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A 2, o8 o] PINK A= BAX, CCL5, CCR5, CSF2,
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5% £ A7 Hd gy AERT o 28 F£Eo s wE g,

o2 Ax g A, Huto2RE] M Ay NEE g2 FFY, 92 uk ol 9w A ) E 2R
o] Al 2 AT 2FH, dE So 2dw HA Ze ATES AT EYoA AleE u, ofF g
Hho 2 HEle] A e AE(E)'S AUE mi g = zIalx P=vh. nmy
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25:75, 20:80, 15:85, 10:90, 5:95, 100:1, 95:1, 90:1, 85:1, 80:1, 75:1, 70:1, 65:1, 60:1, 55:1, 50:1,
45:1, 40:1, 35:1, 30:1, 25:1, 20:1, 15:1, 10:1, 5:1, 1:1, 1:5, 1:10, 1:15, 1:20, 1:25, 1:30, 1:35,
1:40, 1:45, 1:50, 1:55, 1:60, 1:65, 1:70, 1:75, 1:80, 1:85, 1:90, 1:95, 1:100 59| H|= ==},

EA AA A, 28E HA Ao MNEE wdER G, xR REHY 553 5o HA Ay AxEt
AE7V5E o B S=o] (D3 CD56'CDI6 A Al A¥; BxIRRE] 53 59 M de] AERT
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AE7V5E W Be 4o (D3 (D56 NKp30T A el A¥; xR £S5 5o 1 A AEnt
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URle] 54 A FAA, eut el Az gl ol AU, TEI A G, AEes

LS , 5,6, 7,8, 9,10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22, 23, 24,
25, 26, 27, 28, 29 Hi= 30 FQF i 11 olske] VIR oot AAHAG. 54 AAE G, A7) Hnt
Fol AMEE JYNES (feeder layer)®) 4 ol W/mE Hojw shte] AE1e] &4 o BFHAt,
Hop EA AAE e, A7) dEANETS Ko62 AE e Txd d8 Axs ¥t o wo 54
g AATE Gl A, 7] Aol shte] AEZE IFFRI-20]t.

Bdo A Abgd W, "23E A 2 AE'E o 5o WIE (matched) A L A7k Byt BHFAo R
Hel 49 2 Azolxm, 74 o ANY} FUF rozne dojark. ERPHY A 2
Eﬁ /\ﬂﬁ_, T = =

T ' A

welol ] AbgR W, PINK' B CPINK AIE'E Q7E BN, 6B Sol <zt BN $ Ei Ao W/

= fael odl uHE Eu 2AoZRE PolAx BN F7hA A A AELE et AXE q S

of #% MEZA, B Sol (56 2L (D6 the FAZ ALgsHs FY-BAsk A BRA o8 54T o
+

(D56 2 (D16 ©]t}. PINK A|EE= Ath

£
2ol A AgE W, e BR e BNe FW a5 B S o8 £
=, g Eol A% Hue] Hojw Ung

@t

el ARSE w, "ERE dR A= wt g eriy deH Y devbed 73 AlE, dE 5

o A ojn g,

ofy

EAo M Ate" ), "Fd AE A", "FY AE FHo JAl" 5 dF 5o T4 AEY FES PINK A
3Z, PINK AIXE X33t Axe Ad, 238 HA 48 AZ, 239 Ad 248 AxE ¥ AT H
o, o7k HbE BRd 53 HEAFORKN, dF Bo] T AEY FAddAM sl o] FU AEE FoiA
FTF Ax A S =g s A4S 23

ZEHo] 7hH dy

T 18 o0zt ek #Fol (HPP) OS2 HE| (D56 wlo]A 2R =of ola] Melw A Eo] tial 3-CD3 A 2L 3-CD56
A 18T G5 AESH A0S ez ded Az fyEe (D56'CD3 ot

T 2% 24413 Wiek B PINK AlE 2/mE FoF AXo] 98 AEZY S TAE Zoth, = 2a% HW
AFA-G F7H4 " 2] AE (PINK) ©5o] o8 = KG-1la T AlZo &4 sfol] A #HAE Za} (IFN
y)o EHE wAIg Aolth. PINK ¥ 2 KG-la AlZEE w=oz T 1:19 HZ %x3ate] s, Y&
wjokel] ola] AJALE IFNy o HZ2#W, T 2bE PINK AlEZ WEo] 93] &= KG-la = A2 &4 &to)
AF-NANE A& 2= Az (GM-CSF)e] BH|S T A3 Aot} PINK AE 2 KG-la AlXE "dEo=z w
1:19] H2 238t algE . Y& vl o8| AJArE GM-CSFe] Hz13,

= 38 1:1, 5:1, 10:1 =X 20:19 PINK AE ) £ AEQ] H]oA 2417F FA]-vf%e A KG-1la &
of tigt PINK AlE MEEAS =AIS Blolth. XF: PINK ME o % MEL ¥, YF: PINK AlX FA
sle] F AE BlE F2 T ALY WEE,

T 4= 219 Zob vk EiWE NK AE 2 %38 (PB) NK AIES] K562 AEd thst MEEAS =A5 Zojt).
2 s 4 ©9lo) wikE B NK AIE e 3 9] e wHxd NK AlEe] ®F AAE YeRdT.

T 5% 1:1, 5:1, 10:1 ¥¥ 20:1 %= 100:1¢] HPP MZ o) =% AZ] HloA 2447 EA]-ufeol A KG-1a
& ME Ut BRtozRY dojz AA Q7 et TF A AEEAHS A Zoltk. XF: HPP AlX O
TF Azl vl Y5 PP MlE FA ste] Y Al HlE] & T Ak MEE.
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3k 3 A E
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FEEFERY WE 2 UEF YERIZAL =gy, oibndl EfEAHo]
E, offx, A=dER E 3eladle, EAIdddzdHEA JAA F); A dAA (dE E], 2-
= 9E2EY Yool E, E FaUAR); INF-a dAA; 2

’ =~
Sof, MEFOESY nEvfels, HEFLRHN HErlols $)Y F

2 ES St oo xA-EE a4, dE Bol, WEEIZREHOA, Al ZREolA, T4 ZEE
ofAl, S|LFEYTAl, RNase, Ei= DNase 5& EFE = Utk 23 aas ZEAIGA (dE &, ==t
AkAl 1, 11, 111 ®E5 IV, E22E8F SIAEYYF (Clostridium histolyticum) 2569 ZFetALA|
5); dagAl, AMEelal, detseld], EA, LIBERASE, 3|EF2UthAl 5& st o2 AdEA

o) 1-

5 - .

ME F3 ZAAELS A B A Fa7e IWAE 28 ¢ Ay, 54 vl-Agtg < Aol A, A
AE a2 (dE So], EBgrlo]al), ATZREATH (48 So], AMZdA, MzZgd, AFEA, AL
242, ARERE, AP Be AFEE4), SR ERA)Al, dyERnte]il, AYAdd (A 59, Ay
V) BEE A8 (dE B9, LE5 ], AZREFAM] B R2ZF5AM), HEZAEd, ~EfEnL
olAl Solth. B AAEHGNA, A= 27 (+) F/Ee IH() M, dE Eo], FEEYE JF7eAL
(Pseudomonas aeruginosa), 2~E|ZBZAAZ o}-dl-$-2~ (Staphylococcus aureus) 5ol thal] &S HlY

AL 3 248 =3 bs FE F st oS 238 4 vk ofdlx=Al (oF 1 mM WX <F 50 mM); D-
SF32 (oF 20 mM WA F 100 mi); vkl o] (2F 1 mM WX <F 50 mM); 3 AAIE|Gol A U¥] F3H4g
2 AZ AEHS FX38H7] 98] 83 Jor EAsks, BEAEo] 20,000 EES 23sE AdEA (dE &
o, ¢k 25 g/1 WA <F 100 g/1, T+ oF 40 g/1 WA ¢F 60 g/12 A8 FA == HA iy F2o)=,
g3, dE £ 92Ed e ZEd 28F); A (dE 59, < 25 uM A oF 100 uM= &
Asts FEE F=FAollL, HdE} JEsAET, FFEER, HEY ¢ =5 vE B); A (dE
o], °F 0.1 mM WA ¢ 5 mME EA3tE N-ofAlEAZHRD); Al W2 Zf 95 $Ase 54 (dE &
o, ¢ 2 puM WA ¢ 25 pMz A5k HZtaE); UEZIZZA™ (45 £9, °F 0.05 g/L WA °F 0.2
g/L); 3 AAEGol A ZF A $a WUAE Frld TEG FoB EAsE &5 (AE 5o, 9F 1000

¥ b3 EE 3FY); T ofEEHoE &gf IFIE (dE

3l

49 /1 WA 2F 100,000 ©@9/18] w22 EAss ST
F 1.0 pM WA ¢ 5 pM= EAss ofd=go
o=, gmd o}l Zelo]= L= o] 4kE olRalo]=),

Tﬁ ¢
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i
o

>.
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il
e
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el
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QuAom, QA e 3 F 1o WE Ao A5k, vgAs AxEgeld, Bue FA o B
o) Fol 0 Fe] 9AT Fo] HelH bt v Fol FHNY A5ATh. wEASAE, BHe
Bu Fol A% st e g dw Eb 2R 2AH Axe $54 488 28] A9

A7l F4 Ao, Ad 2 Ejgk dAE AAS. B HAAEH A, 5 ol Bk Ulo] Adde] F
FEY. HE2 F4F0 AdE 35 Bgoz AT 4 Qdnk. it oz gHws W A717] Y&l AR
5 (needle) TE A9# (cannula)E FH9o T& 3l Ag3dth (& Lo, nx E3 5,372,581

H = )
(Anderson); "= 53] 5,415,665 (Hessel et al.) FZx). FAME e 4TS A= Ad A9 Yo =
ola, Hyre: HWro 2 H Y AL wiFAY|E As FEF FodA SAE 7 dvh. 28g AgE dae
dhdHoz, A5 £ gelZwWz 3. (LifeBank Inc., W= wHAF Alt] &%), volo}m= (ViaCord),
= HEy= gRirE (Cord Blood Registry) % =84 (CryoCell)el <3 & 4 ).
g4 AE, HIE ANE 3¢ s 24 AAE HLEEr] 93 FUtE 2Z4sA] FowA FY

v

=4 b =

JAE FE5Ert, ke ulgF e A s o8 B9, 4 gjvke d A A (zip-lock) =
2Bl 9 (bhag) Wloll ¥ &, o]F A {70 €gozHN H 4 AA 5 A (Hite] 2=F 20-28T=
FA =) HolA F5Ent. e AAEH YA, e AAH oz ux 53 7,147,6260] 71AH wie} T
AdE 35 71E YoM FHect. vz siAlE, b Buk 4 X 2447 Fo] Ao Addn, EA
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el AE wAE HolEt. 54 AAESelA, BdelA AlTH= PINK AEE NKG2D, (D94 B/EE
NKpd6=, €l A= NK AZRT HE7besl | B peoR Bddn. ve 54 AAEgelr], el
AleEE va=e] PINK A2 F3hske] NKG2D, CD94 BU/EE= NKpd6s, s 529 ¢hd A< Nk Alzwg HE
7FeetAl B W2 iR wAg.

