig. 3 Effects of DTT treatment on K and Fy® antigenicity.

(A and D) Binding of anti-K (A) and anti-Fy® antibody (D) to nontreated RBCs, RBCs treated with the AABB procedure,
and RBCs treated with 0.0lmol// DTT are indicated. Gray line indicates control IgG binding. (B) Amounts of anti-K binding
(EA) and control IgG binding (M) are shown as MFI (mean *SD, n=6). Comparison between anti-K binding and control
IgG binding by paired t test; ***p<<0.001. (C) Amounts of specific anti-K binding are shown as MFI (mean = SD). Compari-
son of anti-K binding between nontreated and DTT-treated RBCs by paired t test; ***p<0.001. (E) Amounts of anti-Fy®
binding (E&#) and control IgG binding (M) are shown as MFI (mean = SD, n=6). Comparison between anti-Fy® binding and
control IgG binding by paired t test; ***p<0.001. (F) Amounts of specific anti-Fy® binding are shown as MFI (mean = SD).
Comparison of anti- Fy® binding between nontreated and DTT-treated RBCs by paired t test; ***p<0.001.

Table 1 Effects of 0.01lmol/!l DTT and the AABB procedure on K antigen™

x1 X2 x4 x8 x 16 x 32 X 64 x 128
No treat 3+ 2+ 2+ 1+ 1+ w+ 0 0
0.0Imol/I DTT 2+ 1+ 1+ w+ 0 0 0 0
AABB 0 0 0 NT NT NT NT NT

% Anti-K antiserum was serially diluted and examined regarding its activity for RBC

agglutination by tube testing.
NT =not tested.
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Table 2 Effects of 0.01lmol/I DTT and the AABB procedure on other RBC antigens in tube testing™

D C c E e Jk* kb

Fyb M N S s Le?  LeP P1  Di

No treat 4+ 4+ 4+ 4+ 3+ 2+ 2+
0.01mol/I DTT 4+ 4+ 4+ 4+ 3+ 2+ 2+
AABB 4+ 4+ 4+ 4+ 3+ 2+ 2+

2+ 3+ 3+ 2+ 3+ 1+ 2+ 2+ 2+
2+ 3+ 3+ 2+ 3+ 1+ 2+ 2+ 2+
2+ 3+ 3+ 2+ 3+ 1+ 2+ 2+ 2+

% Indicated RBC antigens were examined by specific antisera by tube testing.

A K-

2] DARA Treated

+
0.01mol/L DTT

E No treat
o

DARA treated

K+

No treatment
+

150

No treatment
&

i

- Control plasma
DARA Treated
g] +
0.01mol/L DTT

DARA treated

Qlﬁ“ o' =:.[;2.‘ 0 10t mi‘ 10 104
B Tube test
DARA DARA
No DARA | Treated No DARA | Tregied
Treatment Treated 0.01mol/L Treatment Treated 0.01mol/L
DTT DTT
K- Neg 1+ Neg K+ 3+ 3+ 2+

Fig. 4 DTT at 0.01mol/I treatment abolishes DARA binding but preserve K antigenicity.
(A) K= or K+RBCs were incubated with plasma DARA samples. DARA-treated RBCs were then incubat-
ed with 0.01mol/I DTT for 30 minutes at 37C, and anti-K binding was examined by employing Alexa-goat
anti-human IgG before (DARA treat) and after DTT treatment (DARA treated +0.01mol/I DTT, bold black
line). K+ RBCs incubated with control plasma are used as a negative control. (B) Results of tube testing for

K antigenicity against K— and K+ RBCs.

T DAT 2bsth & 7 2 W BeEA D 5 7280, DARA A
FRIMERIZ BT d KHEE (0.01mol/I DTT L) <K
PUR ORI % Yo sk 5 22 F0_72. BRI,
DARA #5.7 MM BE DI & K+ £ 7213 K- Ok
WA A V¥ 2= Mg, HEMERZEGE O W
AP AT 3 MPEE L, DARA BAEIMER 2 /8 L 7.
Fig. 4 1R & 912, K-RKIMIKTE 2 DARAICL %
PR SO 0 72 8 (2 K L & DSOS ABtE & 7 5 72
A%, 00lmol/I DTT LB (KFiE) #HARIMERTIEK
PUEIL DARA I X 2 BRSO E 2 2T I K-
EWREICEE E N7z fEo T, DARA 5% 0 MM
BEICBWTH K (001mol/I DTT L) %179
HC, DARA I X 2B RE % %2 < L, Kell PUIEFE
HRIOHED R TH H Z LAVRE NI

MM EBE(CH (T BFRMERD cD38 FIRICKTT 5 DARA
BEDEE

DARA ¥ 5.0i, 1HHBXOHG7HH /128

H ENGREEEC L > T3 A MM B#HD DAT %47
72, 1HHIZIL3AD MM BEDI B2 A w+ & o
72725, 7T HHIZIZ 3 ADOBE T TH DAT BlEL %o
72 (Fig.5). &2, M5 oikiE %z FCM IZTHNR5
L, ERI2, 3128V TIE, 1 HHIZIZ DARA & Ofss
BRI SN 225 7 HHB L O0°8 HHIZIZ DARA
EOREAIZE L WA L ER 1 I2B W TIE, FCM
I2B W T DARA OFSEE, #5-RIRIMER & iR L T 1
HHTHHML %4 - 72 (Fig.5). 2H 5D IE, FCM
DRER & RBE B ORRIT T 5.

