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ANTIPROLIFERATIVE EFFECT OF INTERFERON-ALPHA ON
HUMAN RENAL CELL CARCINOMA IN CLONOGENIC ASSAY
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Kiyotaka Oumura and Taiji TsukamoTto
From the Deparimert of Urology, Sapporo Medical Colege

With human tumor clonogenic assay, the direct antiproliferative activity of recombinant human
leukocyte interferon alpha (IFN-a) was investigated on human renal cell carcinomas (RCCs), which
consisted of a human RCC cell line (ACHN), two human RCC xenografts and fifteen primary RCCs.
The combination effect of IFN-a with a cancer chemotherapeutic agent was studied, as well, with the
assay system,

IFN-a showed a dose-dependent antiproliferative activity against the human RCCs, The clonal
growth of ACHN cell line was inhibited by less than 50 9, at the concentration of 1,000 IU/ml. Two
xenografts had a different sensitivitty to IFN-q, in which the percent colony formation was less than 209,

- in RCOG-3 at the concentration of 100-100,000 IU/ml, while in RCC-4 more than 509, even at the high
concentration of 10,000 IU/ml.

In 15 primary tumors obtained at surgery, two types of response to IFN-a were demonstrated.
One was the response in which the colony formation was inhibited in a dose-dependent manner as an
increment of IFN-a concentration, and the other in which the colony formation was not sufficiently
inhibited even at the high concentration of IFN-a. The dose-dependent inhibition of colony formation was
demonstrated in 10 out of 15 specimens (66.7%). When the colony formation suppressed to less than 509,
of control was considered to be sensitive to IFN-a, 6.79%, of these 15 primary tumors were sensitive to IFN-
a at 100 TU/ml, 20.09 at 1,000 JU/ml and 20.0% at 10,000 IU/ml.

Combination effects of IFN-a and with each of four different cancer chemotherapeutic agents (vinblastine,
adriamycin, methotrexate, 5-fluorouracil) were investigated on the ACHN cell line. Every combination
type produced a subadditive or synergistic combination effect. In particular, the combination of IFN-«
with vinblastine of more than 0.1 ug/ml concentration yielded a combination effect of statistical
significance (p<°0.001). Even against premary tumors, the combination of IFN-a¢ with vinblastine
showed a synergistic effect in one out of every three tumors. These results suggested that the combination
of TFN-a with a cancer chemotherapeutic agent would enhance the clinical effect of IFN-¢ alone in only
a certain situation.

(Acta Urol. Jpn. 35: 737-747, 1989)
Key words: Renal cell carcinoma, Human tumor clonogenic assay, Interferon-o, Cancer
chemotherapeutic agent
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Fig. 1. Changes in activity of rIFN-«A during
incubation period, Each point represents
an average of three dishes.
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Table 1. Assessment of drug combination effects in clonogenic assay

Synergistic

Antagonistic

AZB> [A) x (B) > (A+B)

(A} > [A+B) > [B) = X
or [B) > [A+B) > [A] = [A) x (B]

(A+B) > (A] ;

Iy
=
i

(A) x (B)

(A) , (BJ) :surviving rate for individual drugs

(A+B)

. surviving rate for drugs used in combination

(A} x (B]) : calculated theoretical additive effect
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a. FEIERY (synergistic) ZPH : (A +BIALATX
(BIX h/AhR VA,

b. AT (additive) ZhE : [A+B) 7% [A)X
[BIRE LWHBE.
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FREE L 7o - T B4
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OWF IV REVCEEE L.
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Fig. 2, Effect of recombinant interferon-a on
colony formation rate of established
renal cell carcinoma cell line, ACHN.
Each point represents an average of
three = diches. Bars mean standard
errors,
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Fig, 3. Effect of recombinant interferon-o on
colony formation rate of xenograft
human renal cell carcinome (RCC-3&4).
Each point represents an average of
three dishes. Bars mean standard error.
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Fig. 4. Effect of recombinant interferon-a on
colony formation rate of human renal

cell carcinoma specimens. Each point
represents an average of three dishes.
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Table 2. Plating efficiency of control dishes in clonogenic assay and histological
characteristics of human renal cell carcinomas