EA Aol A, PINK Al¥E hsa—miR-100, hsa-miR-127, hsa-miR-211, hsa—-miR-302c, hsa-miR-326, hsa-
miR-337, hsa-miR-497, hsa—miR-512-3p, hsa—miR-515-5p, hsa—miR-517b, hsa—-miR-517c¢, hsa-miR-518a, hsa-
miR-518e, hsa-miR-519d, hsa-miR-520g, hsa—miR-520h, hsa-miR-564, hsa-miR-566, hsa-miR-618, /&=
hsa-miR-99a % Sty ©]49] microRNAE Zxd A 28 AxRYg JE7MssA 0 22 FTo2 Tds,

54 AA Gl A, BiRt A A A, o5 5°], PINK AlE= wjge] ellA FF=UdT. ve 54 AAl
ol A, efRt @] A= wfFe WolA REAT. 54 ARG, 7] Rt AR *ﬂ?ﬁ—t— dEF
sy

A iz
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oZHE 9 IR PINK AXE EFsAY 22 o]Fojrt. thE AN, vl PINK AlXE
A4E PINK AEE XA 2 o]Fodt, Hd 2 AEE PFA7E Y-S dF 5o nx 53

=4 F7] 2003/0157713 (Ohno et al.)ell 71A=Eo] Jar; T3 3 [Yssel et al., J. Immunol. Methods
72(1):219-227 (1984)] 2 [Litwin et al., J. Exp. Med. 178(4):1321-1326 (1993)] % 3}7] AAld 12] M4
A MEZ B gk AES Fxei),

e AnEgel A, wel thiel PINK AEE @4 4% 1 2
st ool AE wiASE molX @A, Tej@ s olde WA
5o aE FEem molAY, WA A A AT ARHA
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E A EfFol A, PINK A¥2] Fwk2 hsa-miR-100, hsa-miR-127, hsa-miR-211, hsa-miR-302c, hsa-miR-326,
hsa-miR-337, hsa-miR-497, hsa-miR-512-3p, hsa-miR-515-5p, hsa-miR-517b, hsa-miR-517c¢c, hsa-miR-518a,
hsa-miR-518e, hsa—-miR-519d, hsa-miR-520g, hsa-miR-520h, hsa-miR-564, hsa-miR-566, hsa-miR-618, Z/ZE+=
hsa-miR-99a = &} o149 microRNAS ¥xd Hd Ze] AXET AE758A ¥ & 3oz s,
thE 54 AAEGAA, PINK A2 Jbe 53 o] 92d dd Aol Axrv HdEvbssiA o g &
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g 5 AAY, Hotel BA Axe] ERES X F A (dF Eo, Heol Axe BRANY F 3 Ax9
oF 90%, 80%, 70%, 60%, Hi= 50% "INHS ApA|gc}). g AAJEjgel A, PINK AXZ+= elol vk Az FEEH
& 5o, Hdte] #H = BF (7] IFR)EFE dAF AEZZRET fFasta, o)A #AFE AEHe
2 Yoo e &x] gol W AERHe Iolele AFAS AT, o2 AAE YA, PINK AXE H
of @ BA MEIZHE, & 5o W Wl o3 AF (7] IRl s Aol AEZ2ZHE Fsta, 7]
A AR "ol B EA CEiRE Alxe] E3ES XFele HRAS Aaeth. webA, @ AAE G A, BEk-
Fal FA " e AEEY FJus BEdddA Ageta, 1o AAAo® dvae Hel fHAEES
ZHeth, o2 AAE GO, Hol fFAAES Zte A Ay AX 2 B xd¥S 2te 1A 49 AExE
EEete "R A A dE AEZE IS EYoA AFe.
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el A, PINK MEZE o3 Zo] Byt #FAHo2ZRE F5EY. A Q7 gvts WA 7],
2 Zo] oF 200-800 mLe] ﬂ&% 3 3 ]
Uk d3AE 53, oE Bo] &
gem elel W ARTE AL 2
Al = (D56 % (D162 W&o 71x3te] dalE 4= vk, 5A A A E Lo
2l (D56l tish AE 288t dElE Xgsta, o714 dld MAEE (D56 olth.  thE AAJE Gl A,
PINK M9 ©]i= (D16el] Wek A2 Agsls dal2 x3sta, o714 dalg AlEE (D16 oth. the 2
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= R-0] 2QlE-2- U - R E 24, 4-FhE Nl -2 {4-[ (F k-2~ Uﬂ )-ohu] 1= ]-1,3-1] % 2:-1,3-T) 8] = 2-0] 48]
E-2-A-FEERL, 2-{4-[(FE-2--mE)-ohv] ] —1,3—E1 1,3-t] 8| =2-0] 2l E-2-U }-4-F d 7t 2 nt e
A-RE 2, R 2-{(4-[(FE-2-U-mE)-obw) e ]-1,3-0] S 41, 3 E]Olti ojlE-2-d -t 24t % 19
AR d8He 9, uiskE, dyoke, 9 QAN AAE Edetal, ol AlREA G
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2 EAE B 94 718 FHe P

XE -C(0)- =& —CHy-o]L;

RS 1% 8 e g7be] o7 mi= -NIR ©] it;

RE 4, 1 WA 8 g4 dxte] &4, e dzAlo|a;

RE 4,

1 WA 8 ¥tAa Azt 4FA], &2, oju, T 1 WA 4 B4 9] oz X E AL v A SE 1
9 8wz Al o7l

3 A 18 B dAte] AlEFR9,

LA 8 g o] 9, 1A 8 B
w2 AL v W,

B

Qo] k=), =, ofuli, 1 UK 4 B4 A4 ol

)
o

1A 8 wha e o, 1 WA 8 AR Al R, opW|e, e 1 A 4 BhA Axpe] dzlopn|
A

w2 AREAY NAdE WE, Ee
4
—-COR ©]aL;

3714 R'E 42,

LA 8 wa e =A@z, ojule, mi 1 UX 4 gh dde] dojum AAHAG WABA 1
WA 8w Qe 2,

3 WA 18 ©4 Azt AlgRed,

LA 8 g 92 9, 1 U 8 v fAte] $:A, @m, o, mi 1 U)A] 4 Ba 97be] Aol
w2 ARHAY NARE Y, wE

1 WA 8 B4 zke] &, 1 WA 8 &4 Axpe] 4=A], g2, opvle, E= 1 A 4 T4 dxpe] dotn|
A

2llA A= dEe ddHe

o =
et Alzd g Qv =9, FEd =5 sEe
A
AL

goad mdzay ARB s olge] A2 FAL 23, durere] ghan ERE mR RRgiAeldd
Aol £ QA AAY e Ge L A7) 3

Edol A A= B 2 2450 AHEE =
%, dE B0 7Y A9 EE 718 EIAE At 28E .
al., Enantiomers, Racemates and Resolutions (Wiley-Interscience, New York, 1981)]; [Wilen, S.H., et
al., Tetrahedron 33:2725 (1977)]; [Eliel, E.L., Stereochemistry of Carbon Compounds (McGraw-Hill, NY,
1962)1; % [Wilen, S. H., Tables of Resolving Agents and Optical Resolutions p. 268 (E.L. Eliel, Ed.,
Univ. of Notre Dame Press, Notre Dame, IN, 1972)])S Z=x3it},

i
2
it

il
2
il
)

Jacques, J., et

AvE pxe} o pxo] Rol® WA Abolo] o)} EAT A%, AgE Txel o 2 WFo FgHE §9
Sejop @y, Frm, Tz EE 7o d%e QAst] o 5o & A EE FHoR EAHA
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Az e 340X (dE =0, V= 53] 6,355,609 )9k 2 Aol o F4H, odE =9, Ee(e-
ZhrzgtE)/EY (S22 (PCL/PGA) &S FAR o Folx] EFo] i AEERM AREE 4= Jlt,
woEe] Bt 2] Al B3 Bke-, v-, Ef-, dy-Ef-, WE-Eg-, B HE-LE e, sl=

=
AlotatErO| E | &R Q RolutElolE | 3, EIde, Absbds, @A a, At E, Ae €4 F
g, d& Eo] BIOGLASS®, ¥ 19 EFES XFstal o2 AsEHA k= A 8= Mgy 4 4
of FFHAY AFE & Avt. A APHoRE ol &Tlse vhTAd AAAFAL At E22 SURGIBONE®
(ZAH Y7 ZF el (CanMedica Corp., ZHYtth)), ENDOBON® (# = uleleWEH A 2~ (Merck
Biomaterial France, & 2~)), CEROS® (WjE]Z, o}Al (Mathys, AG, =9~ WE#E)), ¥ Frd3d =
2w ool AFE, dF Eo] HEALOS™ (d¥Fe], <1=. (DePuy, Inc., W= vjARRAZF @) o
VITOSS®, RHAKOSS™ 2 CORTOSS® (L.22H|E} (Orthovita, W=F #AdwUols @AW ))& ¥gert. =

gat A9 Q/EEe §Y 249 EFE, HFE (blend) FE BEAY + Ak,

g2 AAg e, Hulk S7] AZe AEFA B2, dE £9°] PGA, PLA, PCL F5 A £ wWigE, =& 3
dREsto g wreoj HEIEMEAL (multifilament yarn)?l, <& £ 12 FAE F & HE A 3
THAY HEFE 4 AT

o2 AAE A, 2 2o Byt £7] AEe 5F3A 729 7 dE EF 2AES A 352 U
a8 T 2AEEE 83 FH, dE B9 7, uA e SUAZ AU 54 xR AR I
2 489 £ k. 48 PG, Tadgaes Ax RFS FFA77] Je B by Axe HAF A
o, dE Eo 0.1 ofAEAICR AHEst & Ze|gtolal, PBS E/%w Fehl ulelA Qliwolg e}, vwEF
2o ojF FHE Mo §z me A 2 x| EgE Ay fsEl, odE Bo wEZA dF-3H,
EE sk oo @A (dE Eol, Zehl, B A, W AR, duid, S asoh eIzt (dE
0], 39d &£ E, ZERo|H-4-&Ho]E, ZEZo|H-6-&TolE, U Entg T olE, Aud &ioE
), A mEYA 9/EE viAdA o R Aetel, AVYo]E, oprt, oprtEa B AE 3 T3 2L UE &
Ao Hrtel s MPAIL = Q).

AR AA NN, 2AEEE 2F v-dARAHcRr BEE BAS ¥3sY a83 222 Ag¥d,
ol A ¥ EZL w3 Uy AF, olF, E AXe WEH2A JAS FHAY AT 5 . olE =
A d AP de A BE, dE o] 74 duld ) o5 Sof gud 9 B} IV Zg4, 4 B4, 9
£ E°] EPTFE, R £43} (segmented) Z#|-5-dle-9-elo} A, ol& 5o} PIRSPAN™ (v Z&W HAZ=EA
1%, 913, (The Polymer Technology Group, Inc., "|=r A XYool WEFY))S XT3t o2 ASEHA &
o 2AEEE w13 A4, A5 B d9Ee TS § a; AMESE B N E7) AEE A
Tal7] A B2¥ A3E MANES HEUE ¢ U (dE £, §Fo= FIH).