Z D 3 NDBH DM L AR IERASE & O JURT
&, W PEGIAT THE (1+) 2R L7272 (RHRIE
REF), DATIZBWTIZ7HE (£/2128HH) T
etk Tho7z. TORMPEOA—HE S HITHRE 72D
12, DARA # 5% 0 & BHARIMIERIC PE-HT CD38 MoAb
F 721X DARA 5 BFMAE % N 2 7. DARA $£5-Hik
IMEk & PE-HL CD38 MoAb & D#i&iIE, fER 2B &
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Fig. 5 Effects of DARA administration on RBC CD38 expression in MM patients.
(A) Amounts of DARA binding to RBCs obtained from three MM patients (Patient 1, 2, and 3) with
DARA treatment were detected by Alexa-goat anti-human IgG and are shown as MFI (mean +SD, n=
3). Results of tube testing for DAT are indicated below. Comparison of DARA binding between pre-
treatment and after DARA treatment; *p<<0.05, **p<<0.01, ***p<<0.001. (B) Amounts of specific PE-
mouse anti-human CD38 MoAb binding to RBCs obtained from each MM patient are shown as MFI
(mean = SD, n=23). Comparison of PE-anti-CD38 MoAb binding between pretreatment and after DARA
treatment; *p<<0.05, **p<<0.01. (C) Amounts of specific DARA binding to RBCs obtained from each
MM patient after incubation with plasma DARA samples in vitro are shown as MFI (mean =SD, n=3).
Comparison of DARA binding between pretreatment and after DARA treatment; *p<<0.05, **p<<0.01.

OHEB] 3 & HelE L CHER] 1 TIRRILEMIKIETdH - 72. CD38MoAb & D& EIZE L LM L7z (Fig.5). &
Z ORGEITIER 1 OFRIIER CD38 DI RN & % 12, DARA Ifit4E % % B ORIMERIZIN 2. 7225, DARA
RLTWA ER 1 TIRARIME CD38 AMEIEH TH - 72 P57 HH (¥7213 8 HH) Tid DARA OfE&1XIZ L
729, 1 HH® DAT MBIk~ Ez2 bz & AEBML 2 h o 72, ZORRNE, DARA 2S5RIMERE

LI, FEFICBWT, THHEZE8 HHTIE PE-HU Ifi k> CD38 DFEBl 2 A S & T 2 W etk 27" L C
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Fig. 6 Immunoblotting for CD38 expression in RBCs ob-
tained from patient 3.
Pellets of RBC membranes were lysed with Laemmli
sample buffer with 2-mercaptoethanol and separated
on a 5% to 20% gradient gel by SDS-PAGE. CD38 was
detected by a mouse anti-CD38 MoAb. Shown is a rep-
resentative result of two independent experiments.
RBCs obtained from a healthy control and THP-1 cells
were used as positive controls. MWM = molecular
weight marker.

Wb, ZOWREMEEHANRL 72012, MM EBHOHRINLER
AL Ty MEICTRIT L7 Fig 6 IR X9 12,
DARA 5% 1 0 HB L V7 A HAFRILER o CD38
DEDPEZELLBPTH2IENHLNERST. Thb
DAL, DARA 2% in vivo T MM BZ 0skifiEke CD38
DRBAMEEELILERRLTVAD.

% EY

DARA B X UMo v MUt CD38 MoAb (&2 D Ew
AR & Y TS/ AT MM BB OERIEE LTER
5OFEEHIZ TwAH. £72, DARA oF5plk &
NTH S LRA6 H AR, DARA (2 X 551 UG A
Ffe 9 2Tt H Y. L7zdht o> T, Slfitds o B
5 1Z DARA T X 2B UG 2 R 5 % 7280, )b —
F ALY AN T Wl HLC#l ) 2 5 O RS DS
VETHH., £2T, AABBEONRDLY &b )iiks
LC, 00lmol/I DTT & BB Bk = 0FE 2 v C
Kell DHUEMEZ 4545 L, DARA 12 X A5 RS % %
WT BKRREZ IV —F U RAEOHAE R Fk e LTHRR
L7-.

t b CD38 DML B A A4 Vi, & ¥ /37 EkiEICE
P 6 DODIANT 4 FiEE (SSHA) 2HH, CD38
ORI DTT @ & 9 Z@ocHlaxt L CIER IS DS
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BWZ EATRENTWSYY, 0.01lmol/I DTT &, IgM
PURIEMEZ S 720D AN 7 FYLVRIEE LTHY
B SN TWB 29, 22 TH 413, 8L DTT
A% Kell MR OPulE % f/4e L 72 £, S-S #i6 % Yl
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DARA B X UMt & MEPt CD38 MoAb 1, Hifk4k
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13> CD38 MoAb & Itk L ¢, MM fllfzicxf L < CDC
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GEND 233~266 7 I JEEBLUN267~280 7 X /1
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o~ 2Ptk b CD38 TH L TH 7. DARA B &
= Ak b CD38 MoAb DT Y b —FIIMi#E
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RPN & o TEHEHIWES T 5 2 EAVRm S 7.
Fx OFE R L IIRRYIZ, HL60 FI2FEH S 7z CD38
DOPENEIZ 0.005mol/] DTT MBI LT ded 57,
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F 72, KB IRMERIC DARA 25845 L Cw B84
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RS & 912 Kell FUREBA 2 JuE 35 2 LAk
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BEN D CD38 DHEEZELD 72012, NAD OFFAE T T
1& CD38 & #L CD38 MoAb ##41% 0.01mol/I DTT (2T
WIS L o722 ZRLTWAEY, LALARAHDARA
DY IR 5> TH Y, Fx 1k DARA #EEREICBWT
b CD38 Lo ¥ b — 71, Fig 4 12" X 9 KB
WCTHET B ERRLE.

2138 512, DARAF G- MM EE O IMER EHCD38
B EFR, T TCoHREYE FEAIC, DARA
BeHhCfAEd I DARA 25 4E LT b, DARA #4558
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