Plating Infiltrative TNMYV classification
Case (age-sex) efficiency!) Grade Architecture2) Cell typed) growth patternt) Stage pT pvV pN pM
1 Y.H. (62-M) 0.0546 1 Tubular Clear B 1 2b la X 0
2 0.T. (54-M) 0.019 I Alveolar Clear B 1 2a 0 0 0
3 K.Y. (55-M) 0.0064 1 Alveolar Clear s 1 3 la O 4]
4 S.K. (57-F) 0.127 I Alveolar Clear B i 4 1 0 0
5 S.M. (66-M) 0.0208 1 Alveolar Clear a v 2b la X 1
6 I.K. (68-M) 0.0078 I Alveolar Clear a 1 2a la 0 0
7 H.Y. (76-M) 0.022 It Alveolar Clear o ma 3 2 0 1
8§ T.T. (72-M) 0.0304 I Tubular Granular B juig:} 3 la 1 0
9 K.G. {(75-M) 0.059 I Papillary Clear A MAa+B 4 2 2 0
10 S.K. (76-M) 0.146 i Alveolar Mixed B v 4 la 2 1
11 F.s. (52-M) 0.035 I Alveolar Clear ) v 2a la X 1
12 S.F. (43-M) 0.108 1 Alveolar Clear el ma 4 2 0 0
13 H.K. “7-M) 0.0571 jul Papillary Clear Yl v 2b la O 1
14 S.S. (58-M) 0.11 1l Alveolar Clear B v 2h O 0 1
15 S.K. (67-M) 0.527 il Alveolar Clear g v 4 la X 1

1) Plating efficiency : number of colonies/number of cells plated; an average of three control dishes.
2) Alveolar : Alveolar type, Papillary: Papiliary type, Tubular : Tubular type

3) Clear: Clear cell subtype, Granular: Granular subtype, Mixed: Mixed subtype

4) o ! Expansive type, 8! Intermediate type

Table 3. Sensitiviy to rIFN-«A in clonogenic assay for human renal cell carcinomas

IFN concentration and
colony formation rate

Case (age-sex) 100 IU/me 1,000 IU/m€¢ 10,000 IU/me 100,000 1U/me ggg;)f)erlllse
1 Y.H. (52-M) 91.8 (R) 78.0 (R) (-) (=) (=)
20.T. (54-M) 82.8 (R) 112.9 (R) 9.8 (R) (=) (=)
3K.Y. (55-M) 90.6 (R) 78.1 (R) 84.4 (R) 37.5 (S) (=)
4 S.K. (57-F) 52.6 (R) 58.1 (R) 39.5 (S) (=) (=)
5 S.M. (66-M) 113 (R) 97.1 (R) 110 (R) 116 (R) PD
6 I.K. (68-M) 81.0 (R) 39.7 (S) -) (=) (=)
7 H.Y. (76-M) 39.4 (S) 43.1 (S) (=) (=) (=)
8 T.T. (72-M) 73.8 (R) 66.6 (R) 49.3 (S) (C] PD
9 K.G. (75-M) 104.3 (R) 87.1 (R) 69.9 (R) (=) (=)
10 S.K. (76-M) 79.0 (R) 49.4 (S) (=) (-) (-)
11 F.S. (52-M) 100 (R) 100 (R) (=) (=) PD
12 S.F. (43-M) 78.8 (R) 61.8 (R) 63.7 (R) 55.9 (R) NC
13 H.K. (47-M) 81.1 (R) 80.1 (R) 67.6 (R) (-) PD
14 S.S8. (58-M) 107 (R) 9.4 (R) 92.5 (R) (=) (=)
15 S.K. (67-M) 105 (R) 109 (R) 105 (R) (-) PD
Sensitivity Rate 1/15(6.7%) 3/15(20.0%) 2/10(20.0%)  1/3(33.3%) 0/6(0%)

S (sensitive) : Colony growth reduced to less than 50% of control.

R (resistant)
(=) I Not examined

NC : No change
PD ! Progressive Disease

o IFN 335 BZoFiEy BEREHE L, IFN Tz ZEROBEEREVRRE, Fils 55K (EHE
B, FEHEMEHRTECo plating efficiency, FRED 2 FTTNCOF O <~ v F BERFR
BREWUN BURAURE, AR RORE 3, RSN Sk THBINBIERT) % Table 4 KWRLEz. %0
7, BB R HAER S L CERRSHET - R Ch b 6T IFN x5 BB n2. 3%
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Table 4. Result of multiple regression analysis