6. QA4

6.1. AAlel 1: 8y #F 9 A2 HElo] enk-fd F7hA A< Ay Mxe] 54 AH

B A= 1E EiRE BRAo R RE ] M Ay Az de F wgs YISt

BNk Al Ae] Az e, HA dE MEE 8 welef Izt ek IFN (HPP) F 4 @99 AdE (UCB)=
5E (D56-ZFAClEE mlo]ARH =5 AREste] TElekqltt. PINK Aol dele A Hl= d8 (dE Yo
vho] 9 8 (Miltenyi Biotec))ell o9&l sad3stqleh. AR efwbs& HIA 7|3 oF 200 WA oF 750 mLo] 7 &
(0.9% NaCl 54} &9 USP 5+ (Cat No. 68200-804, VWR))S Ab&3le] #AFAAT. H]H7 #BFIAS 4%
i, AE32 AAES Aeetdrt. HPP i UBRREQ &3] NS d3-dA4s Alx 2 )
(RPMI 1640, #= #l= W3S, + 5% FBS)E 13 MA3d =, 1500 rpmollA] 6% 5QF YA RS

>

2 AFstar, AE #AAS 20 o] (D3 wlo]AEH = (FFEET No. 130-050-101, DE|Y o))t & 10 e %
AL 80 o Wy o] AT, AARS F Baaial, 15% B9 4-8CA AFwolgEAT. 10
Mol F AET 1-2 nLe] WHE 7k §, EFES 300 gollA 102 &< et e 949
sgow AASAG. AE AAL 100 AEAA 500 we) W U AAsL, A4 BAS g8 2H
o LS A (Zelyo] npo]lee)S MIDIMACS™ Al #2]7] (LejUe] ulo]Qe)e] 7% 3

WS A&t HAHS AAsta, ME/vie|lazu= dgdg Ao A&, HAAS T3 Fsta A

d e XS ¥ v FEAE (D3 AES 2 x 3al AH wFe} 37 FHsAT. (D3 HNEES AFsa, 1

;dﬂl
9
oiff
&
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3] A E &, (D56 vho]AZH|= (Cat#: 130-050-401, ZLElYo)Z FAsta, 7] Ay (D3 vio|A2H| =

) LRERS Abgdle]l el /weldatt.  old 9a), (D56CD3 drte] FHH I, F7} BAS
Holok, HA Ade Az WES U= HPPolA 3.52 WA 11.6 (543t 6.04, H 5.22), 2 UCB
A4 (Foak: 3.42, Hat: 4.2)01Atk. HPPEH-E e AA Ze] Axe] (D56 vlo]a2R|= A

8.4
Blow ofF 80% w43 AThe AAlEleTh (= 1 #x). AA (D56, (D3 AA e ME AW FoA, D56

M
i)
B
>
S
off

4
oL

(D16 A Ze ME (=, PINK Al¥E)eo] MEE W= IPPERE 56.6 U1#] 87.2 (5%t 74.2, H 65.5),

o CBZEE 53.7 WA 96.6 (3t 72.8)012tk. (D56, (D16 A Ze] AEo] WG o= [ppz g
12.8 WA 43.3 (3L 25.8, HF 34.5), 2 UCBo whall 3.4 WA 46.3 (3L 27.3, H+ 33.4)0| A},

S

g2 Ao, ozt "l AE Ao AE FW & (D3, (D4, (D14, CD19, (D20, CD36, CD66b, (D123, HLA-
DR, SEEZEY A)S FHo=E 3t A4 54 A9 7IEE AMEste] A Ze AxE dgsiitt. HPP 2
UCB ¥5HEF B9S2 d5st, 1:12 3% wix] (RPMI Media 1640 (FFEZIL #22400, = (Gibco)) + 20%
4 2a4sh) (FFER T #SH30070.03, FO]EE (Hyclone)))E 343ka, 1500 rpmol Al 8% <
Ak, deds AAS L, AYFE FUAE 1AA7] A8 dstdEw AE A Esta; 77
G915 oF 30 mLe W FACS W3 (RPMI 1640, #& #l= B]shf, + 5% FBS) uldl AjdEe %, 60 mL
HSYEE (FFLRL 407850, =% A (Stem Cell))S H7betal, &4& BEAII 5, A5 FollA 5
S1Fuo]|altE.  ololA, whadl A EE FACS ¥ & 33 AF3 T, 1500 rpmoll A 8E FoF YA R &)
NE 52 AZsa, A ADL 5 x 10 AAE/mlE RoboSep W3] (FF22 1 #20104, 28 A1) el A3
3taL, 0.1 mg/mL DNAase I & (F}&E2 #07900, ~¥ A)S Ax Fedo| Hrlsta, zglozg Lo
geta, dEle] okA 158 Eot ARddA AFHlel”Egitt. Woljgle Mx dEdoRHE 40 m WA Y
ol 3h} (FheFE 1 #352340, MYl ZE (BD Falcon)) o & o33t & wg]E Agstowm AAsAT. de=
EasySep &4 A& A7k NK M¥E = ZHH Y 9 EasySep AHA wlo| A2 AAE £3stE Q7F NK A|E 55 7)
E (FFEEI #19055, 28 A)S Al-g&sle] &3] RoboSep (FFEZ L #20000, 28 Al) 2 272 "Human NK
Negative Selection 19055 and high recovery" (50 pl/mL ZrE]lY A7} 100 wl/mL wlo]a=ZJx}F HA7F, 10 2 5
Aol A, 1x 2.5% Ra)ol o AEshsigith. weld, D563 Awke] SR Frke] RS 93
IR=R=
A Ay Axze AR dvkgoez HA e MEZE v o] HAAHT. HA e AX wdaS 9
2% A= ¢ ([Vssel et al., J. Immunol. Methods 72(1):219-227 (1984)] % [Litwin et al., J
Exp. Med. 178(4):1321-1326 (1993)]°] 7|A1" Z2EZ9o] W¥o| 7| %3} Axsgc). 7hds] Adysid,
W A= 35 pg/ml EAWAAHY (A 2r-2d=2 %] (Sigma-Aldrich)), 5 gg/ml 91&E# (Aavnp-2d=gx]), 2
100 oeheolyl (A ml-ok=alA]), 1 pg/ml SelAt (Amb-ot=glx), 1 pe/nl 2)Eelat (A mp-ot= g
0.2 pg/ml ZWEAL (Aavk-L=2%]), 2.5 pg/mL BSA (A Znp-2=gx]) 2 0.1 pg/ml 24 4S84
(PHA-P, Alavp-2d=gx])o] HF w29 AS sk, 10% FCS (Sto]F&)7F A8 MM (v ER

F

o, o o

AL X

o &

2 T 0
offt o N of
2

)
s

T ot

A

M

ro P

(Invitrogen))& X33t} (D56'CD3 NK AEZ 2.5 x 100 AAE/mLe] 9 vi=) + 200 iu/ml IL-2 (RE&D Al
2Bl Z= (R&D Systems))Z ME v HEH 24-U FHolE T T 823 Yol Adgstict. nlErte
A C-AHEl" 5% PBMC 2 K562 MXE (W =74 WEy MEIFHE BT dF AX2ZA S i 1 x

10°/mLe] #E =2 A7, NK AES 569 5 37°CIA 56 0, Wel A mgstAnt, 5-69 Fol of

Ul

olA 3-4¥wnit}, HU HEulo Fx wjx (10% FCS, 2% <1zF AB €3, 44, L-2Fehd 2 400 @9 IL-
2/mLE& sk I E wigdol] H7tsksitt. NK Al2E A21ddl AT

w-fe Sl A Al Alxe] 54 AA. 7IsA Wi E HPP ® BE dEstal, AlEE FACS WH (5%
3t RPMI-1640) 2 A H 3otk olojA, A A# NEE #AZzA7F AA g vpe} o] ROBOSEP® A}

28 Al g FE 2 X2~ (StemCell Technologies))E ©]&3Fo] (D56 wlo]ARZH| =S ALE-dlo] &

FAZT. (D56 sFE A A8 Ax Jos v9xdy 54 245 A8 o A (28 AN gow
Hlt] wpo] @ AtolAd )2 G PE-Cy-7o] ZAFpAlel® ¥ (D56, 3-CD3 APC Cy7, 3¥-CD16 FITC, -
NKG2D APC, 3-NKp46 APC, &-CD94 PE (R&D), &-NKB1 PE, % S-KIR-NKATZ PE. (D94, NKG2D % NKp46-2 NK
A2 AFA Wl FAEAY aE dds BoFAN Sd-wstE NK AE Aol &8k mkAolth ([Freud
et al., "Evidence for Discrete States of Human Natural Killer Cell Differentiation In Vivo," J. Exp.
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Med. 203(4):1033-1043 (2006)]; [Eagle & Trowsdale, "Promiscuity and the Single Receptor: NKG2D,"
Nature Reviews Immunology Published online August 3, 2007]; [Walzer et al., "Natural Killer Cells:
From CDSiNKp46+ to Post-Genomics Meta-Analyses," Curr. Opinion Immunol. 19:365-372 (2007)] #=x). ® 1
o vehdk whe} zrol, KIR3DL1, KIRZDL2/L3, NKGZD, NKpd6 2 CD94e] W&o HPPRYE 9] 3% (D56 AE 3
o 2 AE (CB)REE 9] HLA-v) Y E (D56 Al Qe Xpolo A 5284 Aolah=] et}

<i 1>

5% v 29¢ i NK AL WE g, 3711 @%4 9.
L =awm ]

:mmm

CD3-CD56+ 0.6 0.799
CD3-CD56+CD16- 53.9 58.7 0.544
CD3-CD56+CD16+ 46.1 41.3 0.544

CD3-CD56+KIR3DL1+ 5.8 7.3 0.762
CD3-CDS56+KIR2DL2/L3+ 10.7 9.9 0.89
CD3-CD56+NKG2D+ 60.3 58.5 0.865
CD3-CD56+CD94+ 74.6 76.8 0.839

6.2. AAlef 2: Z3td eyt vhFo] gl Alg = E o] Bju-f

e s e A I o = O B

2
Agd 2 et RN JsA wj AEH @3] AXE (combo)E %%%}1, FACS ¥¥ (5% FBSE ¥f-3}= RPMI-
1640) = 13] Al 3taL, BD FACSCanto (H|T] Hlo] QAPo]AA|Z=) AdollA]l & 26 UEH IFAE AME3ste] HIESH
& EA AAst. HolelE Flowlo AZEY S (Ed 2E} (Tree Star))ol] 98] EA3}c}.

