Korean J. Appl. Microbiol. Bioeng.
Vol.6, No.3, 129~133 (1978).

Trichoderma viride?] HolFF E8 & 93t

Cellulase Semiquantitative Plate Assay

ZBRT - iRt - FOE - FiM

BEETHHER §T4HH8 Was
(19789 9¢ 219 $8)

Plating Technique for Cellulase Mutants of

Trichoderma viride

Hyung Hwan Hyun - Hyung Suk Baik - In Bok Lee - Se Yong Lee

Molecular Biology Lab., Korea Atomic Energy Research Institute, Seoul, Korea
(Received Sept. 21, 1978)

Absteract

A plating technique was devised to screen for high producing cellulase mutants of Trichoderma wviride.

The method employs:

1) The use of deoxycholate to limit colony size and 2)

saponin to enhance cellulase detection in comb-

iantion with rice straw pulp and pure cellulose on agar plate. The method will be used to isolate

constitutive cellulase mutants of Trichoderma viride and should prove useful for isolating high pro-

ducing mutants from a range of organisms.
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24 colonyE F4 A7l7] Ja 4= =2 colony size
= ATE Fert goemz U.S Amy Natick
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Trichoderma viride Fermentation
Table 1. Media.
KH,PO, 2.0 g/l
(NH4) 2504 . 7H20 1.4 g/l
Urea 0.3 7
MgSO-7H,0 0.3 »
CaCl, 0.3 »n
FeSO;-7H,0 5. 0mg/!
ZnS04-TH,0 1.4 »n
Mn SO4-H:0 1.56 #
CoCly 2.0 »
Cellulose 50 g/l
Agar 15 »

Fig. 1. Trichoderma viride QM 9411 were seeded
on Medium described in Materials and
Methods. Incubation is at 20°C for 96 hr.

Fig. 2. Trichoderma viride QM 9414 Spores were
Plated on Deoxycholate Agar Medium. In
cubation is at 27°C for 360 hr.
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Table 2. Deoxycholate Agar Medium.

Na(Cl 5 g/l
K3HPO, 2
Ferric citrate 1 7
Sodium citrate 1
Peptone 10 »
Deoxycholate 1
Lactose 10 n
Agar 15 n
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Table 3. Vitamin Mixture for Trichodema viride.

Biotin 0. 005 mg/!
Inositol 2.0 »
Calcium pantothenate 0.2
Pyridoxine hydrochloride 0.2
Thiamine 0.2
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Fig. 8. Trickoderma viride QM 9414 Spores were Plated on Deoxycholate Agar
" Medium, Modified as dercribed, and 1% Rice Straw Pulp, plus 0.1%

Saponin,

with 0.19% Deoxycholate (left),

0.59% Deoxycholate (cen-

ter), and 0. 2% Deoxycholate (right). Incubation is at 27°C for 240 hr.
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Fig. 4. Trichoderma viride QM 9414 Spores were
Plated on Deoxycholate Agar Medium. Mo-
dified as described, 1% Rice Straw Pulp,
0.15% Deoxycholate, and (. 1% Saponin,
Left Plate Contain Rice Straw Pulp, an
Right Contain pure Cellulose as Carbon

Source.

Fig. 5. Trichoderma viride QM 9414 Spores were
Plated on Deoxycholate Agar Medium Mo-
dified as Descrided, 1% Rice Straw Pulp,
0.15% Deoxycholate, 0.1% Saponin,
and 1% Glucose. Glucose is Added as the

Repressor.
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