Factor Stanfiard part‘iatl F value Coefﬁc.ient. of
regression coefficient determination
Cell type 0.32362 4.653 0.08603
Infiltrative growth pattern -0.29151 3.164 0.16155
IFN concentration 0.22745 2.350 0.21532
Architecture -0.07439 0.217 0.21854
Plating efficiency -0.06304 0.126 0.22247
Grade -0.00906 0.003 0.22253
AFPShIC. LoD BN 20 XA BEMFN  Tople 5. EDw of rIFN-aA for IFN-sensitive

ffazy, BRPEEIEER,
HEhs.

e, RTHBEMBERECRsT S ED ok

D EDHETABNS X5k, BREMMATH-T
SLORERFHRIENRDD. T TCThFho KTk
D = = = —BEEHN50% & 70 IFN i (EDso)
% Table 5 wRL%. ACHN #ifar EDs X
625 1U/ml, RCC-3 it <100IU/ml TH -7z,
Table 2 iR L7 IFN o @E cligt
DB -7 6 PIOHRFTEH, EDs i% 100 1U/ml 5
Wh 90,182 TU/ml LIBEL HHT553,

IFN BB X D21.5% M

Table 6.
of cell line, ACHN

renal cell carcinoma cells in clono-

genic assay

Interaction of rIFN-aA and chemotherapeutic

Materials EDsp (IU/ml)
ACHN cell 652
RCC-3 <100
Case 7 H.Y. <100
Case 6 1.K. 802
Clinical Case 10 S.K. 1,000
materials Case 8 T.T. 1,500
Case 4 S.K. 5,000
Case 3 K.Y. 90,182
6 @i 3
w drugs on colony formation

Used drug concentration and Observed colony | Expected colony
ot?served colony formation rate formatiqn rate formatiqn rate Combined P
with drug alone (% Mean=*SE) in combination in combination —
(%MeantSE) | (%MeantsE) | Cffect | value
(A) (B) (A+B) {A)x[B)
VBL
0.01(ug/ml) | 63.8%12.7 25.31+8.8 21.8%10.2 Subadditive | N. S
0.1 66.7%16.2 4.9%2.3 22.8+11.1 Synergistic | P <0.001
1.0 19.7% 3.8 2.510.7 7% 3.1 Synergistic | P <0.001
10 16.7+ 5.8 0.7%0.1 7% 3.1 Synergistic | P <C0.001
rIFN-aA ADM
1,000(IU/ml) : | 0.01 (ug/ml) | 106 £75.0 17.2+9.4 36.3%29.8 Synergistic | N. S.
34.2%14.4 | 0.1 107 *35.4 14.0%5.6 36.6%19.6 Synergistic { N. S.
1.0 37.8% 6.0 10.3%5.9 12.9% 5.8 Synergistic | N.S.
10 30.7t 8.6 4.7%1.9 10.5% 5.3 Synergistic | N. S.
MTX
0.5(ug/ml) | 130 =£69.8 18.5%+7.8 44,5%30.3 Synergistic | N. S.
5.0 61.0%£14.9 11.5+6.6 20.9+10.2 Synergistic | N. S.
50 16.5%+ 2.2 8.6%6.4 5.6+ 2.5 Subadditive | N. S.
5-FU
0.6(ug/ml) 84.4159.7 28.3+7.8 28.9+23.7 Synergistic | N. S.
6.0 44.8118.6 10.7%2.1 15.3% 9.1 Synergistic | N. S.
60 27.4% 6.7 3.2%1.4 9.4% 4.5 Synergistic | N. S

a) P values are reported only for differences between “expected” and “observed” colony formation rate
that indicate statistically significant drug synergy or antagonism.
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a. ACHN jijco®s

BEl Ui FO K% Table 6 Rl Fo
AR HIRES] & 0P L7z rIFN-a A ©RET, FiET
e L7 ACHN f@fan EDs 2% 6521U/ml TH
sl xR EFER, 1,0001U0/ml & Li-. 0B850
rIFN-aA 1,000 IU/ml G = = = —FEERIT 34. 2+
4.4 %TCH o7,

VBL L o6tRER

VBL 0.01, 0.1, 1.0, 10 pg/ml o #&EEEL IFN
BT 2 » = =BT L h Fh25.3+8.8%, 4.9
+2.8%, 2.5%x0.7%, 0.7x0.1 % ChH-i=. 001 pg
jml OBETar = —JRERT0 % L EI#EI S he
2, ZOFRABFEE AN BHRTH 7. Lk
L, 0.1 pgfml L EOERE TOMEMERRGIE
MR THD, =2e=—-PRELBZLU LIRS
jz. Lavd, 0.1 pg/ml LI EOBECORACELze
= —TERER O SR PE & B O IRHED 22 kR
0. 1%L ECHET S b BETH ~ 1.