<E 2>

AAEEY 54 24 488 34 £S5,

T= 7 A Cat No.
FITC 3-hu CD3 IEERERREE 555332

FITC 3}-hu CD3 EEER] 130-080-401
APC-Cy7 9 -hu CD3 IEERERDEES 557832
FITC 9-hu CD16 IEERERDEE 555406
PE-Cy5 9/-hu CD16 EEERERDEES 555408
PE o -hu CD56 EEERERDRE 555516

PE of-hu CD56 o EﬂL] o] 130-090-755
PE-CY5 g -hu CD56 DERERERREEN 555517
PE-Cy73}-huCD56 . | H]f] Blo|Q Alo| g2 557747

PE df-hu CD94 R&D FAB-1058P
PE & -hu KIR-NKAT2 (2DL2/L3) | ¥] 1] Hfo] 2 Afo] A= 556071
PE a}-hu NKB1(3DL1) IEE RN 565967
APC 3}-hu NKG2D IEERERDEES 558071
APC 3}-hu NKp46 IEERERDRE 558051
PE 3}-hu CD226 IEERERRERE 569789
PE af-hu NKp44 IEERERRRE 558563
PE 3-hu NKp30 IEERERREE 558407
PE 3l-hu 284 IEERERDEE 550816
o[£ FITC w152 IgG1 W] Hfo| @ Afo| QI | 340755
S| = FFITC vL-5- = 19G2b IEERERDEE 556577
o] A3 PE "2 IgG1 EEERERDRE 340761
o] 3 PE i[9 igG2b EEEREFRDEE 555743
o]~ PerCP i[5~ 1gG1 IEERERDEES 340762
o]A 3 PE-Cyb v}>-~ IgG2b | H]t] BFo] S AFo| A= 555744
o] 23 APC 1S = IgG1 W] T] Bpo] R Afe| = 340754
S[2=8 APC w5 IgG2a H| T} Hpo] 2 Afo]AX 555576
3] 3 APC-Cy7 "[2* IgG1_| Wt HFo] QL AFo] 12 348802
o] 2% PE-Cy7 u}9-= 1gG1 | ¥Y Bro] S AFo[ A= 348798

Bk NK M¥ 2 @33 (PB) NK A|¥Ee] HgdHy EA
olth: (D56'CDI6' NK A1 = CD56'CD16 M. CD56'CD16 NK A ¥ ERa Awgsiyd #9<S 201 (D16

+ o
o2
=
-
rir
)
oo
N
o
N
ko
H
o
tt
Shs
=i
i)
&

ol wasla, welx -0 AE-ws) AEEA (ADC)S LFERE 4= 9tk o]e} whlE (D56'CDI6 NK
AEE AZ &S ol ml$ Aa, (D16 A HdSAY s A w

S A ool A NK AEE ot dviEle] S8 2 oA
H-FAF 84 (KIR, oS S9¢], KIR3DL1 ® KIR2DL2/3), A AEZA 484 NCR (d= £, NKp30,
NKp44 2 NKp46), Z#] AE HAEl-FAF =84 (KLR; oS 59, (D94, NKG2D), 2B4 2 (D226 tT]~Z# 0|3k

e

Sol4 NK #8A0l vlg FY-ATAIYH mbE A§3to] FACS BHL Bl NK 2 B2E NK AXel s
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[0375]

[0376]

[0377]

[0378]

[0379]
[0380]

[0381]

[0382]

SS90l 10-1648589

Aatgitt. B4 AAW 1179 MK SUAE =o)A, 11719l MK SHIAE = 771 (CD3 (D56 CDI6. (D3
D56 CD16°, CD3 CD56 KIR2DL2/3°, (D3 (D56 NKp46' , CD3 CD56 NKp30', CD3 CD56'2B4 2 CD3 (D56'CD94 ) ol A A&
o] = Hiuk NK Aﬂﬁsﬂr B2 NK A Aol A o] 3t 2ke] (p<0.05)E Rt (64% 2kol& 2FA3FH) (3 3A;
wek 3 3B 2 30 AR,

<i# 3A>

16 @99 234 7|FA-MAE ANE L Az =gt FF 9 (combo) B 13
@99 228 (PB)9A CD3"CD56" NK A|X9 Bdd 54 2A. 2-¥Z t+-AAL
o] &3to], ek FHo] vt L FxE A9 oA FLAFA AA .

%%‘f %% E% 1

CD3-CD56+ 2.2 2.4 0.728
CD3-CD56+CD 16- 60.9 21.4 0.000
CD3-CD56+CD16+ 39.1 78.6 0.000

CD3-CD56+KIR3DL1 12.3 7.1 0.099
CD3-CD56+KIR2DL2/13 218 9.5 0.004
CD3-CD56+NKG2D 42.1 29.9 0.126
CD3-CD56+NKp46 7.0 189 0.011
CD3-CD56+CD226 16.0 26.7 0.135
CD3-CD56+NKp44 9.5 4.9 0.073
CD3-CD56+NKp30 391 18.0 0.006
CD3-CD56+2B4 1.1 4.5 0.0138
CD3-CD56+CD94 71.3 26.2 0.000

¥ 3B 2 3CE A AdeA 16 TG e =g VISA-mAE AgE 2 QIzF efut 37 (combo) % 13 T
oo] w3 (PB)o|A] (D3 (D56 CD16 2 (D3 CD56'CD16 NK Mo ¥ad B4 AAS wolzt),

<3 3B>

B

CD3-CD56+CD16- 141 0.000
CD3-CD56+CD16-KIR3DL1 15 0.004
CD3-CD56+CD16-NKG2D 42.7 0.941
CD3-CD56+CD16-
KIR2DL2/L3 13.6 24 .| 0.000
CD3-CD56+CD16-NKp46 6.7 436 0.001
CD3-CD56+CD16-CD94 69.8 485 0.057
CD3-CD56+CD16-CD226 76 49 0.068
CD3-CD56+CD16-NKp44 34 06 0.076
CD3-CD56+CD16-NKp30 46.7 22,0 0.000
CD3-CD56+CD16-2B4 37 0.5 0.078
<3 3C>
DMDE -
EY 95 2% g
CD3-CD56+CD16+ 37.7 85.9 0.000
CD3-CD56+CD16+KIR3DL1 | 21,6 8.9 0.014
CD3.-CD56+CD16+NKG2D | 42.1 28.5 0.066
CD3-
CD56+CD16+KIR2DL2IL3 34.5 12.1 0.000
CD3-CD56+CD16+NKp46 10.4 145 0242
CD3-CD56+CD16+CD94 72.9 23.8 0.000
CD3-CD56+CD16+CD226 |~ 35.5 326 0.347
CD3-CD56+CD16+NKp44 226 6.4 0.016
. CD3-CD56+CD16+NKp30 457 19.7 0.000
CD3-CD56+CD16+2B4 31.2 6.1 0.008

60.9%2] Bl NK Al¥7}F CD56'CD16  (Ejub-s-2) =7h4] A el (PINK A¥)Q vk, ©x] 21.4%9 228

=
NK AE7F CD56'CDI6 oth. 219 Eob ujek o, 117419 NK 39]AE = 471 (CD3 CD56 KIR2DL2/3 . (D3

+

(D56 NKp46', (D3 (D56 NKp4d = (D3 CD56 NKp30)©] Mi3£-& ejul NK A9} @xd NK ME Afole] Sola 2t
o] (p<0.05)2 HFTt (£ 4).



[0383]

[0384]
[0385]

[0386]

[0387]
[0388]

[0389]

SS90l 10-1648589

<3 4>

12 @919 =239 715A-AE AE £ Az &t FF A (Combo), R 9 &4
224 (PB)2FE Al 214 FD NK A2 89 54 24, 2-8F
t-HA & o] 8351, e H#0] combo X T2 d @A FLEFA AA e

FY o L__Hz2e | I8 | P& |
CD3-CD&B+ 2.2 2.4 0.728
CD3-CD56+CD 16- 60.9 21.4 0.000
CD3-CD56+CD16+ 39.1 78.6 0.000
CD3-CD56 +KIR3DLY 12.3 7.1 0.089
CD3-CD5B+KIR2D1L2/L3 218 95 0.004
CD3-CD56+NKG20 421 299 0.126
CD3-CD56+NKp46 7.0 18.9 0.011
CD3-CD56+CD226 - . 160 2.7 0.135
CD3-CD56+NKp44 9.5 49 0.073
CD3-CD56+NKp30 3.1 19.0 0.006
CD3-CD56+2B4 11.1 4.5 0.019
CD3-CD56+CDY94 71.3 26.2 0.000
F7h2, Ahe] AEOIM, Luninex EAo] o8] AT w, 219 Fob wjF Fol, il L B NK AXE 5
3] IL-8o 3] EfF3 AED Z=2dS YEld o2 AAEHUY (& 5)
<3 5>
PB Combo
AEZ | (pg/mL) | (pg/mL)
IL-13 1.26 1.89
IL-8 6.61 18.77
IL-10 1.26 2.23
TNFa 0.28 0.34
MCP-1 10.49 11.32

Bl NK Al 2 %S NK AIES] microRNA Z2vd . weld i HgE NK AIES MIRVANA™ miRNA ©+g]
71E (8] (Ambion), Cat# 1560)E AF&38lo] microRNA (miRNA) AAE AHzlagdcl. NK AIZ (0.5 WA 1.5
x 10" AZ)E WA ) vH oA FHAAT. olojA, AT A-FHZRLIE FZ2 Adsje], G
RNA Foll disl == F5d RAE Defaiith. S-S 25% ole&dl =]lehr] sl 1009 olwheS H7aksl
o A7) gdlE/dee EFES F8 MG ZEHE B8 FHAE o, Av g ar, 2 RNA F&

A ol FREAT. oo, oAb oEhe FEE 5502 F/HAYAL, EEES A2 2 e ZHE £9
AL, A7IA 2 RNAZF A EH AT 7] RNAE 53] Al F st

35E S RNAY 5 2 £EE 260 2 280 nmollA] 19 FHEE Ao

i
=

it

WA E miRNAS # 69 A|AIFTE.  hsa-miR-199b
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[0391]
[0392]

[0393]

[0394]
[0395]

SS90l 10-1648589

qRT-PCRE £ piNK 4| Z 2 PB NK A|Z 9] miRNA Z2397,

Sanger

miRNA ID g wE ’ A4a

hsa-miR-100 MIMAT0000098 aacccguagauccgaacuugug

hsa-miR-127 MIMAT0000446 ucggauccgucugagcuuggcu

hsa-miR-211 MIMAT0000268 uucccuuugucauccuucgecu

hsa-miR-302¢ MIMAT0000717 uaagugcuuccauguuucagugg

hsa-miR-326 MIMAT0000756 ccucugggcccuuccuccag

hsa-miR-337 MIMAT0000754 uccagcuccuauaugaugccuuu

hsa-miR-497 MIMAT0002820 cagcagcacacugugguuugu

hsa-miR-512-3p | MIMAT0002823 aagugcugucauagcugagguc

hsa-miR-515-5p | MIMAT0002826 uucuccaaaagaaagcacuuucug

hsa-miR-517b MIMAT0002857 ucgugcaucccuuuagaguguu

hsa-miR-517¢ MIMAT0002866 aucgugcauccuuuuagagugu

hsa-miR-518a MIMAT0002863 aaagcgcuucccuuugcugga

hsa-miR-518e MIMAT0002861 aaagcgcuucccuucagagug

hsa-miR-519d MIMAT0002853 caaagugccucccuuuagagug

hsa-miR-520g MIMAT0002858 acaaagugcuucccuuuagagugu

hsa-miR-520h MIMAT0002867 acaaagugcuucccuuuagagu

hsa-miR-564 MIMAT0003228 aggcacggugucagecagge

hsa-miR-566 MIMAT0003230 gggcgccugugaucccaac

hsa-miR-618 MIMAT0003287 aaacucuacuuguccuucugagu

hsa-miR-99a MIMAT0000097 aacccguagauccgaucuugug
kel efut NK Al A wluiekEl NK A HARAY B4 AX. widE PINK Alxe] dA 545 9
WMYEAY A7 @ AZHY BN o8 Fsac. B3R N ALY AP A7) ANA, MK F8
A (NKR), <& Eo] KIR, NKG2D, NKp46, NKp44 2 2B49] T&HS #4530 TH AEsd B8 9 Ax

