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Why did the control mice wilh H-diet show sinular nsulin level i the control mice with L-thet, m Fig. 2?7

Becausce the insulin response may be suppressed by a long fasling time (18 h), and/or the low sensitivity in measurement of
the insulin.

Whal are the histological changes of kidncy in the dh mice?

The rensl histological changes in the db mice are the thickness of the glomerular base membranc (Zhang H.. et al. 2017. 1
Diab Res) and the mesangia) matrix expansion (Sharma K., et al. 2003, Am J Physiol). To our previous study ¢ mice showoed
higher values in extraglomerular, intmglomerular, and PAS-positive glomerular arcas (Arimum E.. et al, 2013, Tur 1 Nutr).
Do you think the high protein dict afteeted [-cedl?

Yes, we do. Based on the previous study {Armmra E., 2013), the high protein diet decreased the -cell distribution rate.
Which organ is affected by the high protein diet in the present study. pancreas or kidoey? .

Both organs are affected by the high protein dict.

Why did db mice with L-dict show a bower insulin level at 150 min?

The reason and mechanism are not so cleor.

Was the compesition of major nutrients in H- or L-dicts higher and lower, compare with standard diet in nice?

011;: of the standard dict for mice is CE2 (CLEA. Japan). The CE2 shows the rtio of carbohydrate, protein, and fat as 58%,
20%, and 13% (encrgy distribution). Protein composition was lower in both H- or L-diets, compared with CE2 standard dicts.
Why didn’1 you use the standard diet for mice as a cantrol dict for the cxpﬁ‘imcnls?

We did not include the standacd dicl for mice in this study design, Because the standard diet in mice contains dilferent
composition from human dict. We focused on the evaluation of diet based on human diet.

The high pretein diet affeeted for the advancement of the dishetie condition. Boes the high protein diet affect the development
of diabetes, too?

Yes, it does. Based on our resulis, contro] mice with H-dict showed higher urinary C-pepiide than L-dict. This increment of
insulin secretion after high protein intake suggested a potential risk tor the development of diabetes, loo.

There are many kinds of nisk tactors lor dwbetes in human studics, How do you think that the increase of prowein intake is a
tisk factor?

Increased protein intake will increase the risk of diabetes. This thought emerges based on our cxperiments results and several
study data, Based on the recent meta-analysis and cohort study, the higher intakes of total and animal protein were both
associated with increased risk of dinbetes (Shang X.. et ak 2016, Am J Clin Nutr).

How is the toiad intake of proline different between Asia uﬁd western couniries, when the total intake amount and frequency

was taken into consideration?
The tolal intake of proline in the Western countries is higher than In Asia. Westemn countries consumed 3.6 x prolinc than

Japanese, this cstimation is based on the dict sample that we made between Western (bread, beef, and cheese) and Japanese
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diet (rice, fish: red sea beam, and momen tofu).

Q1 1. Can you apply the result that increased HbAlc with high protein diet to human cases, as shown in introduction?

All Yes, we can,

Q12. Why was the udnary albumin at the 1* week of the experiment higher than that at the 2 week of the experiment, in Fig. 17

A12, Maybg, because mice at the 1% week of the experiment (4 weeks of age) were in the developed phase of the renal dysfunction
such as reabsorption of alburnin.

Q13. Why did &b mice with L-diet show higher glucose level at 30 min than 45 mice with H-diet?

Al13. Db mice with L-dict had higher intake of carbohydrate (maltose}, so it showed a higher glucose level at 30 min after the mixed
nutrient.

Q14, Why did you take the different time points for glucose and insulin measurement?

Al4, We performed the measurements with different mice groups. Because more plasma was nceded to measure insulin, therefore,
the sampling times were fewer and different from glucose measurement, '

Q15. Did you examine the pathological examinations of the pancreas?

AlS5, No, we did not examine it in the present study.

Q16. Why did you measure blood leptin level of mice with leptin receptor deficiency?

A16. We measured the blood leptin level to know the effect of high protein diet on Ieptin level of control mice.

Q17. Why was there no significant difference of leptin level between contral and db mice in high protein diet condition?

Al7. There was no significant difference of leptin level between contro] and £b mice in high protein diet condition because there
was a high variance of leptin level in the db mice.

Q18. You used 5 weeks-old mice and this condition was the same with the young age of human. The fasting blood glucose of even
dbmice is around 100 mg/dl, meaning a prediabetes condition, Will the glucose level show a different result when you conduct
this experiment in the older {nice? .

AlB. Yes, they showed higher level in fasting condition in the previous study. The older db mice have the complications such as
renal damage, thercfore, we used only young ob mice as prediabetic condition in the present study.

Q19. How did you perform the oral administration experiment, especially on fasting period?

AlS. We perfom{cd 18 hours fasting time (14:00 — 08:00), which was confirmed to be the depletion of glycogen in even db mice.
The administration test needs for deleting the contzamination of the release of glucose from the glycogen.

Q20. How do you think that the fasting period may affect the insulin levels?

A20. The longer fasting period may make insulin level lower and insulin response lower.

Q21. How did the high protein diet affect kidney weight and albumin excretion?

A21. The mechanism is stifl unclear, to our knowledge. The paossibility that high protein diet induced Kidney hypertrophy and
albumin hyperexcretion due to the increased glomerular pressure and renal hyperfiltration. In the previous our experiments
(Arimura E., 2013), the high protein diet increased expression of angiotensinogen and renin mRNAs, The increased renin-
angiotensin system may be related to kidney hypertrophy and atbumin hyperexcretion.

Q22. Did db mice with H-diet show hyperfiltration?

A22, No, they did not. The data of creatinine clearance of db mice with H-diet and L-diet showed similar values.

Q23. Did you measure the blood pressure of the mice?

AZ23, No, we did not.

Q24. How did you determine the amount of supply in the case of the oral administration experiment?

A24, We determined the amount of supply in the case of oral administration experiments based on the experiment 1 using metabolic
cage.

Q325. The amount in energy of the mixtures was too small. Why did you use the small amount?

A25. This is related to the small capacity of the stomach of the mice, as compared to human cases.

Q26. Do you think that insulin will be useful for the treatment of diabetic nephropathy from your study?

A26. T think s0.
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