ADM & PSR

ADM 001, 0.1, 1,0, 10 gg/ml o &iEEL IFN
BHATD = v = BRI FRFRIL. 249.4%, 14

Table 7.
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0:56%, 10.3%5.9%, 4.7+1.9%Th-7-. 001
pglml ORETOHHATS, F0=w=—PREIX
0% LI I NI, VT oBE T 2FIPREREED
2 r=—HEEE, IFN, ADM BXEr X5 Fh
Zho = v = ~FRENDRD OB HFEDT CH
b, HENOHDREIGED LI L,
— TR D SEHE & AR O BHIfHE O i 1k bR
5 % CHEHE BRI B bR o e
MTX ¢ opftHZR

MTX0.5, 5.0, 50 pg/ml » &R L IFN gt TO
aw = —JEEER TR ER 18.5+7.8%, 11.5%6.6
%, 8.6%6.4% Th 71z, 5.0 pg/ml LIFOEETD
PRI CIRAERN R TH -7z, 0 pg/ml Tarw=
—TERIE00 % L il S v de s, BHRIRER i AT NGy
ThHote. = v =—THHROEAME & IR
fEDMIC I fERR 5 % CHET N EEZ L b -7
5FU & ohtHzR

5.-FU 0.6, 6.0, 60 pg/ml &L IFN §HETC
0w w = —PRELEN T8, 3+47.8%, 10.7x£2.1
%, 8.241.4%Th otz WFhoOBETLFD 2 »
= —TURREILGEA Las IFN, 5-FU BH0ER 15
2w = —RECHHELTTh Y, HENLHEY
RS LR L, BRESF Y Clize=—F
B SERME & AR o BIEE & o fiEt2eiic
HEE I, T,

b. FEERTO®
TRTCOHEACH AR BN 5 o, Fil
B DB ORBENEES T2 & &, §iET

o g = N

Interaction of rIFN-aA and vinblastine on colony formation

of human renal cell carcinoma obtained from surgery

Observed colony Observed colony

formation rate formation rate

Observed colony Expected colony
formation rate

formation rate

Case with rIFN-eA alone with VBL alone in combination in combination Combined P
(%Mean*SE)  (%Mean*SE)  (%MeantSE)  (%MeantsE) ~ cifect  value
[A) (B] (A+B] (A} x (B)
1 H.K. (1,0000®  80.1 (0.1)b) 78.0 44.4 62.5 Synergistic N.S.
+11.7 *+ 7.9 + 4.5 +it.1
(1.0)b) 72.7 44.0 58.2 Synergistic N.S.
+ 9.6 +5.9 +11.4
2 T.T. (1,0000®  66.6 (0.0)b) 918 86.1 61.6 Interference N.S. -
+22.6 +11.4 +20.7 +22.1
(0.1)b) 64.8 60.1 43.2 Subadditive N.S.
+14.0 +14.0 *17.4
3 S.K. (1,0000® 100 (0.1)P) 75.6 100 75.6 Interference N.S.
+19.1 +15.1 +21.5 +21.3

a) Used concentration of YIFN-aA (IU/mf).
b) Used concentration of VBL (u g/mf),

¢} P values are reported only for differences between “expected” and “observed” colony formation rate

that indicate statistically significant drug synergy or antagonism.
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oWEic IFN & VBL  :oPHAnGESie b8
B RELRED I &b, VBL &30 IFN
OUESEERAT A L E L. HHE LA IFN B
EERPEREE 1,000 10/ml & L.

3PID HOWFTILBHA, Table 7 wZofER
TR LIz SEGILTIL VBL 0.1 pg/ml T44.41+4.5
%, 1.0 pg/ml T44.0+£5.9 B &5 = v = —HHRE
Thoiz. WTFho VBL EETHIEENSENT
»hh, LrdfHc L -T2 e = —DPEIZ0%
T & ot L LMo 2 61T 20 R TSN
SR D B CIXEMEISR T, AR
Bhicholc. FlenwThoBad, BRES ST
VL 2 FOE RO = r = —TUBLER O SERE & ARINEER O
WS ECHE SN R B R 2B bR o 1.