> 3 3z
(K562 A E)E PKH26C 2 T3 3 PINK A ES 4X 7 59 SA-wjksto 2 st A0YRE A21
A71A], NKG2DS] HE 60.9%+4.8%=2E 86%+17.4%= Z7Fsta (0.0249] p Zb); NKp46L 10.5%+5.4%= 5
B 82.8%+9.0%% =7F3FaL (0.00002¢] p #t); NKp4d: 9.6%+6.5%=KE 51.6%+27.5%= Z7}8kal (0.0229] p
Fh)5 2B4= 13.0%+7.1%2 K 0.65%+0.5%% FA3FIth (0.009%2] p 7)) (E 7). °lE #d =7 sholA,
KIR3DL1 (Hel Alx WI=2EA-FAF F&A, 3709 =dd, 1 Axd "HY 1, 944 +&4) %
KIR2DL2/L3 (ZH#] Mx WH=2EA-FAF &4, 2719 =, 1 Axd € 2 2 71 Az =HY 35 gA
4 FEANES X3 oA KIRS 2199] WA T 3] 2 AHE FA=HAT. NR 2o Wsle=
3 K562 Al 3] A14Yel] BlE] A21Ye] MEL A AT F7F (63%£15% o] 45%+4%, 0.0004] p
J

St FEBAAUG.  olE WAL Fal NK AX ALEY B DPSA FEBARNE K ALY F4
AE S,
<3 7>

21 W o] AFo] piNK A|£9] EHY 54 44, EF WA (Stdev)E
539 7154 A Az ds) A% A

AH0Y A21Y
HAAd% Stdev H% Stdev
CD3-CD56+ 2.9 11 855 86
CD3-CD56+CD16- 62.6 20.2 27.8 8.3
CD3-CD56+CD16+ 37.4 20.2 72.2 8.3
CD3-CD56+KIR3DL1+ 22.7 4.2 20.0 16.7
CD3-CD56+KIR2DL2/L3+ 28.4 4.2 29.6 6.4
CD3-CD56+NKG2D+ 60.9 4.8 86.0 17.4
CD3-CD56+NKp46+ 10.5 5.4 82.8 8.9
CD3-CD56+CD226+ 19.5 7.4 14.1 13.3
CD3-CD56+NKp44+ 9.6 6.5 51.6 27.5
CD3-CD56+NKp30+ 58.9 7.0 76.5 19.4
CD3-CD56+2B4+ 13.0 7.1 0.6 0.5
CD3-CD56+CD94+ 79.7 49 63.9 19.4
) Z-7]ak gz 74 ] W M4 o] EZ (Linear Ion Trap) LC/MSE E3F HJYE vk Nk AJEZ % vj Y
H 22y NK AZe] g Gdil@A (Proteomic) ZZ3FHFF ., Bl gl AHA: 219 <k wide 23hE e &
Fa L A AxZHE et dd A AxE, 2 PB NK AEE AE &3] o 15 min 5 Z2EolA|
AAA ZEHY &F (P8340, Alzaml &=glx] (W= n|FEF AIRJIEFo]A &Al); 4-(2-op| o e)lAl & d
ZFegfe]l= (AEBSF), F~eldl A, E-64, Wl2Elel, FE 2 oz 2EW 3, w5 Zoly vEgf) 3 &
7l AFHlelgaldek.  ojojA, AXEE 10 mM HC1 &9 (AlA w&f)e H7tel o8] &3lA7]1a, 10 min &<t
400 goll A AR S AAsstar A AT, AFE FTAS AT H &KV, T-1270 A=A
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[0396]

[0397]

[0398]

[0399]

[0400]

[0401]

[0402]

SS90l 10-1648589

(rotor)7} Q&= WX80 YA 7] (AR A ALo]AE]F (Thermo Fisher Scientific, M= A7) Egto]L}F
off 7)) “dell Al 100,000go0 A 150% E<F YR ste] 1w chula #Alele AT

il sf 2]¥% (proteoliposome)o] A8A], 314 ©l A s} 9 gk #lElg NANOXIS® w3 (10 mM Tris,
300 mM NaCl, pH 8)& Al-&3lo] 3] A&, = chwld AHS 1.5 plo] NANOXIS® ®¥ ulo] Azl
%, VIBRA-CELL™ VC505 Z&3F #4b7] (&Y~ b Wy g2, 1A, (Sonics & Materials, Inc., W= 714
HAF FERE))E ARESE] 20 B¢ 95 oA 9 (tip) -2k dsigivk. @A 4 gxFe] arle
FM1-43 95 (JIWERA, w5 ZAgxryoly Zxnts)x JAstar, 3 dv|4d o=z 7ha|stete] A4l
Wi S g EE dEAY] WiA sk BCA WA (WE AFolAEF (Thermo Scientific))ol o) ZAA 33
t}. olojA, @A 5 FEFS X I3 gES AFESFe] LPI™ Flow Cell (YA]2 o o]H] (Nanoxis AB,
at o7 s IAZE Bk wAANAT. AAAZ &, dde] A gAE Fdsta,

A 5 pg/ml (ZH2AE Al¥ o]l (Princeton Separations, "= FAXF o}dy]))S LPI™ Flow Cell AF
o= A FHTE. HE 37TCoA WA dFtHlold s, olojA, ERAEE HEHE=E JOoRHE &F
71
=

ot

’

7F3h ool w3k (SCX) HEW: EfAEE WNEE=E 0.1% ESA/FEA o] AFAsta, 23 ol we
(SCX) TOP-TIP™ A7 (ZY AKX (PolyLC, W= mjEHE=F Fgdnjo})) Aol 2H3ta, 73 g5 30 m =
Foled olxavlZElHE SCX 54 BEAZ AT, dA-THle (10 mM-500 mM)=
AbgEte] E]=E SCX TOP-TIPMO. R FE &% 7 o 2% A ®E7] (speed-vac
system) & AR&3Fo] :AFAI7]AL, SHF LC/MS 2415 Sk FHlolA 5% oMM EYE™, 0.1% L&A E A48t
Act.

LTQ A3 o]& = LC/NS/MS FA]: zhzbe] SCX H-2S 180 min 7¥) (W3 A: &, 0.1% ¥
EYEL, 0.1% ZEHE ARt FUE 28vist de-Ex yemAd drjEF ol
(source) (W]3FE nlo] gl AA|~, 2=, (Michrom Bioresources, Inc., W= Zg]¥E
4% 0.2 mm x 150 mm 3 gm 200 A MAGIC C18 Z¥ (W|AF wlojg Al AA.) AdA e
ADVANCE 92 3 w/min®] 4938 o wE F&dA 2aA71HA HA524<Q nanokSIet 553 %
g, &59 FE =S 7o ol a7 A7 A E o]o] 10 Hlo]ER-oE MS/MS £
g ol Ef) A B3 (AR 9A Ale|dE T, w5 A xYolg A TA) AdellA Akl

o S
¥2
T
o~
&
o
w2
(@}
<
Mr
o

4 W5 B: oA
£ (ADVANCE) €l

ool A4 A
},o

=

T

1 32

2 m:L?Q

=
LS

pud

to >

> N
Lo

— 1 ok

o
o

AAARS: 747k 4k AlEF (AL, ML)l s FHE= 6719 o 8o ti&st= 6719 RAW Y
SORCERER™  SOLO™ ¢}z ~H|o]/d (Aol #]-2l 2] A A] (Sage-N Research, 7= ZHg]ZEYolF 4F 5A])) Aol
SEQUEST ¢ag]Fe] AalSs o83k IPI QIZF dlojefwo]zo] tist v HAozA AT, 1.2 amus)
HAHE A% &% (mass tolerance) & AA3staL, WHW Atsl= ApEA Wi omx 24staL, 7h2Holv]
ErEsls A4 Wy oz AT, Trans-Proteomic Pipeline (TPP)9] AFZE= AT EQo] AHS o]&
sto] Wb kel dolelE ERera AT, dwlAEe A4S 98 95%9 HE = gE, 95%9 @A g
E 9 19 EFS HHERE gRIHe AAH Fesiet. 9 il A dolEAE Alo]o] HlalE ARollA] I
n

> o

al . jui E—Ji— =
o ey, ¥ 82 FxT. SA® 10709 = guldere] wigksl Hu NK AE 2 22d NK AE E
Bl T fEE slow we it
<33 8

B8k NK A %o Eo]A ol gl PB NK A S| &<l &3

ot k= FEj b A N HAEAE Y AA 584 4 A7A

olxHIGHL E HAY-AR FEALEE 4-FAL 1 @A

OlERW-1 A5 L ©uA ] Qe g3}-L ATFA

o194 inx-3 Al Wet-2 A7A

Aefad Esf-2 ATA AE 2 HE-4 ATA

S-2% &34 Feld EdaFdaddA D

Aead WE-5 AFA 2TA

HTAE B Fed GP49B ATA SAAHE 2% dNA-Bd 993 8

gojopriel £ §A 1 HEE 1 ATA
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[0403]

[0404]

[0405]

[0406]

[0407]

[0408]

[0409]

[0410]

[0411]

[0412]
[0413]

=50] 10-1648589

o

[e)

6.3. AAld 3:

o\
P
X

5

[ e e e M I I O

w AAeE HNE S04 A e AETE FF AR i AESAS HYdS 45T HPPRF-E ] PINK
AEE AESY B4 B2 NK AIE AIEZ #H19] Luninex A1l oJ&f SlS® nhel 2ol §44 =44 wWE
Al el Al o]t

NEZ] BH] RA6A, HPPREE (D56 vlola@ue-5%E NK AEES Ko-la B4 =44 w3y Axsh 101
Ul EdA. 200 F ATl o, S FUSL -y L GO el Lmines 42
2 Ak, S =Y IN-y 9 M-CSFE, = 29 AAE ule} Zo] (D56-55% HPP MAEZE KG-la
Aok 7 24h A5tulel I Foll wFSEAT

PINK A3Z2] A ZE%

PINK AEZE ALgsts AESA BXdA, B3 Y% AXE JI2EAZ2FQ

E)& ¥AsH9t). CFSEE AXo] nl-=29 Al AMAola, HX B3 =
- .

ololA, AEZ 96-YU UAE wet =7 HlY¥ S o
CD56'CD16 PINK AESF 3H7) 20:1, 10:1, 5:1 2 1:19] &37]-%& (E:T) vlo]A <luo|&ataict. 447}
olfHlo] A A7t Fofl, AEE FASIL F5 AEZSA &) CFSEQ] A0l

A9l &aloluld o ~E|2 (CFS
D AEE Abolo] Yo,
o] @i, 10% FBSES X3k RPMI 1640 WollA A= =

o

el AAFsklth. Nk AIE glo]
ol o v iy 3lad 54 AEe 5 FxE ARSI Al < e ol Aodtk: (1-CFSEys

[CFSEqz2)%100%. 98t & AE AE=7do] 20:1 oA HFHAT. 3 .