E 3

IFN OB EENHAE T b, v il
sk IFN (HulFN) ofpB%u 3L e in vitre T
BETARIE, b OEBARY v ERRT s
THbRER B, F Thhbiut IEN oflE
VEfEBET 2700, v B bR X7
b EEEEARER L0 % - Py A AEE, ¥
5 EHTRC R L £ O EREAR %Y FvT clono-
genic assay = X DEFELIT -7,

LENEF D in vitro TH IFN  oOp A% FHE
S TREAR T o 12h, TORREELDD
LLToERVTHS. -

O Bl LEENEEDRE S5,

® LalLdNTore rBilgmmc IFN oz 0558
BHHRBHT TR, BHREL IFN EZifrs
JERERRC oINS,

® IFN x5 5 RS0 B L AR

BEREE, IFN BEWR X v 2L 5% h 5.
@ Bifgmo IFN Egimexdds DEs i3,

¥esf UegiB il <<100~90,182 1U/ml Ch -7z

® o IFN oflEERLIbetlEA &L tRET2
Xy, FoflERoTIEENREY X YT
T ENhB.

IFN o#iEEHREE UL EEER & BENEY
OFEER ENE L BT B0,

LHEDEBRIEEORIERDNIE Lic\ in vitro
DFRTH-T, HUSETWIEER, 2 - F<7 R
ke Bl BHRERRERCH L TAD
Ri-a2 e =R, IFN oBEEEHoTE
wIEH LT 5.

LML, =7ATOD in vivo PIEBERTIL, in

vitro Tl I¥FN-resistant TH% 3CL-8 st L
T in vitro "¢ IFN-sensitive /7458 LT &
ARECTIESIRISIBERIE I HEDLH D,
BEOREEROMT IEL OIS,

T, SEbhbh o TRV RbEER M
5% ACHN #ifaiz, Borden 5! 23 IFN-a 3 L O
B X bR 505 L BE LTV, SEb
bitd rIFN-aA X b = r=—JERRIT50% L
TreiElhng o LA L.

LinL, %—F=v2affle b BHEER OO
B RS O BRERIMHEA T - T, BT L
% IFN i X% = = = -l Bt Tl
DL H5.

IFN oBES#NFIESBERIT IFN ve7 % -2
LTHRS D EELZ DR TR HILBW, X5
BT X b IFN ofiEEHRICENRD D DI,
IFN v 72 —-BoEliELohs.

v b BHaEMIEe s 5 IFN-a (tIFN-aA) O
FIEEZE o clonogenic assay K XAKRET, = =r
= TR RS0 % L o ix 3/13(23%) T, M
H10%BL L& s LTh 113 (7.1%) CBEfeh
»ted Salmon B RMLE LTS, FhfalE?
i, e b B R M o 5 £ IFN o#EE
BT 6/27 (22%) WA BRICERELTN S, #
> BB EF D20 % FRE Tt IFN o HEEHR
PHFCEDL LD EELBNS.

LA L, IFN BES T, 50~100 1U/ml o>{EH
ETERT S &, WBHO 2 e = ~HREOERRE
D2EUED 2 v = —BWEYRTHELBD E5H
E4h 5. COBRETHEA IR LA, Ludwig
LB XEHIfERE D 2/10 (20%) T, TR
FhpEe 2/271 (1%) T=w = —RIEOHEE iz
s,

bhbho®s it RCC4 i 1001U0/ml T
P E AT T, IFN RS MESCix IFN
BIENE e oh IR AE L 7t > T 5.
KR IFN 2PEE R % R 5 o, o
el & pESiBE oM IFN BEOHNEFET LV
L#E2 bh%. EDs ORECLE, 1,0001U/ml #2E
DL OB ote. LhL IFN-a oERESEOEA
vk, 1M 3,000,000 10U 35—y 58T,
furb By 300 1U/ml iy, 100,000,000 TU
OIS C b MPREEER 1,000 1U/ml A
Z 2L X T B, 1 [E 10,000,000 10 Bl ko
B SEVEA o RBE E L, BREXHEEL
BEEETHS.
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IFN-a OEHRHE [ 4H R BT o B+ 5%8
WHEL 0% LA IS SEOEREH
JEdile )35 IFN ofEEREo#Ec 1,000
1U/ml o R&FHRIZ3/15 (20.0%)ThH 7. FED
F2 e B R IR B SR 0 A RN HE 2T,
TR D#20% L5 i v 28 IFN B Cohf
DRATHH 5.