H QFE PINK A3Zo] tish % X 24

gEjo]E pfls| =2 A4 (LDH)-FZ& H#<4. LDH-%Z 41L& CYTOTOX 96® M Z=Al AIEEA 4 7|E (L1
Jb, Cat# G1780)2 Agate] Zaabqith. 447 BA6|A, w4 ¥ HPP/UBZRE Se¥ (D56 (D6 H%E 2
CD56'CD16 MIES] Z3HES watat= wlr® NK AZ7b &b7] AEoli, 2ok A%zt BA Axolqdrt. ait
7] AE 2 ZA AXES 96-9 UxE ng 27 ajg ZeolEo Wi, 2% <7k AB €% (AWY (Gemini),
Cat# 100-512)< ®=3% #HE g v)3-F 100 w0 RPMI 1640 (QHJE=Z7A, Cat# 11835-030) oA thekst &
H7]-2 A (E:T) HlollA Aol elirt.  wjgdES 4h 5t 37TColA 5% CO, WA AFHeldsigitt. <l
Falold Foll, 50 pb FeNS dhol ot B4 ZHolEd &7]al, AXAIE ATt uiel o] LDH 4

r-m

#HZ3kar, ELISA $+57] (Synergy HT, ®lo] 28l (Biotek))ollA 490 mmol X &FE=E A3 d. AE5A A
v o Ao e Atk $NESAY = (BF - B3] AR - 24 AD)/(FH A - 249 A
100
EA ¢ 77 o2 AEt K AXd g8 o 93489 4 Aok sigE PINK Al gigh £ A=z 7
TS B3] 9dl, PINK Ao} s A uldE 12709 Fold $ AXFE LDH ¥HE BYo= B3
ok 12709 B AEXFE AL A FFA MEY (L), B2F, 99EAXYE RB) 2 v 25F S
T (F 9). MK A AESFL 422 FA-wF Fol LD E 240 o8] =459
<3 9>
ATCC % AMxF

Eg;‘d A

CCRF-CEM_[3Izl wig ]

KG-1 A Frg wdy

KG-1A QA A = Wy

K562 AN Y ER W

KUg12 A ] Eo A Wy

U-937 REEEE RS

WERI-RB-1__[QIZF ot E A ¥ 2

HCC2218 QIZE fraker

RPMI 8226 |31} Tf =%

HCT116 N BAA o F

HT29 A BAF AFE

U266 A gl F4F

10:19) &37] ) 3FZ (E:T) BlolA, wgE PINK AE 93 AlE=Ao] K562 A1E (CML)o] thel 88.6%+
5.6%, U937 A (F3xE)d thal 89.2%+9.8%, WERI-RB-1 A3 (RB)el thal 73.3%+11.8%, RPMI8226 A3
Mol thal 61.3%+1.3%, U266 A1 (M)l thal 57.4%+4.7%% BZE A}t (F 10).
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[0414]

[0415]
[0416]

[0417]

[0418]

[0419]

[0420]

[0421]

S=50ol 10-1648589

<#% 10>

W FE piNK AEo] e FF AX A A4, FT9) FF 23
(S.EMIE 3 7|ZTAZSEH ] Ja AZE4 B3] A4k

AEF % AT =4 ‘S.E.M
CCRF-CEM 7.6 1.2
KG-1 20.5 1.5
“KG-1a 6.0 3.2
K562 88.6 5.6
KU812 40.3 8.2
U937 89.2 9.8
WERI-RB-1 73.3 11.8
RPMI8226 61.3 1.3
U266 . 57.4 4.7
HCT-116 61.0 5.1
HCC2218 14.8 3.7
HT-29 45.6 6.0

gldel=rfo] = B Z@e|mrfol= e o] PINK A|Ee] AZ549] g

RNA w2] 2 A dEd £ 33E NK AEE RNAQUEOUS®-4PCR 71E (4], Cat #AM1914)E A}-&-3}o]
RNA AA2 Azlatart. heks] Amehd, NK AZ (0.5 WA 1.5 x 100 AE)E Folr]y &3 LdolA &
AT olojAM, HE GAES dEe &It ZISFAL, nRNA B B} 2 2jHF RNAC] MEiHow gl g
Aow Agsts Ae7-71A dE A88k3at; g 22 RNA, ol& 5°] tRNA B 55 2HF RNAE AEH e
2 AFHA LAtk oA, HE AHs &F DNA, dud 2 g2 0ABAS AAS I, RNAE TEE
& Adlol¥etes mFe] EDTAS FHrshs wa o migy = Wil &zt A7k d8E 71E U
AEE = RNase I vl e g ol she 22 stE A o] #8383t AF &8E, AF &9 4
e Ee A el ofdl dHE FE AEAT. dEEFH &5 Fo, RNAE 71E Y
T DNase 1= Aglsto] m|zke] DNAE AlASA.  vhA9o®, DNase R 27} ol H3
g Aokl ols) AASATE. 35" RNAY FE P SRl 260 2 280 ol 1] FHEES

e

3
o

=

=

g QAZE (GRT-PCR) #47.  olold, ©alwl RNAS TAQIAN® SAAL Alek (o] Zglo]= ulo] Q A]~EI=
(Applied Biosystems), Cat #N8080234)< A3+ cDNA ¥4, ©]oJA] Human Immune Array (o]Zz}o]= H}o] QA
2282 Cat# 4370573) 2 Human MicroRNA Array (o]&ufo]= nlo]QA[~®I= | Cat# 4384792)5 Ab&3h=
7900HT 414 AAIZE PCR Al2=8lell ] gk A AIZF PCR 242 flal AMES 4= Qi)

ddgerfol= g yuelulo]l== o 9 49 o] FtE dejkntol=9 38k fAabAolth.  HldE
Lrfol= gl yukgenfo] =7} PINK A9 AESAS AL F AdeA A8t AsiA, AA < wjgd
(19%9) PINK AIEE ddgentol= e xdelenfol=g 2443 &b ou]-Agg §, 124 22 45 Al
EF HCT-1167 FA-wiFetgivt.  dldel=rtol=-A ¥ NK AMEE 42.1% MEFAES Yeha, xie
=-AEE NK AEE 47.4% AESFEES HQl WA, wjxElE glE2T PINK AlxE ©XA 24.3% A2
Holt).

A AAIZE PR (qRT-PCR) ¥ fr5 AEFH Ao E NK AXe] AESAe] ydgeriole-fry
o] Z7tgl 1AW B (GZMB) SAA & (60%+1.7% E7F) (E 11) 2 GZMB-9A NK Mol Z7te W
(25% Z7P) ¢t A5 AEAPS HAFAT. F7FE, GM-CSFe Walo] e mrlo]l= (232%+1.6% =71 2
gEnfo]l= (396%+0.3% =7H)-*2l¥ PINK AlEA Z7138k Tt (£ 11A, % 11B).

}6]—

o
=
o

B Mz oot
1=}

=

3% 11A, ¥ 11B. v Hgld Axd vl gde)Enfol=- @ yuaulo|=-xgE wjkyE PINK H¥9] ¢RT-

E 114 YEE AR gig g Erfole-Aeld AEY g Erfolt-v X g E ME Abo]

Wl v, A= (paired) t-AARE o]&3te] W3 HFTL ddEErfole-HEE HE P -

S A ek AAgr. & 11B: vdE 257 FHAe oig xdeEnlele-AHEE HE H X

-Hl A EE AE Abole] AR W] WE vl dolz t-HAS o]&ske] WE wlrl AH2E
A

AW AR,

A

) =
gl
e fo &

H

WO S

d

bol

H

[
o

o e & do 8
ERC T e

)

)

o)

2l A Zol A

L
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[0422]

[0423]
[0424]
[0425]
[0426]
[0427]
[0428]
[0429]
[0430]
[0431]

[0432]

[0433]
[0434]

[0435]
[0436]
[0437]
[0438]
[0439]
[0440]

[0441]

<#% 11A>

e Veh Sz RS Len I8 [ VehrstdeVLen Sstdev Az :
BAX 1 1.39 0.06 0.02 0.05
CCLS 1 1.24 0.11 0.07 0.04
CCRS 1 0.9 0.07 0.08 0.02
CD68 1 4.04 0.05 0.13 0.01
CD8A 1 1.3 0.01 0.02 0.02
CSF2 1 2.32 0.14 0.02 0.02
FAS 1 1.1 0.02 -_0.04 0.04
GusB 1 1.13 0.04 0.07 0.05
IL2RA 1 1.26 0.03 0.01 0.03

TNFRSF18 1 0.7 0.1 0.16 0.04

BAX - BCL2-¢1% X whal=

OCL5 - A%
CCR5 - 7%
CSF2 - R& ==
FAS - TNF =&
GUSB - B

IL2RA = a <1E]

FeFzUYA

0 (C-C WEE) BT 5
0 (C-C WEE) 584 5
Q4 2 (AT A E)
uisiel, W 6

TNFRSF18 - & AL 1Ak =84 o =jde], 9 18
<i 11B>
L Veh | o Ve e ‘
ACTB 1 0.77 0.01 9 0.01
BAX 1 2.23 0.06 0 0.01
CCL2 1 5.46 0.01 0.37 0.02
CCL3 1 2.2 0.04 0.16 0.02
CCLS 1 1.78 . 0.11 0.04 0.02
CCRS 1 0.68 0.07 0 0.05
CcD68 1 8.74 0.05 0.19 0
CD8o 1 1.59 0.13 0.19 0.02
CD8A 1 2.39 0.01 0.08 0.01
CSF1 1 1.41 0.07 0.05 0.01
CSF2 1 3.96 0.14 0 0.01
ECE1 1 1.56 0.06 0.12 0.02
FAS 1 1.34 0.02 0.03 0.01
GNLY 1.01 1.96 0.18 0.02 0.05
GUsB 1 1.76 0.04 0.01 0.01
GZmB 1 1.59 0.06 0.02 0.03
IL10 1.02 1.62 0.31 0.22 0.04
IL1A 1.01 2.61 0.18 0.12 0.01
_IL2RA 1 1.58 0.03 0.08 0.01
L8 1 1.62° 0.04 0.06 0.04
LTA 1 2.88 0.02 0.21 0.02
PRF1 1 1.17 0.07 0.1 0.05
PTGS2 1 1.68 0.01 0.05 0.02
SKI 1 1.96 0.04 0.02 0.01
TBX21 1.01 2.05 0.14 0.2 0.01
ACTB - B-9d

BAX - BCL2-¢1% X whal=

CCL2 - AR (CC

CCcL3 - Al
CCL5 - Al

CCR5 - AR (CC

CSF1 - #
CSF2 - A

-C ZE|Z) g3=
-C ZE|Z) g=

FEX) 7= 2

3

5

EEZ) 84 5

Q4 1 (e AE)

A4 2 (FAT-RHAE)
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[0442]
[0443]
[0444]
[0445]
[0446]
[0447]
[0448]
[0449]
[0450]
[0451]
[0452]
[0453]
[0454]
[0455]
[0456]

[0457]

[0458]

[0459]

[0460]

[0461]

SS90l 10-1648589

GNLY - z#sgo)al
GUSB - 2FF2YthA-B
GIMB - A B (2alAd 2, AEEA T-HEZ-A8 A9 oA 1)

ILIA - o IEIRT 1

PRI1 - W@ 1 (35 44 @u2)

TBX21- T-box 21

25 Al Aol HE HEFY

AL AERY BN, /154 HPE AR 2L A pRAoRYE fUu MR NK AL 23] A
EQ WA, FF AT BY AT FF ALE 70 A AF R A AZ AT W2 A
S

PKH26 (A]1wp-Ld=]x] 7}E =21 # PKH26-GL) (oS £, [Lee-MacAry et al., J. Immunol. Meth.
252(1-2):83-92 (2001)] Fx)= FAF & 96-4 UxE vld xZ v Sg o] Ed H_—’L 10% FBSE M. =3
200 w0 RPMI 1640 wlell Al wiFEl NK Ao} 34 vhFst a37]-324] (E:T) HlelA] AFuloldaqlet.  wjgd
S 4h FF 37CelA 5% CO, WHellA Qlsteoldatlnt.  Afulold o, AEE *ﬂ&ﬂ TO-PRO-3 (QIH]E

27 FFER # T3605) (=254 DNA G4 & Hjde] 1
=

B

T X2 78k &, BD FACSCantoE Ab

L =
lo

e & PKH26 TAH EF AT & AE (PKH26TO-PRO-3) 9] MER=

l-'l

A7) AEEA BHoA, ezt A FeA HEEF (ML) K562 AIXEE AE Fdgoz ARlels PKH26CZ &
Astar, 96-9 U wlg 22 wjd ZolEo ¥du. 21Y &9 widkd vl (combo) & TWxE NK HXE
= 10% v/v FBSE 1.3 RPMI 1640 WollA K562 A%} 10:1, 5:1, 2.5:1 2 1.25:1¢ &3%7] o) ¥4 (E:T)
2 EeEn). 47 Aol A7F o, MEES $A3la, TO-PRO-3S A wjdle] A7}3 . PKH26

9OT0-PRO-39] EAel iEl % AMESFL FPskch. AESAS F P26 E4 FF AE U
PKH26 TO-PRO-3 =& AME] WE& =24 Fd@sA.  ®iwk NK AlX 2 228 NK AlXEs 257 AlgE e
E:T H]Oﬂ’ﬂ K562 Al 3]l EH*ESH él AR 545 Bl T 4). K562 AlEel gk dx3¥ NK MlzETh ejRk NK

T Hl, F, 1001 2 5:10A #REAT (= 4).

E
6.4. AAlel 4: Fok Ao] dlst Q17 Hjuk gHEole] MEEA

2 AN E Iz HYE #AFA NEIF FTE AE s AEEAdelar, Ke-laol g HPPREE S F 3 MX
(INC-HPP)¢] M|EZ=2do] wid e UCBEHES INCETF ¥ H5S Y5ert. HPP v AE (IB)EHHY F
8 MEES Ke-la AES 1:1, 5:1, 10:1, 20:1 T 100:1¢] H 2 Z&3}gth.  24h & 48h SlFHold &
of, AIXZ $Astx, CFSES] &0 tis] FACS 2] (BD FACSCanto, RIt] H}o] @ A}o]ddA]=)o] ola) ZHA}aA
o s agE FF AEE Q2T oEA ARgEh. AlESAS O3 Zo] Btk (1-CFSEys
/CFSEq22)*100%. 100:1 H]ol|A] -9 AxxAdo] By, = 5 =z,

e Ao, HPPRFE O & 8 Ao AEsds Add=ree] 5 +9 Axe] vlasigivt. w3
INC-HPP ®+= UCBE KG-la Al¥¢} 0.78:1, 1.56:1, 3.12:1, 6.25:1, 12.5:1, 25:1, 50:1 Hi= 100:19] W& &
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[0462]

[0463]

[0464]

[0465]
[0466]

[0467]

[0468]

[0469]

[0470]

[0471]

[0472]

e

Fslith.  INC-HPPE UCBC W3] & vldA dad ¥ & AESHdE 2t = 6 3Hx.

o

2 AFolM, Ke-la AE} A Qo1 E3}7) 24/\1 Zell, INC-HPPE 100 U/mL, EFE+& 1000 U/mLe] IL-
22 A=43k dh3, RPMI wiA 9} 37 wiFe HPP o2 AFESIATE. KG-la AIET 6.25 o] NK Al
o] mlel A, IL-2% INC-HPPS] A|E5AS %7}1\171% log Holth, =7 #ZF

K

Ll
é
N F—'A

5x 10 HPP A% 2 1 x 100 2% A ALgsle], ¥ 12¢] AAE ulel 2o] wrh We ojgole 2k A%
FTHE AMESlY AESs nESY.
<3 12>
gt gHae] AxEA 5o g AFD FF AE FH

HCC2218 ATt QUA T %

CCRF-CEM Q1ZF MEH

JRT3-T3.5 A7 AT AX 9EH

K562 QAT WA %#/sl P ZE (CML)

KG-1 7t A T WAY

KG-1a Q1zk %}s’ A Bedd (AML)

KU812 Q1ZF W3 (CML)

NCI-H1417 Azt ¥ IF

SNU-CI 917k é"c} }d%‘%

U-937 7t 2A A PYX

WERI-RB-1 AzF %mnﬂlx%

HCT-116 7t AAA} %

HT-29 A7t AR }dé.?%

U266 A FFE
HPP AMZ 2 FF AITE 2447 T 48X17F 59 50:1 v]o|A] HA|-ujekdt wj, HPP AT £ Ao st
AAAQ BAS BT, 27kA] AR BEe] e, BA-ul%S 50% el F AR P?é% dJozg, =

>

8\ 4 8B 3.

6.5. AAlel 5: Tk AF Wigh =F FQk QIFF BNt R Aol o3k AJEZ] AL

HPP Al3zo) ZFedh g-wdy gats vizishs As 99shs da &8 vizlhiss 2487 98, TF A=
ok FA-uEE HPP Ao AEZ BE RIS $46kaL, U453t Luninex Aol ofa] Zdold Al UCB

i
A ] Lol n sl

Aol F ¥ s S Luninex wA0® AH#lste] IFN-y, TNF-a R GU-CSFol v%& ARSI
(Cat# HCYTO-60K-03, =& eo]). o|lF 37HA AIEZS NK Ax=43 #A-ddT (dE %01, [Imai et al.,
Blood 2005. 106(1):376-83] #x). o]Zglo]= nlo] @ A|~El= FAST 7900HT 7]7] 2 Zg}o]m|E Al&sl= A
&2 RT-PCRS H3F =33lo] IFN-y, TNF-a % GM-CSFe] 2&S AR, wiek 21L& A7) Ayt 5A)-

=
ek Alxsd 249 sdaltt. AR F2= Luninex 2415 o]&3to] AA 30

ZoF A¥o} FAu|E HPP AEZHFE]S] IFN-y, TNF-a 2 GM-CSFe] HH]:= UCB AHlxel BH|ntl 93547
H =e ZAog AAHPr. 3 AdoA, HPP AEE 100 U IL-2¢9] &4 T== FA 3o KG-la AE$}
0.78:1, 1.56:1, 3.12:1, 6.25:1, 12.5:1, 25:1, 50:1 T+ 100:1¢] H| 2 £33} ch. INC-HPPE 11L-29] H-A)
alol] B8] IL-29] &4 3lol IFN-y 9 ¥4A3 Z7ld AAS BTk, [FN-y $F& 24hol A oF 5-26w] (54
Zt: 169)) Z7F8tar; 48holl A <k 3-658) (FFgk: 27H)) Z71sle Aoz AAFHQI, o= MNIEEA AF Ax
9} dxs. % 9 FHx,

2 A A, KG-la AEe} AFu|ol&lEl7] 24A)2F Aell, TNC-HPPE 100 U/mL B+ 1000 U/mLe] IL-2& A=
3k 3k RPMI ®iA| <} 3 HHOJEJ HPPE tx7 o 24 AFR3g . HPP B+ w35 UB AZE 1L-2¢9 &7

Al

)

-iﬂir

= A o}°ﬂ 24h &< Aol FE & KG-la A2} FA|LETE.  IFN-y 9o #H]& K562 2 KG-1la%t
F A okE HPP Al Eol A 48holl A 74 S71E Ak, HPP AIXE 100 U/mL IL-2% x2]& u], 24h 2 48hol|A
KG-1aol w3k HPP AME MEE=AHE Z71stgtt. HPP M XA IFN-y & 8H] 228 [L-2 AgAld wHd=d

3}
UCB AX9 =#R21 o =Ytt. IFN-y ¢ Bo} & 43S wjxg HPP 2 UCBRFE| 9] A9 RT-PCR #4]9
o8 selslgitt. o5 A HPP AIE7} UB AEel vle) o =& g-wdy 848 BdS HoFa, A
HU} 2o IS [FN-y Ao fol8k Z7tel AE Tt

ZoF AxzF shdm BA-uiekstE Bk HPP AlZ 2 Add AZoA IFN-y AAHS A7 T 19 vdd

o
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[0473]

[0474]
[0475]

[0476]

[0477]

[0478]

[0479]

[0480]

[0481]

S=50ol 10-1648589

o MEFE Apgste] BAegth. PP AE 2 EFF AEEZ 10 £% AE 2 5x 10 PP AZE ALa

T 48AZF Fob 50:19] BlolA FA-mlSEF k. CCRF-CEM, J.RT3-T3.5, K562, KG1, KG-la, KU812,
NC1-H1417, U-937 2 WER1-RB-1 M EFd] thal, 24A7F SA]-ujFoll A HPP M E A IFN-y At 271 &
Ak AIZE B A7 MEFTG FA-MGE ANE AEE 2T (2 104 #x).  48A1%F FA-ulgA o,
HPP AEC|A] IFN-y Akl F7he BEe T4 AlZFo i8] AqEs =338t (= 1B #=x). TF A=
T Fol A, K562 MFEE 2447 E 48A17F R4 HPP AEolA IFN-y AR HU 712 28k
AbgE A37F INF-a 2 GM-CSFoll thal] 2= Qiv).

32 o
o

7] Mo wxoR wiYkE KG-la A3Ed H]3| HPPe} FAIMISe ® S7]9] KG-1lae] W&-&o°] 30% i
. N =

=
T
gol UZHUt. WPPe] Fol FEHE LHAL Mgt FAT Fohe] BAMY AEL
&

& AAleli= NOD/SCID wh-2= o] oA T Relg AREsto] T AlEol it Azb eiwt dFoo] AU

KG-1 AJZ9] 8j2k. KG-1 AEE 20%2] 8 84S BE3 o]~=FH (Iscove)d W& E8 = (Dulbecco) HIA]
(A7 wA) Wol A 37CelA 95% &71/5% CO, 2 100% =0l Fx38tdet.  wiokol o] wixle= Ads w3k
shar, AlEE wiF SHAZT. K61 Alxe dEromA] AAdtr. mepA], wiAE wdsial AlEE FA
7171 Y&, AE FgAs GARFA Yol £ 2,000 rpmell A 10 min 5<F SORVALL® HERAEUS® 3] A=A}
(part no. 75006434) oA ARG, S #H7|star, wdS AEsty] Y8 ddsk o Ax 2
e A A el AjdErekltt.

o] && HISF KG-1 A2 FH]. wpgzo A o2& 3, MEE V] Ayt bl o] AAEH Y 93 4
AstAk. Ax ZIE FFeta, XAHOE g4 A5 dldd AdEATE. vk o] AAA Axe] &
AR 7] &, AE derNe] BHNS grlrlo]EnE (hemacytometer)E Al&&le] A4, Egw EF

(Trypan Blue) 458 AHgste] @etol o] w-4&7hs ALE wAstsih.