T, 2o X i IFN ez i o SildEgsh
BA ST AL ETRIE IFN S4EHE oot
PR X5 % 270w,

e b IFN L4ilE# & o §FH SR ow TR I
(B¢ \/_)7))@#&%: e %J/(E X B 18,2920 Aapro £ 15
Uk, AfEESEMINAE VT clonogenic assay %47
>, rIFN-aA & VBL, vincristine, vindesine,
ADM, etoposide,
melphalan » 8FE#(& o §f AR FE 4 Hif L, VBL
DERGHRERER L EBE LTV 5. bz o
fEFARERESY VBL o microtubule ~o % & IFN
ORBABE~OERAC L 240 EWELTCWS, %
7z Kataoka B 4, HHABB ~OIERE Y2 ET 5
vincristine, ADM 7 KO FEF & OBEER, WilaRg
IR R T 5 2 LA BE LTS,

MTX B LT, Brostrom? I -F BIE O#: 1L
B Bas JAICREE T, T A DR R AR eds -
7oL LT3 78, Slater 53003, L1210 {iiaiEE < v
A CPHEFHEYZHCIERET 5 o fREL R
BTG5,

5-FU @2\ Tik, Miyoshi 5% %, IFN-a 3%
5FU offlaAfuizigmsE, 5505 5FU o
HERAPI A BHE S5 & & X b FHSRAY T AR R4
HWHEAE LT E LT 5.

SEpbiat ACHN @ifac IFN 1,000 1U/ml
%, VBL, ADM, MTX % X0 5-FU %8t L
LA, WThOEBREWTH IFN Bl X O
JEFEH AR LB E L VD 2 r = —BRRLET
X, FoHBEYROIZE A SHHROSELTL
7z, Bz VBL O pg/ml Bl bo BE 0 /T,

vinzolidine, cis-platinum,

2 v = —JER RO SERME & AR O HIREE & o T,

FEBRER 0. 1 B UUF o BEH AR EN RS b,

FERBIToRE T, 36T 1 HIC VBL Loff
AT e=—DBREI0% L TE), 1FN 5%
Wik VBL BE0®EAL DD 20~30 4IEF L. &
#% IFN E2h O HEF & ot RSN IFN oK
A R T A FREE D B B Z E AR R R,

Las UBiiafse 35 IFN & fdlEs & o668
EEOBRSEY, s co Lz A<, VBL

2 ADM & DB HRT - s o oL o x
N EOBIIHETCEVLORER TS Y, SHEX
DIERR LB LTS REBBER EEFE LT 5.

& B

Clonogenic assay % T, Bl 1 5%
IFN OHEEMRARE L, DT oMRLEL.

1) IFN o#EERC R BERTFE AR B, kit
s ACHN #ijgcix 1,0001U/mt Ll Eo
rIFN-aA BT v = =R ERLS0S LT & e o 7.

% — Vv AR ACE MR 2 AF, RCG-3 ik
100 TU/ml Lo rIFN-aA EECRSELR L
OEH L, RCG-4 3 100~10,000 IU/ml ® rIFN-aA
BTSRRIt T,

FEAGIRHRER U BB R AR 5o 4 Clt, BB AT
P v = —JERENMET T AR (1061) &, BRE
Th = e = —HREBMET LswEE (58D M&bh
fo. BN O BRERIEIET 10/15 (66.7%) THD
i,

2) rIFN-aA 1,000 IU/ml oEEToO, i I156
DUEREEAR O BAF W ONE 3 $120. 0% -7z, EoE
EHRAHTC g IFN b5 B Mo B B
R RR, REEE, IFN BEw X h2L 5%
PRI .

3) Coffic IFN oIEEMRCRF7ns 0, fll
DHIER (VBL, ADM, MTX, 5-FU) & 0%
FERBRT LA BB S ACHN Milvi iv-To
BEHPROWE T, WThoEE L ofEe BT
3 BAEIN S B VAR R HEE SR O MBS A b
7. #2 VBL 0.1 pg/ml LI B0 REE & o fiH C,
FEBRER 0. 1 % THEEHFIO S BB R OB AL 0
Fo. FEAESAC 3¢ VBL & o8 AR HC
13 1/3 Bl AR e FUEE RS D ey, T
| Pl FEERA TS b, JHEREN G
FARB B, LT L TRTeFH oo &
R LT,
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