oj4l& FI$k HPP A% FH]. HPP H¥t Bl dles 98, MEs 2" FH= Axd 5F (shipper) &7] W
g AHE skt ©@E 2007d 29 7Ll siEd whA] Axd F 8] el Bkl

ol -

E Ao, HPP @95 FA2WE7] (cryofreezer) ZFEH 7Aoo} () ¥ (ziptop) ZE~E wWo] Y
o olojA, WME giFFo] e T wW7bA (F2 FAE 2Zbo] W Yo Holl:) FEHA nNkslHA 37T
gz YTt olojA, WM& FRIFE AUn, dE I WoRRH AU, d9E &dd dsd wrt
A Bedd HAJAG. ojoiM, @S 7 (laminar flow) F= o] Ya, & wlo] o] TS 70% o gk
& wFete] dasgitt. @ e da T E AREste] Aol AEesta, AEE da 3l s Ed 50
ml 92E FH (479 HPP ol sl 119 FH; Zhzhe] UCB whelol il 2709 FR)E &FHTh.  o]ojA,
10 mL 3fs W3 (2.5% <12 &F-F, 5% YEEH 40)S FEHA EFstAA (2.2 - 2.9%0 ZA) 7474 F
Bo] A3 Frletdnk. olold, Zzbe]l Al wiS 10 pl dE HHE AAI T, 50 ml 9H FH AA
3l A7ksldth (0.7 - 138 Z2A).

s Fofl, YR Ao zZtzbel W9 E e IS Ao BASYEY. EE FHE 10 nin B9 AR
(440xg, 10ColA), FsdE i FIAE& o &ste] Folatl, FEHE AGAA LS F=A 38t
H5|Z (PBS + 1% F-8 E3)9 1-nl #FH NS FHE 5 spvtel] H7lstal, FEE F=HA Ao EFs3ict.
2-ml AL ALgEe], WEES A2 FH, olojd A3 FHe, olojd A4 FH AT, HYH FHE=

0.2 ml 34 W= AHA

15 ml 983 HFHo] &Y. o]o
FHlelgge 2 A1ty L3AA
o}, QlFulo]l A Fof, 5 ml ¥ PBSE Z7te] HHo| Hrlsta, HFHE SAEEETH (10 min, 400xg, 10T).
RBC &3 o, AZE AEHS Hrlsy] 98 Edd 75 ALgste] svpalelEnEo] os) A48
Ad Azt 84 dis] w3 F, &8 A4 (0.46) 22 o] RBC &8 dol EAshs MEe) 5 43}

AZ AsE fell, 25 w THNES D5 Aol 975w Vs EE St
2 3 oS

ot o
N
p‘L
=
e
oo
o
=2
>
=
(e
B,
jn]

u offt
2
ro,
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[0482]

[0483]

[0484]

[0485]

[0486]
[0487]

[0488]

[0489]

[0490]

[0491]

S=50ol 10-1648589

Ak,
WP Folgk AxE Sis), A% Fol, w322 Arhstel WP AEE 1 x 100 AX/ml2 s4sdch.  ololA,
NAAE 2R b7k PP AEE 2 dold maedch. Al velel sEn Folw Azl dhw Aol

<

A3 A7 3A7E o,

>

aAxE Y57 A 2 7] At mpel o] Ao g T-FojEg HFS 93
=z Tk, Fof Fo, Holgls Fo¥ EAS R AFS 98] HIlsih
o7 KA. A1, 24vkE]le] NOD/SCID +3 vhe-2~ (A #R#lE28]2~ (Jackson Laboratories))ell 5¥igk
Mol AE7FEE KG-1 AEE S/CE G F9o o]43tl. 4 WA 5uiele] mlg-27t UREZZES 7t mlo)

Ax-Ae] AelA Al=g el F8H=S, w2 FYsialt. dd AAF ARS =& AREA ASete
= Attt vhe-2E FF Al disl v 23] F2A BUHEEIT. Al SA37FsE SFS A5
ol #EEATt. oA, ATE wF 13] 715, TF SHAE AeH2 (caliper)® vl 23] 7] 5313
th oA F As2el, FES 3709 WAl Tow WASR Urm, FU Pyt FF oF 300-350 mm o] Ak
(37 & 13 #2). Al 2 BF 2L $u7} 312 m'Y 4 9] tE wheaE o]FolA. o wea

.

< 2nbE]ol Z42F 200 g0 B 50 p0e] HISE &MES AW (IV) oAatar, 2ubele] FdU (IT) o] A8h3ith.
nlele] wlesw oFold Wi FF B¥7F 345 mm') A2 Pl mSAT 200 w09 HPP AE (2 x 100 Al
B)E AU o]y, vk 50 o] HPP AEE ITE o] A3 mpx|g & 3 4nfe] o] nl9-27 o] F
o)A 1, Bt FF ¥-3)7} 332 mn ol Ar},

<#% 13>

AW FEF A4 2ES A 2FL

TE# HPP A2« HPP o] Ao F% -3
Al (=)

1 V1 457
2 T2 429
3 IT 3 214
4 V4 147

B 312

A 27 (IV A o]A])

5 1 466
6 2 209
7 3 217
8 4 487

EES 345

A3 (T AE o] &)

9 1 491
10 2 256
11 3 296
12 4 285

B 332

IV - 200 g °14; IT - 50 gt 14

A66Y (HPP A|3Ee] o] 2] 14 F)ell, & FF H3] WTel A5 T2
6.6.2. A3}
FF 9 (TDE A6 UPP-AIE o4 UAFIZHA ZHakda, olw] thzwel Vi Fat 2021 mo E2a}

I, 0T 2 TV7F 2705 mn ol Qlth.  AHE & Tvel 4 27}
o #ale], IT +& A3 20% Q'*Zﬂg Bl A | [V o2 thFEtol vls] £ A 35% 23] oAE B

TE
+ EEe 2o TIAE = 54 AAE Gl o o w9 } A=A ehobof Fot. AAR, AWE A F7b
2 e ogd Mg A7 A gl A ERoRRE IRl Wueid Aot ] wEe A
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10-1648589

s==4

Tl w9l el

g

ps

s8]

"

wjr
o

N
Ho

[0492]

o
Hr
i

)

Hi o Yehfelx

TR
o

A

KH

o2 1 AT

gt

B
H

~
B
H

1.95

2.3

<
o
-~

B s oy
[32] N
2 2

V-3d 9540 <v-3d>

10*

1.66

T o ool

T l|||lll

102 103 10

<FITC-A>: CD3 FITC-A

101
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10-1648589

s==4

pg/mL
N W

=2

=)

NK A 3%

KG-1a

NK+KG-1a
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10-1648589

s==4

E92D

pg/mL

18
16
14
12
10

O N B~ O O®

# =]

NK A X

KG-1a

NK+KG-1a

10

20

E:T H]
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10-1648589

s==4

B
H

90%
80%
70%
60%
®
% 50%
Hr
 40%
X 30%
20%
10%
0%

—e— Combo

—=—PB

10:1 5:1 2.5:1 1.25:1
E:T 4]
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10-1648589

s==4

—aA— HPP
—e—UCB

[+0]

freed

o

i

(32]

n N X 60 : :

B I \/
i N 50

f =y - .
»_\ SR e ror

Q

2

o

S

~ 40 —— HPP -100 U/mL IL-2
%0 J/ —ge— HPP -1000 U/mL IL -2
=
20 e N g
1 e R . e
o m O O 1 T T 1 T T T
: N .W_ 100 50 25 12.5 6.25 3.12 1.56 0.78

v i HPP : KG-1a
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s==4

®) REEK

Ty
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10-1648589

s==4

B
H

& RPMI
W 100U/ml IL-2

500
400 _.
M_woo
2 200 -
100 - z
e i s gun g s R
umH1 - © M « O
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2% 29 (mm3)

IFN-g/(pg/mL)

IFN-g/(pg/mL)

1250

1000

750

250

®HPP
ocB

Od =<

= HPP
oucB
Odz=<

P =0.047 0.047
P=
00.16100.1610.1
]
"
]
"
. -
"
|
. "
T T
=T FFI v

SEQUENCE LISTING
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<110> Celgene Cellular Therapeutics
Zhang, Xiaokui
Voskinarian-Berse, Vanessa A.
Kang, Lin
Padliya, Neerav Dilip
<120> TUMOR SUPPRESSION USING HUMAN PLACENTAL PERFUSATE AND HUMAN
PLACENTA-DERIVED INTERMEDIATE NATURAL KILLER CELLS
<130> 9516-776-228
<140> PCT/US2008/011251
<141> 2008-09-29
<150> US 61/090,555
<151> 2008-08-20
<150> US 60/995,763
<151> 2007-09-28
<160> 20

<170> FastSEQ for Windows Version 4.0

<210> 1

<211> 22

<212> RNA

<213> Homo sapiens

<400> 1

aacccguaga uccgaacuug ug
<210> 2

<211> 22

<212> RNA

<213> Homo sapiens

<400> 2

ucggauccgu cugagcuugg cu
<210> 3

<211> 22

<212> RNA

<213> Homo sapiens

<400> 3

uucccuuugu cauccuucge cu

<210> 4
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<211> 23

<212> RNA

<213> Homo sapiens
<400> 4

uaagugcuuc cauguuucag ugg

<210> 5

<211> 20

<212> RNA

<213> Homo sapiens
<400> 5

ccucugggee cuuccuccag
<210> 6

<211> 23

<212> RNA

<213> Homo sapiens
<400> 6

uccagcuccu auaugaugec uuu
<210> 7

<211> 21

<212> RNA

<213> Homo sapiens
<400> 7

cagcagcaca cugugguuug Uu
<210> 8

<211> 22

<212> RNA

<213> Homo sapiens
<400> 8

aagugcuguc auagcugagg uc

<210> 9
<211> 24
<212> RNA

<213> Homo sapiens
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<400> 9
uucuccaaaa
<210> 10
<211> 22
<212> RNA
<213> Homo
<400> 10
ucgugcaucc
<210> 11
<211> 22
<212> RNA
<213> Homo
<400> 11
aucgugcauc
<210> 12
<211> 21
<212> RNA
<213> Homo
<400> 12

aaagcgcuuc

<210> 13
<211> 21
<212> RNA
<213> Homo
<400> 13
aaagcgcuuc
<210> 14
<211> 22
<212> RNA
<213> Homo
<400> 14
caaagugccu
<210> 15

<211> 24

gaaagcacuu ucug

sapiens

cuuuagagug uu

sapiens

cuuuuagagu gu

sapiens

ccuuugecugg a

sapiens

ccuucagagu g

sapiens

cccuuuagag ug

24

22

22

21

21

22
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<212> RNA
<213> Homo
<400> 15
acaaagugcu
<210> 16
<211> 22
<212> RNA
<213> Homo
<400> 16

acaaagugcu

<210> 17
<211> 19
<212> RNA
<213> Homo
<400> 17
aggcacggug
<210> 18
<211> 19
<212> RNA
<213> Homo
<400> 18
gggcgecugu
<210> 19
<211> 23
<212> RNA
<213> Homo
<400> 19
aaacucuacu
<210> 20
<211> 22
<212> RNA
<213> Homo
<400> 20

aacccguaga

sapiens

ucccuuuaga gugu

sapiens

ucccuuuaga gu

sapiens

ucagcaggc

sapiens

gaucccaac

sapiens

uguccuucug agu

sapiens

uccgaucuug ug
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